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We extend the toolbox of lab procedures in life
sciences by development of centrifugal
microfluidics for high-level process integration. This is
accomplished by implementing novel functional principles
for sedimentation, batch-mode mixing, frequency-
dependent online flow control, and optical read-out,
which can be integrated into a process chain. The
modular centrifugal setup comprises a microstructured
disposable polymer disk as well as a reusable spinning and
detection unit. We successfully developed centrifugal
microfluidic technologies, which are suitable for sample
preparation, process engineering, personalized
diagnostics, and hematology, on this platform. (JALA
2005;10:331-41)
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INTRODUCTION

The advent of microfluidic technologies over the last
couple of decades has been vigorously boosted by
the prospects of process integration, miniaturiza-
tion, and parallelization in life sciences,' '° primarily
for medical diagnostics and drug discovery.' " So
far, key laboratory unit operations such as sample
injection, separation, metering, mixing, reaction,
and detection have been successfully demonstrated
by separate stand-alone microfluidic devices. Several
of these microfluidic technologies are well compet-
itive or even far superior to conventional technolo-
gies. Crucial advantages are reduced consumption of
sample and reagent volumes, reduced size as well as
short times-to-result, and even the high measure-
ment accuracy. However, the wide-scale commercial
success will be determined primarily by the ability to
meet the stringent end-user demands on reliability,
user friendliness, and, overall, the costs per test.

Several microfluidic ‘“‘lab-on-a-chip” platforms
have been developed to comply with the technical
and economic market requirements, among them
chip-based electrophoresis,'*'> droplet-based digi-
tal microfluidics,'® and several well-plate based
liquid handling technologies for high-throughput
screening.'’
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Figure 1. A disk with the format of a conventional compact disc (CD) and 24 integrated microfluidic structures. The centrifugal force F,
induced on a liquid plug within a channel points in the radial direction. In the reference frame rotating with the disk and liquid with a flow
velocity u, the Coriolis force F¢ acts perpendicular to the centrifugal force.

We describe a novel and versatile centrifugal microfluidic
lab-on-a-chip platform. The modular setup of such a “lab-
on-a-disk”'® 27 comprises a reusable macroscopic detection
unit and a spinning drive in which a possibly disposable
polymer disk typically hosting passive microstructures is
placed.?® 3% The disk characteristically features inlet ports for
the sample and reagent uptake as well as microchannels and
microstructures where the sample is transported and
processed® *° by the interplay of centrifugal (volume) forces
and capillary (surface) forces. The nature of the final step can
be the collection of the processed substance or the read-out
of an assay result, depending on whether an analytical
assay,” ™ a preparative procedure,**** or a synthesis has
been implemented in a lab-on-a-disk system. Numerous
“lab-on-a-disk™ products have already been launched in the
market.*¢?

The paper is structured as follows. The subsequent
sections describe the basic centrifugal operating principles
to realize laboratory unit operations such as flow control and
metering, particle (blood) sedimentation as well as mixing in
batch mode and continuous flow. Afterwards, read-out
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disk center

concepts for two common types of bioanalytical assays, that
is, colorimetric absorbance assays and (multiplexed) fluores-
cent immunoassays, are outlined. Finally, our development
toolbox comprising prototyping™ and flow visualization
techniques’” to rapidly arrive at problem-specific solutions is
presented.

FLOw CONTROL AND METERING

Diagnostic point-of-care systems require a fully integrated
process chain from the preparation of an untreated sample of
human whole blood obtaining an analytical result. The basic
laboratory unit operations for analytical applications are
flow control and metering. Liquid samples are inserted into
the microstructured channels near the center of the polymer
disk and transported by centrifugal force F, towards the
radial direction™ (Fig. 1). The flow velocity u depends on the
frequency of rotation » and the channel geometry.**%-3¢
When the resulting flow is observed from a noninertial
reference frame rotating at the spinning frequency (i.e., with
the disk at rest), an apparent Coriolis force F- component

disk center @ )V

Figure 2. (A) Simulation (CFDRC—ACE + )2 of the switching of flow between the two outlets on an inverse Y-structure based on the
Coriolis force. (B) The experimental switch structure. The Coriolis-induced redirection of flow into the right outlet can be clearly

recognized.
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Figure 3. Metering structure based on a capillary burst valve. (A) The fluid network is filled with an undefined sample volume. (B) After the
metering chamber is filled, the residual fluid is cut off. (C) The disk spins above a critical frequency v. and the capillary burst valve breaks.
Thus the precisely metered sample volume is purged out of the metering chamber.

arises, which is perpendicular to the radial direction (Fig. 1).
We show that beyond a critical frequency of typically a few
100 rad s™!, which can be readily reached by a drive unit, the
transverse Coriolis force Fc prevails over all other forces
including the strong centrifugal force F,. This allows a user
to switch the liquid in a channel without additional external
actuators.*3° This effect is demonstrated by a flow switch in
a symmetrically structured Y-channel (Fig. 2).

If Coriolis effects did not exist, the flow would be evenly
split among the two outlets. However, a dominating Coriolis
force Fcinduces a bias, eventually directing 100% of the flow
into one particular outlet, which can be addressed according
to the direction of rotation. This Coriolis force F¢ can, for
instance, be implemented as a frequency-dependent switch
for a sequence of centrifugal flows in preparative protocols.

The so-called capillary burst valves®>*”7 (Fig. 3) are used
to stop the centrifugally driven flow at a hydrophobically
coated constriction up to a critical frequency threshold v..
This burst frequency of the passive valve is determined by the
radial length and the radial position of the metered liquid
plug as well as the contact angle of the coating and the
geometric cross section of the constriction at the time of
fabrication.

In combination with an overflow channel, these hydro-
phobic valves can also provide a metering function (i.e., they
define a volume). After filling the entire fluidic network with
liquid of an excess volume (Fig. 3A), the liquid is stopped at

the outlet of the metering chamber by a capillary burst valve.
The residual liquid is cut off in a separate waste outlet by
spinning below the burst frequency v, of the valve (Fig. 3B).
Surpassing v, the liquid is then purged out of the metering
chamber (Fig. 3C). We designed metering structures from the
pL-range down to the nL-range with an extremely high
reproducibility, for example, a 300-nL volume is metered
with a quality of CV < 5%.

BLOOD SEDIMENTATION

An important objective in medical diagnostic systems is the
integration of the full process chain from the preparation of
a patient’s whole blood obtaining an analytical result. The
first unit operation is usually the separation of red blood cells
(RBCs) from the plasma for subsequent analysis. Although
several microfluidic approaches for a batch separation of
blood have been presented so far,'®***” a robust and
integrable separation structure essential for complete on-
disk processing is lacking. The rotating platform is well
suited to this task because of the intrinsic sedimentation. The
RBCs possess a higher mass density (about 6%) with respect
to the surrounding plasma. These particles are consequently
driven by a centrifugal field toward the bottom of a chamber.
Our three-stage continuous flow separation scheme** is
depicted in Figure 4.
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Figure 4. (A) Continuous flow scheme in our three-stage separation structure. A blood sample flows from the metering chamber via the
drain channel into the decant chamber for final separation. (B) Decant chamber: purified plasma overflows into a separation reservoir while

the cellular pellet remains at the bottom of the decant chamber.
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First, the metering chamber is filled by capillary action
with a droplet of human whole blood extracted from the
fingertip while the disk is at rest. Afterwards a sample
volume of 5pulL is metered under moderate rotation
(~12Hz) between an overflow channel next to the inlet
and a hydrophobic stop at the outlet of the chamber. Beyond
a burst frequency of 15 Hz, sedimentation is initiated through
the drain channel into the decant chamber where presepa-
rated blood accumulates. The volume capacity of this decant
chamber slightly exceeds the volume fraction of the cells.
Therefore, only purified plasma with a cell concentration of
less than 1% overflows into a subsequent reservoir where it is
available for further processing. This way, 2 uLL of plasma is
retrieved from the initial 5 uL whole blood sample. The
separation time of this continuous centrifugation scheme is
governed by the flow resistance of the drain channel. Typical
separation times of 20s can be achieved at spinning
frequencies of 40 Hz.

STOPPED-FLOW ‘‘BATCH”’ MIXING

After metering, an immunological assay, to be completely
integrated on a miniaturized platform, typically features
a mixing and/or dilution step at stopped flow. Here it is
crucial to implement rapid mixing. However, because of the
strictly laminar conditions in microfluidic systems, mixing is
limited by diffusion.”® The only way to accelerate mixing is
by reducing the diffusion length, which has successfully been
achieved in our approach by implementing two strategies. In
the first approach, magnetic beads that are prefilled in an on-
disk mixing chamber pass upon spinning a set of conven-
tional permanent magnets resting in the lab frame.*>>*%
These magnets are specifically aligned to periodically deflect
the magnetic beads. Instead of applying a time varying
magnetic field, we rotate the chamber generating a time-
oscillating magnetic force on the magnetic beads. In
consequence, the beads are periodically deflected radially
inward and outward inducing chaotic advection to the liquid
phase by means of the Stokes drag (Fig. 5). In addition, the
beads can be used as solid phase on which a reactive layer
can be coated, so that the reaction with target molecules in
a sample is accelerated.

progress of mixing I

| .

t=0s

t=03s
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Figure 5. Magnetohydrodynamically enhanced mixing in a cham-
ber filled with beads.

In the second approach (‘“‘shake-mode”), the sense of
rotation is frequently reversed.®' This way, the inertia of the
liquid induces twisting patterns significantly reducing the
diffusion length (Fig. 6).

In our mixing chamber, we experimentally observed
a drastic reduction in the characteristic mixing time,*®!
from 7 min for mere diffusive mixing to 3 s for plain inertial
mixing and down to 1.3 s by the magnetic bead enhanced
mixing. By combining the mixing with beads and inertia, the
mixing time could even be cut down to 0.5 s (Fig. 7).

CONTINUOUS-FLOW MIXING

We also extended the centrifugal microfluidic platform to
facilitate high-throughput continuous flow applications. This
continuous flow scheme uses the centrifugal volume force F,
generated by the rotating drive to both pump and mix the
liquid educts. The hydrodynamically induced mixing is based
on the velocity-dependent Coriolis pseudo force Fc impact-
ing flows in the rotating frame of reference. The centrifugal
force F, generates a parabolically shaped component of the
velocity field, which leads to a nonuniform distribution of the
transverse Coriolis force Fc. The stirring induced by trans-
verse advection in a radial microchannel under rotation is
controlled by the speed of rotation.** > Because of the high-
flow rates attributed to the favorable interplay of the strong
centrifugal force F, with a large channel cross section, our
experiments and accompanying simulations demonstrate
high throughputs at extremely reduced mixing times. These

— _
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Figure 6. Progress of mixing by using “shake-mode”. Frequent reversal of the sense of rotation induces advective currents by inertia.



Technology Review

1 —o o o
-°
.08
S — No beads & constant spinning
< —— No beads & alternate spinning
;' —— Beads & constant spinning
g 0.6 —— Beads & alternate spinning
=
b=}
Q
X 04
£
c
2
0.2
0
0

Time £ (s)

Figure 7. Decrease of unmixedness as mixing proceeds: as a
benchmark, a characteristic mixing time 7 is defined as the | /e-decay
of the mixing state. Compared to mere diffusion with 7 =7 min,
bead-based magnetohydrodynamic mixing in alternating spinning
mode accelerates the mixing process by three orders of magnitude.

characteristics are favorable for applications in chemical
microprocess engineering.®’

A commonly used strategy to reduce the diffusion length is
the multilamination of continuous flows.** ** Figure 8 shows
the realization of a split-and-recombine laminator,*® based
on the transverse advection effect. The initial AB flow
pattern is split into three substreams while the Coriolis force
Fc leads to an inversion of the pattern within the central
channel. Thus, an ABAB lamination pattern is formed after
the recombination of the substreams.

READ-OUT OF COLORIMETRIC ASSAYS

The final step of an assay is the read-out. For colorimetric
assays, we developed a simple and robust optical concept to

A Coriolis force
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enable precise and sensitive read-out.*> A major inhibitor for
the implementation of colorimetric assays on miniaturized
lab-on-a-chip platforms is the relatively short optical path
length through the measurement chamber, which is limited
by the physical dimensions of the system. Several approaches
to prolong the optical pathway by an optical on-chip
guidance of the interrogating beam have been pursued,®’
for example, based on embedded optical waveguides,®®®’
integrated microlenses,®® optical fibers,®”’? or total internal
reflection.”" 7

Our concept of optical beam guidance is based on the
total internal reflection at V-grooves that are monolithically
integrated at the rear side of the chip (Fig. 9). The probe
beam impinging perpendicular to the upper chip surface is
deflected by an overall angle of 90° into the plane of the chip.
The absorbance length is thus extended by a factor of 10
compared to the path length for direct incidence of 1 mm.
Both the simplicity and performance of this novel concept
are demonstrated by a glucose assay of human whole blood
on a simple and rugged lab-on-a-disk setup comprising
a laser diode, a detector, and an exchangeable polymer disk,
which is readily amenable to standard polymer micro-
machining techniques.

The polymer disk features fluidic and optical elements to
perform colorimetric assays. The fluidic elements provide
ports for sample and reagent uptake connected to
a combined mixing and measurement chamber. The liquid
transport is entirely controlled by the centrifugal force F,
(Fig. 10).

This read-out strategy is successfully validated by the
determination of glucose, hemoglobin, and alcohol in human
whole blood. We use a sample droplet of untreated human
whole blood from the fingertip. After the uptake of sample
and reagent, the liquids are centrifuged in a measurement
chamber. The diffusion-limited speed of the reaction is
enhanced by inertially induced advection using the ‘“‘shake-
mode”.%! Next, the RBCs in the measurement chamber are
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Figure 8. Coriolis-force based advective mixing within a split-and-recombine laminator. (A) A simulation (CFDRC-ACE + )" of the
induced advection based on the Coriolis force. (B) Multilamination after recombining of the flows.
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Figure 9. Concept of on-chip optical beam guidance by total internal reflection. The concept significantly extends the optical path length,
lopt: 0N a flat monolithic polymer disk for sensitive colorimetric absorption measurements compared to direct incidence. (A) By spinning the
disk, the sample and reagent liquids are transported from their respective inlets into the measurement chamber. (B) Next to the
measurement chamber, integrated V-grooves deflect the beam into and out of the disk plane.

To shorten the time-to-result of the enzymatic assay, the
increase of the absorbance is monitored in real-time during
constant spinning and the saturation values, defined by the
biochemical reaction, are extrapolated by a regression fit to

sedimented out of the optical pathway. Unlike membrane-
based blood filtration, this integrated sedimentation step
makes the eventual measurement of the glucose concentra-
tion independent of the hematocrit.

A
< >
shake-mode mixing
N b
-3
>
Q
c
5 =
1] Time ¢t
[T
=]
o |£ 2 2
{ ond © = ©
H— ® = ©
W = o] g o

Figure 10. Frequency protocol to conduct a colorimetric glucose assay. After the disk is placed on the spinning drive, the sample and the
reagents are loaded into their respective inlet reservoir. Next, the liquids are transported into the measurement chamber by means of the
centrifugal force. Mixing is completed within 5s by frequently reversing the sense of rotation (“shake-mode”). The initial glucose
concentration is determined during spinning to allow disk-based real-time monitoring of biochemical processes.
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(A) Real-time read-out of the colorimetric assay and extrapolation of the saturation value to shorten the time-to-result. After

mixing, the increase of absorbance is recorded for t =45 s, and the saturation value is extrapolated by regression fit to the recorded data
points. (B) Results of glucose determination with human whole blood as sample and measurement of the saturation value.

the recorded data points (Fig. 11A). This real-time method
drastically reduces the time-to-result from several minutes to
about 50 s. To show the linearity of the assay, we plotted the
saturation values against the glucose dilution series (Fig. 11B).

It can be seen that the disk-based colorimetric glucose
assay shows an excellent reproducibility of CV'=4%, an
outstanding lower limit of detection ¢pop =200 uM, and
a high degree of linearity (R*>=0.997) over the physiologi-
cally and pathologically required area. To run internal
calibrations and rule out noise effects, a symmetric fluidic

bead ID,
1 Functionalization y

with capture protein
(off-disk)

2 Serum, containing
target protein
(on-disk)

3 Detection Antibody
(on-disk)

bead ID,

structure with a reference chamber can be integrated. This
robust and cost-effective approach can be readily adapted for
enzyme-linked immunosorbent assays.

READ-OUT OF BEAD-BASED FLUORESCENCE
IMMUNOASSAYS

We developed an optical concept for multiplexed bead-based
fluorescence immunoassays on miniaturized microfluidic
devices. Polystyrene beads are swollen in an organic solvent

bead ID,

Figure 12. Procedure of a threefold multiplex fluorescence immunoassay on quantum-dot (QD) beads. The beads are first functionalized
according to their color tag (the bead ID) with a certain capture protein, mixed and then loaded into the disk-based detection chamber. Next,
the serum containing the target antigens is transported into the detection chamber and the specific antigen—antibody complex is formed. After
washing, the detection antibodies specifically bind to these antigen—antibody complexes. A final washing step completes the assay procedure.
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Figure 13. Aggregation of a bead monolayer in the detection chamber. A suspension of beads is driven by the centrifugal force F,. (A) The
beads are piled up in the measurement chamber at an aggregation edge. (B) A rhombus-like aggregation chamber with an aperture angle of
60° fosters hexagonal aggregation patterns, which lead to the highest package density.

suspending quantum-dots (QDs) of a given color.”* "7 QDs
excel with their broadband excitation, spectrally sharp
emission, and stability against photobleaching, thus allow-
ing a high degree of parallelization. They, therefore, can be
detected by an inexpensive setup comprising a conventional
CCD-camera and an LED as well as two optical filters. To
implement a fluorescence immunoassay, the QD-encoded
beads are first functionalized with capture proteins (Fig. 12).

Next, the beads are loaded into the miniaturized device
where they aggregate in the form of a highly periodic
monolayer in front of a geometrical barrier.”®”® Suspensions
of beads with 150 um diameter are loaded into a flat chamber
measuring 200 pm in depth by a continuous flow. With the
depth smaller than a bead diameter (100 pm), the outlets act
as barriers to the beads and force them to accumulate in the
chamber. Therefore, the decisive impact parameters are the
geometry, particle concentration of suspension, and inlet
pressure. A rhombus-like aggregation chamber with an

500 pym

aperture angle of 60° fosters hexagonal aggregation patterns
leading to the highest package density (Fig. 13).

By spinning of the disk, centrifugal forces F, control flow
rates and thus incubation times at high accuracy to carry out
the standard steps of a fluorescence immunoassay, that is, the
delivery of the sample, detection of antibodies, and washing.
In a two-step read-out procedure*' using the same camera
and LED, a fluorescence image of the bead-incorporated
QDs is first captured while using a long pass filter. An image
processor localizes the beads and identifies their respective
color tag in a (statistically) very reliable manner. In the
second step, the specific antigen—antibody binding on the
bead surface is measured via the mean fluorescence intensity
of the FluoSphereTM-labeled detection antibodies, which
are spectrally selected by a band pass filter (Fig. 14).
Compared to standard fluorochromes, the FluoSpheresTM
provide highly amplified fluorescence intensities in the range
of two orders of magnitude.

Figure 14. Image of aggregated quantum-dot (QD) beads and image processing. (A) Detection chamber with three types of QD-labeled
beads. (B) Results of the first image processing routine to identify the bead center and the bead tag (color ID). First, the center of the beads is
localized. Then, the color values of all pixels within a circle around the bead center are compared to a template of set values of the QD types
and the beads are assigned to a color ID. (C) The assay results are measured by averaging the fluorescence signal within a circle around the

bead center.
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Figure 15. Applying the read-out procedure, we obtain our pilot
Hepatitis-A assay curve, which clearly allows to determine the
state of protection by Hepatitis-A vaccination (limit at 10
international units/ml).

To demonstrate the feasibility of a multiplexed disk-based
fluorescence immunoassay with the QD-encoded beads,
a dilution series is run. It starts from standard human serum
(Paul Ehrlich Institute) containing a known concentration of
Hepatitis-A antibodies as target protein (Fig. 12). The
measured curve (Fig. 15) clearly allows to distinguish the
state of protection by Hepatitis-A vaccination (10 interna-
tional units per mI®°).

DEVELOPMENT PLATFORM

To rapidly arrive at custom-tailored applications, we also
established a backend process development platform, com-
prising a stroboscopic measurement setup to observe micro-
flows on the disk spinning at high frequency,” capabilities
for CFD-simulation,**®' and the prototyping including
microstructuring, surface modification, and sealing. The
time-critical structuring is accomplished by SU-8/PDMS
mastering and subsequent replication in cyclic oletin co-
polymer (Topas) by hot-embossing.>* Ready-to-use disk
prototypes are obtained within less than 3 days, thus
expediting the iterative design process of functional elements.

CONCLUSIONS AND OUTLOOK

We developed a comprehensive set of laboratory unit
operations for flow control, sedimentation, metering, mixing
as well as absorption and multiplexed fluorescence detection
schemes, which can be seamlessly integrated into our novel
centrifugal microfluidic platform. This opens the way for
porting common applications, for example, in the prepara-
tion of biological samples, microprocess engineering, and
medical diagnostics, to small bench scale platforms. We
presented case studies of absorbance and fluorescence
immunoassays showing that complete assay protocols can
be automated and time-to-results appreciably reduced.
Furthermore, the generic rotational symmetry of the disk

suggests to place several channels on the same disk that can
be used to process a set of protocols sequentially or even
simultancously. Also a multiparameter screening can be
performed on the same disk, either channelwise or even in
a single channel by multiplexing with color-encoded beads.
Apart from performance issues, the success of microfluidic
technologies is tightly linked to a competitive pricing. The
contact-free transmission of force as well as the optical
detection allows to modularize the system into a reusable
“macro” component incorporating all active and moving
parts (rotary engine) as well as the detection unit (lasers and
spectrophotometer). This way, all ““‘micro” parts can be
reduced to their functional essence, that is, passive micro-
structures with no moving parts in planar, low aspect ratio
architectures, which can be fabricated in a very economic
fashion, for example, by industrial scale micromachining
techniques such as hot-embossing or injection molding.

ACKNOWLEDGMENT

The authors thank the federal state of Baden-Wiirttemberg (contract 24-
720.431-1-7/2) for partial financial support of this project. We also appreciate
the good cooperation with HSG-IMIT®? and Jobst-Technologies.®?

REFERENCES

1. Vilkner, T.; Janasek, D.; Manz, A. Micro total analysis systems; recent
developments. Anal. Chem. 2004, 76, 3373-3386.

2. Oosterbroek, R. E.; van den Berg, A. Lab-on-a-Chip: Miniaturized
Systems for (Bio)Chemical Analysis and Synthesis. Elsevier Science:
Amsterdam, NL; 2003.

3. Schulte, T. H.; Bardell, R. L.; Weigl, P. H. Microfluidic technologies in
clinical diagnostics. Clin. Chim. Acta. 2002, 321, 1-10.

4. Reyes, D.; lossifidis, D.; Auroux, P.; Manz, A. Micro total analysis
system 1. Anal. Chem. 2002, 74(12), 2623-2636.

5. Auroux, P.; Reyes, D.; lossifidis, D.; Manz, A. Micro total analysis
systems 2. Anal. Chem. 2002, 74, 2637-2652.

6. Harrison, D.; Wang, C.; Thibeault, P.; Ouchen, F.; Cheng, S. The
decade search for the killer ap in p-TAS In Proc. p'TAS conf.; Olthuis,
W., van den Berg, A., Bergveld, P., Eds.; Kluwer Academic Publisher:
2000; pp 195-204.

7. Tudos, A. J.; Besselink, G. A. J.; Schasfoort, R. B. M. Trends in
miniaturized total analysis systems for point-of-care testing in clinical
chemistry. Lab Chip 2001, 1(2), 83-95.

8. Sia, S.; Linder, V.; Parviz, B.; Siegel, A.; Whitesides, G. An integrated
approach to a portable and low-cost immunoassay for resource-poor
settings. Angew. Chem. Int. 2004, 43, 498-502.

9. Thorsen, T.; Markl, S.; Quake, S. Microfluidic large-scale integration.
Anal. Chem. 2002, 298, 580-584.

10. Stone, H. A.; Stroock, A. D.; Ajdari, A. Microfluidic toward a lab-on-a-
chip. Annu. Rev. Fluid Mech. 2004, 36, 381-411.

11. Ducrée, J.; Zengerle, R. FlowMap — Microfluidics Roadmap for the Life
Sciences. Books on Demand GmbH: Norderstedt, Germany; 20043-
8334-0744-1www.microfluidics-roadmap.com.

12. Figeys, D.; Pinto, D. Lab-on-a-chip: a revolution in biological and
medical sciences. Anal. Chem. 2000, 72(9), 330-335A.

13. Examples in clinical diagnostics: Careside Analyzer®, Careside Inc,
USA, www.careside.com; Biosite® Biosite Inc., France, www.biosite.

JALA October 2005 339


http://www.microfluidics-roadmap.com
http://www.careside.com
http://www.biosite.com

Technology Review

14.

15.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

com; Pelikan Sun™ of Pelikan Technologies Inc., USA, www.pelikan-
Chempaq A/S, Denmark,
www.chempaq.com; i-STAT Portable Clinical Analyzer, i-STAT Corp.,
USA, www.istat.com, (all URLs accessed 2004).

Harrison, D. J.; Flury, K.; Seiler, K.; Fan, Z.; Effenhauser, C. S.;
Manz, A. Micromachining a miniaturized capillary electrophoresis

technologies.com; Chempaq Analyzer,

based chemical analysis system on a chip. Science. 1993, 261, 895-
897.

Effenhauser, C. S.; Manz, A.; Widmer, H. M. Glass chips for high speed
capillary electrophoresis separations with sub-micron plate heights.
Anal. Chem. 1993, 65, 2637-2642.

. Srinivasan, V.; Pamuala, V.; Pollack, M.; Fair, R. A digital microfluidic

biosensor for multianalyte detection. JEEE. 2003, 3, 327-330.

Major, J. Challenges and opportunities in high throughput screening:
implications for new technologies. J. Biomol. Screen. 1998, 3, 13-17.
Madou, M.; Kellogg, G. LabCD: a centrifuge-based platform for
diagnostics. Proc. SPIE 1998, 3259, 80-93.

Madou, M.; Lu, Y.; Lai, S.; Lee, J.; Daunert, S. A Centrifugal
microfluidic platform: a comparison, micro total analysis systems. In
Proc. uTAS conf.; van den Berg, A., Bergveld, P., Eds.; Kluwer
Academic Publisher: 2000; pp 565-570.

Madou, M.; Lee, L.; Daunert, S.; Lai, S.; Shih, C. Design and
fabrication of CD-like microfluidic platforms for diagnostics: micro-
fluidic functions. Biomed. Microdevices 2001, 3(3), 245-254.

Madou, M.; Lu, Y.; Lai, S.; Koh, C.; Lee, L. J.; Wenner, B. R. A novel
design on a CD disc for 2-point measurement. Sens. Actuators A Phys.
2001, 91, 301-306.

Ekstrand, G.; Holmquist, C.; Oerleforn, A. E.; Hellmann, B.; Larsson,
A.; Andersson, P. Microfluidics in a rotating CD. In Proc. uTAS conf.;
van den Berg, A., Bergveld, P., Eds.; Kluwer Academic Publisher:
Dodrecht, Netherlands; 2000; pp 311-314.

Thorsén, G.; Ekstrand, G.; Selditz, U.; Wallenborg, S. R.; Andersson, P.
Integrated microfluidic for parallel processing of proteins in a CD
microlaboratory. In Proc. uTAS conf. MESA Monographs; pp 457-460.
Inganids, M.; Ekstrand, G.; Enstréom, J.; Dérand, H.; Andersson, P.
Quantitative bioaffinity assays at nanoliter scale, parallel analysis
of crude protein mixtures, In Proc. uTAS conf. Kluwer Academic
Publisher: Dodrecht, Netherlands; 2001; pp 91-92.

Duffy, D. C.; Gills, H. L.; Lin, J.; Sheppard, N. F.; Kellog, G. J.
Microfabricated centrifugal microfluidic systems: characterization and
multiple enzymatic assays. Anal. Chem. 1999, 71(20), 4669-4678.
Gustafsson, M.; Hirschberg, D.; Palmberg, C.; Jornvall, H.; Bergmann,
T. Integrated sample preparation and MALDI mass spectrometry on
a microfluidic compact disk. Anal. Chem. 2004, 76(2), 253-502.

Zeng, J.; Banerjee, D.; Deshpande, M.; Gilbert, J.; Duffy, C. D.; Kellog,
D. J. Design analysis of capillary burst valves in centrifugal micro-
fluidics, In Proc. uTAS conf.; Kluwer Academic Publisher: Dodrecht,
Netherlands; 2000; pp 579-582.

Badr, I.; Johnson, R.; Madou, M.; Bachas, L. Fluorescent ion-selective
optode membranes incorporated onto a centrifugal microfluidics
platform. Anal. Chem. 2002, 74, 5569-5575.

Lai, S.; Wang, S.; Luo, J.; Lee, L.; Yang, S.; Madou, M. Design of
a compact disk-like microfluidic platform for enzyme-linked immuno-
sorbent assay. Anal. Chem. 2004, 76, 1832—1837.

Puckett, L.; Dikici, E.; Lai, S.; Madou, M.; Bachas, L. G.; Daunert, S.
Investigation into the applicability of the centrifugal microfluidics

340 JALA October 2005

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

platform for the development of protein-ligand binding assays in-
corporating enhanced green fluorescent protein as a fluorescent reporter.
Anal. Chem. 2004, 76, 7263-7268.

Schembri, C.; Burd, T.; Kopf-Sill, A.; Shea, L.; Braynin, B. Centrifu-
gation and capillarity integrated into a multiple analyte whole-blood
analyzer. J. Autom. Methods Manage. Chem. 1995, 17(3), 99—104.
Kim, J.; Jang, S. H.; Jia, G. Y.; Zoval, J. V.; Da Silva, N. A.; Madou, M.
J. Cell lysis on a microfluidic CD (compact disc). Lab Chip 2004, 516—
522.

Brenner, T.; Grumann, M.; Beer, C.; Zengerle, R.; Ducrée, J. Microscopic
characterization of flow patterns in rotating microchannels. In Proc.
MICRO.tec; VDE Verlag GmbH: Berlin, Germany; 2003; pp 171-175.
Ducrée, J.; Brenner, T.; Glatzel, T.; Zengerle, R. Coriolis-induced
switching and mixing of laminar flows in microchannels, In Proc.
MICRO.tec; VDE Verlag GmbH: Berlin, Germany; 2003; pp 397-404.
Ducrée, J.; Brenner, T.; Zengerle, R. A coriolis-based split-and-
recombine laminator for ultrafast mixing on rotating disks, In Proc.
WTAS conf.; Northrup, M.A.; Jensen, K.F.; Harrison, J.D.; Eds.; Royal
Society of Chemistry, Cambridge, UK; 2003; 1 pp 903-906.

Brenner, T.; Glatzel, T.; Zengerle, R.; Ducrée, J. Frequency dependent
transversal flow control for centrifugal lab-on-a-disk platforms. Lab
Chip 2005, 5, 146-150.

Haeberle, S.; Zengerle, R.; Ducrée, J. Online process control for
centrifugal micromixing, In Proc. Transducers conf.; 1EEE: Piscataway,
N1J; 2005; pp 1525-1529.

Haeberle, S.; Brenner, T.; Schlosser, H. -P.; Zengerle, R.; Ducrée, J.
Centrifugal micromixer. Chem. Eng. Technol. 2005, 25(5), 613-616.
Ducrée, J.; Schlosser, H. -P.; Glatzel, T.; Haeberle, S.; Grumann, M.;
Brenner, T.; Zengerle, R. Centrifugal platform for high-throughput
reactive micromixing, In Proc. uTAS conf.; Laurell, T., Nilsson, J.,
Jensen, K., Harrison, D. J., Kutter, J. P., Eds.; Royal Society of
Chemistry: Cambridge, UK; 2004; pp 554-556.

Haeberle, S.; Schlosser, H.-P.; Zengerle, R.; Ducrée, J. A centrifuge-
based microreactor. Proc. IMRET-8, 2005.

Grumann, M.; Riegger, L.; Nann, T.; Riegler, J.; Ehlert, O
Mittenbiihler, K.; Urban, G.; Pastewka, L.; Brenner, T.; Zengerle, R.;
Ducrée, J. Parallelization of chip-based fluorescence immuno-assays
with quantum-dot labelled beads, In Proc. Transducers conf.; 1EEE:
Piscataway, NJ; 2005; pp 1114-1118.

Grumann, M.; Moser, 1.; Steigert, J.; Riegger, L.; Geipel, A.; Kohn, C.;
Urban, G.; Zengerle, R.; Ducrée, J. Optical beam guidance in monolithic
polymer chips for miniaturized colorimetric assays, In Proc. MEMS
conf.; 1EEE: Piscataway, NJ; 2005; pp 108-112.

Grumann, M.; Dube, M.; Brefka, T.; Steigert, J.; Riegger, L.; Brenner,
T.; Mittmann, K.; Zengerle, R.; Ducrée, J. Direct haemoglobin
measurement by monolithically integrated optical beam guidance, In
Proc. Transducers conf.; 1EEE: Piscataway, NJ; 2005; pp 1106-1110.
Brenner, T.; Haeberle, S.; Zengerle, R.; Ducrée, J. Continuous
centrifugal separation of whole blood on disk, In Proc. uTAS conf.;
Laurell, T., Nilsson, J., Jensen, K., Harrison, J. D., Kutter, J. P., Eds.;
Royal Society of Chemistry: Cambridge, UK; 2004; pp 566—569.
Grumann, M.; Geipel, A.; Riegger, L.; Zengerle, R.; Ducrée, Magneto-
hydrodynamic micromixing with magnetic beads on centrifugal micro-
fluidics, In J. Proc. pTAS conf.; Laurell, T., Nilsson, J., Jensen, K.,
Harrison, J. D., Kutter, J. P., Eds.; Royal Society of Chemistry:
Cambridge, UK; 2004; pp 593-595.


http://www.biosite.com
http://www.pelikantechnologies.com
http://www.pelikantechnologies.com
http://www.chempaq.com
http://www.istat.com

Technology Review

46.

47.

48.

49.

50.

S1.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

LabCD™, Tecan Group Ltd., Seestrasse 103, 8708 Madnnedorf, Switzer-
land, www.tecan.com (accessed May 2005).

Gyrolab Bioaffy CD, Gyros AB, Dag Hammarskjolds vig 54, SE-751 83
Uppsala, Sweden (formerly Pharmacia Inc., USA), www.gyros.com
(accessed June 2005).

Piccolo, Abaxis Inc., 3240 Whipple Road, 94587 Union City, CA,USA,
www.abaxis.com, (accessed May 2005).

Inganéds, M. Derand, H. Eckersten, A. Ekstrand, G. Honerud, A.K.
Jesson, G. Thorsén, G. Soderman, T. Andersson, P. An integrated
microfluidic CD device with potential utility in both centralized and
POC laboratory settings; Gyros AB, Dag Hammarskjolds viag 54, SE-
751 83 Uppsala, Sweden, www.gyros.de (accessed June 2005).
Gyrolab™ Maldi SP1, Gyros AB, Dag Hammarskjolds viag 54, SE-751
83 Uppsala, Sweden, www.gyros.de (accessed June 2005).

Bio-CD, Eppendorf AG, Barkhausendweg 1, 22339 Hamburg,
Germany, www.eppendorf.de (accessed June 2005).

SpinX Technologies, Rue Lect 29, 1217 Geneva, Sitzerland, www.spinx-
technologies.com (accessed June 2005).

Schembri, C. T. US Patent, 5,473,603, 1993.

Gottschlich, N.; Brenner, T.; Knebel, G.; Zengerle, R.; Ducrée, J. Low-
cost injection molding of microfluidic chips using elastomer molding
tools. Proc. ALA. 2005.

Grumann, M.; R.; Ducrée, J.
Visualization of flow patterning in high-speed centrifugal microfluidics.
Rev. Sci. Instrum. 2005, 76.

Burtis, C. A.; Anderson, N. G.; Mailen, J. C.; Scott, C. D.; Tiffanny, T.
O.; Johnson, W. F. Development of a miniature fast analyzer. Clin.
Chem. 1972, 18(8), 753-761.

Mc Neely, M. R.; Spute, M. K.; Tusneem, N. A.; Oliphjat, A. R.
Hydrophobic microfluidics. In Proc. SPIE, Ahn, C. H.; Frazier, A. B.;
Eds.; 1999, 3877; pp 210-220.

Kim, D.; Lee, S.; Kwon, T.; Lee, S. Barrier embedded chaotic
micromixer. Proc MEMS conf., 2003, pp 339-342.

Rida, A.; Lehnert, T.; Gijs, M. A. M. Micro mixer using magnetic beads,
In Proc. pnTAS conf.; Northrup, M. A., Jensen, K. F., Harrison, J. D.,
Eds.; Royal Society of Chemistry: Cambridge, UK; 2003; pp 579-581.
Rong, R.; Choi, J.; Ahn, C. A novel magnetic chaotic mixer for in-flow

Brenner, T.; Beer, C.; Zengerle,

mixing of magnetic beads, In Proc. uTAS conf.; Northrup, M. A.,
Jensen, K. F., Harrison, J. D., Eds.; Royal Society of Chemistry:
Cambridge, UK; 2003; pp 335-338.

Grumann, M.; Geipel, A.; Riegger, L.; Zengerle, R.; Ducrée, J. Batch-
mode mixing with magnetic beads on centrifugal microfluidic platforms.
Lab Chip 2005, 5, 560-565.

Bokenkamp, D.; Desai, A.; Yang, X.; Tai, Y. -C.; Marzluff, E.; Mayo, S.
L. Microfabricated silicon mixers for submillisecond quench-flow
analysis. Anal. Chem. 1998, 70, 232-236.

Bessoth, F. G.; deMello, A. J.; Manz, A. Microstructure for efficient
continuous flow mixing. Anal. Commun. 1999, 36(6), 213-215.

Heule, M.; Manz, A. Sequential DNA hybridisation assays by fast
micromixing. Lab Chip 2004, 4, 506-511.

Verpoorte, E. Chip vision — optics for microchips. Lab Chip 2003, 3,
42N-52N.

Verpoorte, E.; Manz, A.; Ludi, H.; Bruno, A. E.; Maystre, F;
Krattinger, B.; Widmer, H. M.; van der Schoot, B. H.; de Rooij, N.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

71.

78.

79.

80.

81.

82.

83.

F. A silicon flow cell for optical detection in miniaturized total chemical
analysis systems. Sens. Actuators B Chem. 1992, 6, 66-70.

Splawn, B.; Lytle, F. On-chip absorption measurement using integrated
wave guides. Anal. Bioanal. Chem. 2002, 373, 519-525.

Roulet, J.; Volkel, R.; Herzig, H.; Verpoorte, E.; de Rooij, N.
Fabrication of multilayer systems combining microfluidic and micro-
optical elements for fluorescence detection. J. Microelectromech. Syst.
2001, 10, 482-491.

Liang, Z.; Chiem, N.; Ocvirk, G.; Tang, T.; Fluri, K.; Harrison, D. J.
Microfabrication of a planar absorbance and fluorescence cell of
integrated capillary electrophoresis devices. Anal. Chem. 1996, 68,
1040-1046.

Petersen, N.; Mogensen, K.; Kutter, J. Performance of an in-plane
detection cell with integrated waveguides for UV/VIS absorbance
measurement on microfluidic separation devices. Electrophoresis. 2002,
23, 3528-3536.

Manz, A.; Verpoorte, E. US Patent 5,599,503, 1997.

Yeung, E. S.; Synovec, R. E. Detectors for liquid chromatographie.
Anal. Chem. 1986, 58(12), 1237A—1256A.

Xi, X.; Yeung, E. S. Axial-beam on-column absorption detection for
open tubular capillary liquid chromatography. Anal. Chem. 1990, 62,
1580-1585.

Han, M.; Gao, X.; Su, J. Z.; Nie, S. Quantum-dot-tagged microbeads
for multiplex optical coding of biomolecules. Nature. 2001, 19, 631—
635.

Alivisatos, A. P. Semiconductor clusters, nanocrystals, and quantum
dots. Science. 1996, 271, 933-937.

Mattoussi, H.; Medintz, 1. L.; Clapp, A. R.; Goldman, E. R.; Jaiswal, J.
K.; Simon, A. M.; Mauro, J. M. Luminescent quantum dot-bioconju-
gates in immunoassays, FRET, biosensing, and imaging applications.
J. Assoc. Lab. Autom. 2004, 9(1), 28-32.

Nann, T.; Riegler, J. Monodisperse CdSe-nanorods at low temperatures.
Chem. Eur. J. 2002, 8(20), 4791-4795.

Grumann, M.; Dobmeier, M.; Schippers, P.; Brenner, T.; Zengerle, R.;
Ducrée, J. The model of porous media — complete description of the
aggregation of bead-monolayers in flat microfluidic chambers. Proc.
MSM conf., 2004.

Grumann, M.; Dobmeier, M.; Schnippers, P.; Brenner, T.; Kuhn, C.;
Fritsche, M.; Zengerle, R.; Ducrée, J. Aggregation of bead-monolayers
in flat microfluidic chambers — simulation by the model of porous media.
Lab Chip 2004, 4, 209-213.

Marchessault, V.; Spika, J.; Brousseau, J.; Bowmer, I.; De Serres,
G.; Dobson, S.; Embree, J.; Gemmill, I.; Naus, M.; Orr, P;
Ward, B.; Zierler, A. Can. Commun. Dis. Rep. 2001, 27, ISSN
1188-4169.

CFD Research Corporation, 215 Wynn Drive, 35805 Huntsville, Al,
United States, www.cfdrc.com (accessed: April 2005).

HSG-IMIT, Insitut fiir Mikro- und Informationstechnik der Hahn-
Schickard-Gesellschaft e.V., Wilhelm-Schickard Strasse 10, D-78052
Villingen Schwenningen, Germany, www.hsg-imit.de (accessed: April
2005).
Jobst-Technologies 102, D-79110
www.jobst-technologies.com (accessed: April

GmbH, Georges-Koehler Allee
Freiburg, Germany,

2005).

JALA October 2005 341


http://www.tecan.com
http://www.gyros.com
http://www.abaxis.com
http://www.gyros.de
http://www.gyros.de
http://www.eppendorf.de
http://www.spinx-technologies.com
http://www.spinx-technologies.com
http://www.cfdrc.com
http://www.hsg-imit.de
http://www.jobst-technologies.com

	Integrated Sample Preparation, Reaction, and Detection on a High-frequency Centrifugal Microfluidic Platform
	Introduction
	Flow control and metering
	Blood sedimentation
	Stopped-flow "batch" mixing
	Continuous-flow mixing
	Read-out of colorimetric assays
	Read-out of bead-based fluorescence immunoassays
	Development platform
	Conclusions and outlook
	ACKNOWLEDGMENT
	References


