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Abstract
Leukocytes comprise less than 1% of all blood cells. Enrichment of their number, starting from a
sample of whole blood, is the required first step of many clinical and basic research assays. We
created a microfluidic device that takes advantage of the intrinsic features of blood flow in the
microcirculation, such as plasma skimming and leukocyte margination, to separate leukocytes
directly from whole blood. It consists of a simple network of rectangular microchannels designed
to enhance lateral migration of leukocytes and their subsequent extraction from the erythrocyte-
depleted region near the sidewalls. A single pass through the device produces a 34-fold
enrichment of the leukocyte-to-erythrocyte ratio. It operates on microliter samples of whole blood,
provides positive, continuous flow selection of leukocytes, and requires neither preliminary
labeling of cells nor input of energy (except for a small pressure gradient to support the flow of
blood). This effortless, efficient, and inexpensive technology can be used as a lab-on-a-chip
component for initial whole blood sample preparation. Its integration into microanalytical devices
that require leukocyte enrichment will enable accelerated transition of these devices into the field
for point-of-care clinical testing.

The rapidly expanding field of lab-on-a-chip microanalytical devices promises inexpensive,
portable, miniaturized tools that could potentially revolutionize clinical and basic research
analyses by dramatically reducing sample size and handling.1-3 An important application of
this technology is the analysis of leukocytes (white blood cells) or their contents, for which
these cells must first be isolated from the whole blood sample.4-7

Blood is a 45% suspension of cells (erythrocytes, platelets, leukocytes) in plasma.
Erythrocytes (red blood cells) constitute the vast majority of all blood cells and are normally
∼1000 times more abundant than leukocytes. Traditionally, several milliliters of whole
blood are drawn and then centrifuged in order to separate blood cells of different density.
Plasma, platelets, and white and red cells can be separated by this procedure, but it is a
labor-, energy-, and time-intensive process that relies on special equipment and requires
trained personnel.8,9 Many current microanalytical devices have no integrated sample
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preparation capabilities and continue to rely on this conventional off-the-chip technique.
Currently available methods that can be used for on-the-chip enrichment of leukocytes from
whole blood are often complicated, lack versatility, offer low efficiency, or require
preliminary modification of cells.3,6-8,10 Thus, development of simple and efficient
methods to isolate leukocytes directly from whole blood remains an important task.

Because of its particulate nature, blood exhibits unique flow characteristics on the scale of
the microcirculation.11 Erythrocytes, which are smaller and more deformable than
leukocytes, tend to flow at the center of blood vessels, leaving a plasma-rich zone adjacent
to the vessel wall;12 they also flow faster than leukocytes.13 This encourages mechanical
interactions (collisions) between leukocytes and erythrocytes that influence the leukocyte
distribution across the vessel lumen13,14 and among vessels of the microcirculation in vivo.
15,16 In vessels larger than ∼30 μm in diameter, collisions with passing erythrocytes force
leukocytes to migrate toward the vessel wall in a process known as margination13,17,18 and
help to initiate leukocyte rolling in post-capillary venules.19-22 The tendency of erythrocytes
to concentrate at the center of the blood stream also leads to plasma skimmings an uneven
distribution of erythrocytes and plasma among the two daughter vessels of any
nonsymmetrical bifurcation:23 the vessel that receives less flow receives a
disproportionately smaller fraction of erythrocytes and, therefore, has a lower hematocrit.

Previously, we used silicon micromachining and poly(dimethylsiloxane) (PDMS) replica
molding techniques24-27 to fabricate microchannel networks with dimensions and topology
similar to those of the actual microcirculation.24 Using whole human blood, we were able to
reproduce and document a number of scale-specific microcirculatory phenomena in such
networks.

Here, we describe the operation principle and demonstrate the efficiency of a simple
microfluidic device that takes advantage of the natural flow properties of blood (leukocyte
margination and plasma skimming) to separate leukocytes from whole blood. It consists of a
network of rectangular microchannels of specific geometry and connectivity and requires
only a small pressure gradient to produce a 34-fold enrichment of the leukocyte-to-
erythrocyte ratio in a single pass. The unique biomimetic design of this microchannel device
allows, in fact, autoseparation of leukocytes from the rest of the blood. This novel leukocyte
enrichment technique could be used to design custom lab-on-a-chip components for
integrated sample preparation in microanalytical devices that require leukocytes, their DNA,
or RNA.3,6,7

EXPERIMENTAL SECTION
Microfabrication

Fabrication of microchannel networks and the experimental setup were previously described
in detail.24,25 Briefly, a silicon wafer containing a negative image of the microchannel
device was created at the CNF (Cornell Nanofabrication Facility, Cornell University, Ithaca,
NY) using electron beam lithography (EBMF-10.5/CS, Cambridge Instruments) and reactive
ion etching (Bosch process, Unaxis SLR 770 ICP Deep Silicon Etcher, Unaxis USA Inc., St.
Petersburg, FL) techniques. This master wafer was then used as a negative mold to cast
replicas of the device in PDMS (RTV 615 A/B; G. E. Silicones, Waterford, NY). Each of
these cast replicas was then trimmed to size and affixed onto a predrilled, PDMS-coated
glass slide (Micro Slides; VWR Scientific, West Chester, PA) to form the microchannel
device. Before assembly, all contact surfaces were exposed to air plasma (Plasma Cleaner/
Sterilizer, Harrick Scientific Corp., Ossining, NY). This treatment generates silanol (Si–OH)
groups on exposed PDMS surfaces, which provides permanent binding between the cast
microchannels and the PDMS-coated glass slide; it also makes the microchannel wall
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surfaces hydrophilic.27 Assembled microdevices were flushed with 1% (w/v) aqueous
solution of mPEG-silane (Shearwater Polymers, Inc., Huntsville, AL) to prevent cell
adhesion and then washed with GASP buffer (1% BSA, 9 mM Na2HPO4, 1.3 mM
NaH2PO4, 140 mM NaCl, 5.5 mM glucose, pH 7.4, osmolarity 290 mmol/kg).

Setup
The microchannel device assembly was mounted in a custom holder on a calibrated
motorized microscope stage (BX-51, Olympus America Inc, Melville, NY). A water column
was used to provide the operational pressure gradient of 5−40 cmH2O across the
microchannel flow system. Sequences of images were acquired with a CMOS digital camera
(Silicon Video 2112, Epix Inc., Buffalo Grove, IL) using a wide band-pass blue-violet filter
(407 ± 52 nm, Edmund Industrial Optics, Barrington, NJ) to improve contrast. Images were
recorded and then analyzed off-line using custom software (designed using Matlab 6.5, The
Math Works Inc, Natick, MA) to determine white cell distributions and the leukocyte-to-
erythrocyte ratios in the extraction channel. All microchannels of the device had the same
depth of 10.3 μm. Blood samples were introduced into a feeding reservoir incised in the
PDMS replica to provide access to the channels. Blood exited the device through a 2-mm
hole drilled through the glass slide and then drained into a waste collection reservoir. In the
configuration described here, 15−70 μL of blood (depending on the size of the feeding
reservoir) is required for operation.

Samples
Whole human blood was collected by venipuncture from healthy consenting volunteers into
Vacutaner tubes containing EDTA (10 mL, 17.55 mg of (K3)EDTA, BD, Franklin Lakes,
NJ) similar to the standard clinical procedure. Initial red and white cell concentrations in
whole blood were determined in duplicate using a Sysmex K-1000 automated cell counter
(Sysmex Corp. of America, Long Grove, IL). Blood samples were used within 4 h of
collection.

RESULTS AND DISCUSSION
The microseparation device measures ∼0.7 × 7 mm and consists of a simple network of
microchannels schematically shown in Figure 1. Flow of blood through the device is driven
by a small pressure gradient (∼40 cmH2O). The device operates as follows:

Whole blood enters the device through a 70-μm-wide supply channel. Initially, leukocytes
are distributed uniformly across the channel (Figure 1, 1). As smaller, more flexible
erythrocytes seek the faster flow region in the center of the channel lumen,28 they collide
with leukocytes forcing them to migrate toward the sidewalls.18 Therefore, before the first
bifurcation is reached, the leukocyte distribution across the channel changes considerably,
with most of the leukocytes traveling near the channel sidewalls (Figure 1, 3).

This phenomenon of leukocyte margination in the supply channel appears more dramatic
than that observed in real blood vessels. The depth of all channels comprising the device
(10.3 μm) approximates the average leukocyte diameter (10−12 μm), such that out-of-the-
plane motion of leukocytes is effectively restricted. Due to this pseudo-2D geometry,
practically all erythrocyte–leukocyte collisions result in lateral migration of the leukocytes
toward the nearest sidewall. In contrast, margination in real blood vessels is less efficient
because migration of leukocytes is not constrained to any preferential direction. Therefore,
when leukocytes marginate in vivo, they approach the vessel wall via a random walk (that
reflects collisions with erythrocytes from multiple angles) and arrive at points scattered
around the vessel perimeter.18
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The concentration of leukocytes in the blood immediately after entering the supply channel
(2100/μL, Figure 1, 1) is less than half that in the original whole blood sample (4300/μL).
This is because erythrocytes and plasma flow more easily than leukocytes from the sample
reservoir, effectively lowering leukocyte concentration. This phenomenon likely reflects
specific design features of the current sample introduction system.

As leukocytes marginate to the sidewalls, they begin to flow slower than the rest of the
blood, because of the shape of the velocity profile in the channel.29-31 This results in gradual
accumulation of leukocytes traveling adjacent to the sidewalls and thus leads to the increase
of overall leukocyte concentration along the supply channel (Figure 1, 1−3). A flux balance
shows that the leukocyte concentration (C) ratio between any two points along the channel is
determined by the average leukocyte velocities (vi): C2/C1 = v1/v2. In the case shown in
Figure 1, the velocity ratio is ∼2; i.e., the concentration of leukocytes increases ∼2-fold
along the supply channel, reaching 4500/μL (Figure 1, 3). Note that this value is almost
equal to that in the original sample. Thus, the gradual accumulation of leukocytes along the
supply channel compensates the 2-fold reduction of leukocyte concentration caused by
dynamic dilution at the entry into the channel.

After passing through the first bifurcation, leukocytes continue to travel near the outside
wall of each daughter channel. These two channels have equivalent asymmetric leukocyte
distribution profiles, and either can be used for further processing. The asymmetry in
leukocyte distribution in segment 4 causes the majority of the leukocytes to enter segment 6
of the second bifurcation, with very few entering segment 5 (data not shown). This further
increases the leukocyte concentration in segment 6 by ∼2-fold. The asymmetry persists here,
with most leukocytes remaining near the right-hand sidewall.

The main part of the leukocyte enrichment device consists of a 135° bend 6 with a small
extraction channel 8. The bend alters the velocity profile32 causing erythrocytes to move
quickly around the inside, bypassing leukocytes that travel more slowly in the plasma-rich
region near the sidewall. As the erythrocytes pass the slower leukocytes, they trap them near
the wall and propel them into the extraction channel (Figure 1, asterisk; movie S-1,
Supporting Information). Approximately 67% of all leukocytes from the segment 6 enter the
extraction channel 8; the rest continue along the right-hand sidewall of the adjacent, larger
channel 7 with a characteristic asymmetric distribution (Figure 1). Compared to the initial
whole blood sample, the leukocyte concentration in the extraction channel 8 is increased
∼10-fold, achieving 42 300/μL.

Both leukocyte margination and plasma skimming are principally important for the
enrichment function of the device: accumulation of leukocytes near the sidewall in the
plasma-rich region causes ∼2/3 of them to enter the extraction channel; at the same time,
plasma skimming reduces the erythrocyte concentration in the extraction channel to less
than 1/3 of its initial value. Note that “plasma skimming” in this context differs somewhat
from its conventional definition due to the high concentration of leukocytes in the plasma
rich region. The combined effect of these phenomena translates into an increase in the
leukocyte-to-erythrocyte ratio from 1:1100 in the original blood sample to 1:32 in the
extraction channel (Figure 1, 8)—a 34-fold enrichment.

Any practical microanalytical device for point-of-care use must incorporate a robust and
convenient way to prepare a sample directly on the chip to minimize the required raw
sample size and potential user-induced errors.1-3 Most current prototypes, however,
concentrate more on the analysis and quantification steps, rather than integrated sample
preparation procedures, either because sample preparation is often the most difficult33 or
least exciting7 part of the assay.10 Thus, even though such devices generally require only
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submicroliter sample volumes for analysis, off-the-chip sample preparation via conventional
centrifugation may require several milliliters of blood.8,9

Currently available approaches to on-the-chip sample preparation are based on
filtration4,8,33 or dielectrophoresis (DEP)34 or require preliminary cell modification steps
such as fluorescent labeling35,36 or tagging with magnetic beads.37,38 The current state of
the art of these and other sample preparation methods is the focus of recent reviews.3,6,7,10

The new leukocyte enrichment method described here has many important advantages over
these technologies. It is simple, has no active (moving or otherwise) elements, requires only
a small hydrostatic pressure gradient to function, and can be easily manufactured using
conventional microfabrication. Further, it operates on (anticoagulated) whole blood, actually
benefiting from physiological levels of hematocrit—the same factor that confounds other
sample preparation techniques. It provides positive selection of leukocytes, which are not
trapped in a specific area of the chip (in contrast to both filtration33 and DEP34) but
continue to flow and can be easily transported elsewhere on the chip for further purification
or directly to analytical unit(s) for examination. Importantly, leukocyte handling (and thus
potential leukocyte activation) is minimized and no cell preprocessing is required, as
opposed to fluorescence or magnetically activated cell separation procedures.35-38

The separation is efficient, producing a greater than 30-fold increase in the leukocyte-to-
erythrocyte ratio in a single pass. This is higher than that of a single-spin centrifugation
“buffy coat” preparation of whole human blood (∼10−20-fold enrichment) and is sufficient
for many applications such as PCR, which requires at least a 10-fold enrichment.8

Future work is needed to improve purity and provide better characterization of this new
leukocyte enrichment technique. For example, modification of the input reservoir may
eliminate the initial dynamic reduction of leukocyte concentration caused by the impeded
traffic of leukocytes during their entry into the supply channel (Figure 1, 1). In addition,
separation units can be arranged in series to further purify the extraction channel effluent
(Figure 1, 8). However, the low hematocrit (∼1/3 of initial sample) and high leukocyte
concentration (∼10 times higher than in initial sample) characteristic of the effluent may
diminish the efficiency of secondary separation. Decreased frequency of erythrocyte–
leukocyte collisions and increased number of leukocyte–leukocyte interactions could hinder
leucocyte margination and reduce separation efficiency. Another possible approach aimed at
higher separation efficiency would involve coating the supply channel walls with adhesion
molecules, such as P-selectin, which mediate leukocyte rolling in vivo. This slow “adhesive”
rolling of leukocytes would facilitate their accumulation along the supply channel and may
improve overall enrichment.

CONCLUSIONS
An obvious advantage of applying a biomimetic approach to the design of microfluidic lab-
on-a-chip components is that the technical solutions that we borrow from nature have been
already rigorously tested, optimized, and approved by evolution. Examples of successful
application of this approach include check valves39 and adhesion-based cell separation.40 In
this paper, we described a new, simple method for obtaining highly enriched leukocytes
from a small sample of whole blood, the design of which has been inspired by natural
microcirculatory phenomena. This technique could be used as an initial sample preparation
step for the miniature analytical assays that require leukocytes or their genetic material. By
providing convenient and efficient sample preparation in situ, this technology should
facilitate implementation and commercialization of future lab-on-a-chip devices.
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Supplementary Material
Refer to Web version on PubMed Central for supplementary material.

Acknowledgments
This work was performed in part at the Cornell Nanofabrication Facility (a member of the National Nanofabrication
Users Network), which is supported by the National Science Foundation, its users, Cornell University, and
Industrial Affiliates. We thank R.K. Jain for useful comments on the manuscript. This work was supported by a
Predoctoral Fellowship Award from the American Heart Association (S.S.S.) and an NHLBI grant (L.L.M).

References
1. Ramsey JM. Nat. Biotechnol 1999;17:1061–1062. [PubMed: 10545906]
2. Wilding P, Kricka LJ. Trends Biotechnol 1999;17:465–468. [PubMed: 10557158]
3. Vilkner T, Janasek D, Manz A. Anal. Chem 2004;76:3373–3386. [PubMed: 15193114]
4. Kricka LJ, Wilding P. Anal. Bioanal. Chem 2003;377:820–825. [PubMed: 12925867]
5. Paegel BM, Blazej RG, Mathies RA. Curr. Opin. Biotechnol 2003;14:42–50. [PubMed: 12566001]
6. Andersson H, van den Berg A. Sens. Actuators, B 2003;92:315–325.
7. Huang Y, Mather EL, Bell JL, Madou M. Anal. Bioanal. Chem 2002;372:49–65. [PubMed:

11939213]
8. Cheng, J.; Kricka, LJ.; Sheldon, EL.; Wilding, P. Topics in Current Chemistry 194. In: Manz, A.;

Becker, H., editors. Microsystem Technology in Chemistry and Life Sciences. Springer-Verlag;
Heidelberg: 1998. p. 215-231.

9. Abramowitz S. J. Biomed. Microdevices 1999;1:107–112.
10. De Mello AJ, Beard N. Lab Chip 2003;3:11N–19N. [PubMed: 15100799]
11. Goldsmith HL, Cokelet GR, Gaehtgens P. Am. J. Physiol 1989;257:H1005–H1015. [PubMed:

2675631]
12. Goldsmith HL, Marlow JC. J. Colloid Interface Sci 1979;71:383–407.
13. Goldsmith HL, Spain S. Microvasc. Res 1984;27:204–222. [PubMed: 6708830]
14. Pearson MJ, Lipowsky HH. Am. J. Physiol. Heart Circ. Physiol 2000;279:H1460–H1471.

[PubMed: 11009430]
15. Ley K, Meyer JU, Intaglietta M, Arfors KE. Am. J. Physiol 1989;256:H85–H93. [PubMed:

2912200]
16. Huang Y, Doerschuk CM, Kamm RD. J. Appl. Physiol 2001;90:545–564. [PubMed: 11160053]
17. Nobis U, Pries AR, Cokelet GR, Gaehtgens P. Microvasc. Res 1985;29:295–304. [PubMed:

3999988]
18. Munn LL, Melder RJ, Jain RK. Biophys. J 1996;71:466–478. [PubMed: 8804629]
19. Mayrovitz HN, Kang SJ, Herscovici B, Sampsell RN. Microvasc. Res 1987;33:22–34. [PubMed:

3561265]
20. Schmid-Schonbein GW, Usami S, Skalak R, Chien S. Microvasc. Res 1980;19:45–70. [PubMed:

7360047]
21. Migliorini C, Qian Y, Chen H, Brown EB, Jain RK, Munn LL. Biophys. J 2002;83:1834–1841.

[PubMed: 12324405]
22. Sun C, Migliorini C, Munn LL. Biophys. J 2003;85:208–222. [PubMed: 12829477]
23. Palmer AA. Am. J. Physiol 1969;217:1339–1345. [PubMed: 5346298]
24. Shevkoplyas SS, Gifford SC, Yoshida T, Bitensky MW. Microvasc. Res 2003;65:132–136.

[PubMed: 12686171]
25. Gifford SC, Frank MG, Derganc J, Gabel C, Austin RH, Yoshida T, Bitensky MW. Biophys. J

2003;84:623–633. [PubMed: 12524315]
26. Carlson RH, Gabel CV, Chan SS, Austin RH, Brody JP, Winkelman JW. Phys. Rev. Lett

1997;79:2149–2152.
27. McDonald JC, Whitesides GM. Acc. Chem. Res 2002;35:491–499. [PubMed: 12118988]

Shevkoplyas et al. Page 6

Anal Chem. Author manuscript; available in PMC 2011 January 18.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



28. Goldsmith HL, Mason SG. Nature 1961;190:1095–1096.
29. Ward-Smith, AJ. Internal fluid flow: the fluid dynamics of flow in pipes and ducts. Clarendon

Press; Oxford University Press; Oxford: New York: 1980.
30. Beebe DJ, Mensing GA, Walker GM. Annu. Rev. Biomed. Eng 2002;4:261–286. [PubMed:

12117759]
31. Brody JP, Yager P, Goldstein RE, Austin RH. Biophys. J 1996;71:3430–3441. [PubMed: 8968612]
32. Fung, YC. Biomechanics: Circulation. 2nd ed.. Springer-Verlag; New York: 1997.
33. Yuen PK, Kricka LJ, Fortina P, Panaro NJ, Sakazume T, Wilding P. Genome Res 2001;11:405–

412. [PubMed: 11230164]
34. Huang Y, Ewalt KL, Tirado M, Haigis R, Forster A, Ackley D, Heller MJ, O'Connell JP, Krihak

M. Anal. Chem 2001;73:1549–1559. [PubMed: 11321308]
35. Fu AY, Spence C, Scherer A, Arnold FH, Quake SR. Nat. Biotechnol 1999;17:1109–1111.

[PubMed: 10545919]
36. McClain MA, Culbertson CT, Jacobson SC, Ramsey JM. Anal. Chem 2001;73:5334–5338.

[PubMed: 11721938]
37. Blankenstein G, Larsen UD. Biosens. Bioelectron 1998;13:427–438.
38. Berger M, Castelino J, Huang R, Shah M, Austin RH. Electrophoresis 2001;22:3883–3892.

[PubMed: 11700717]
39. Moorthy J, Beebe DJ. Anal. Chem 2003;75:292A–301A.
40. Chang WC, Lee LP, Liepmann D. Lab Chip 2004;4 DOI: 10.1039/b400455h.

Shevkoplyas et al. Page 7

Anal Chem. Author manuscript; available in PMC 2011 January 18.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 1.
Microseparation device. The geometry of the device is illustrated in the center; snapshots
and plots of leukocyte (WBC) distributions are shown at the sides of the figure. Blood enters
the supply channel from the sample reservoir (not shown). Flow is from top to bottom in all
segments. All channels in the device are drained into a low-pressure reservoir (not shown).
The circled numbers correspond to points referenced in the text. Length of the supply
channel (points 1−3) is ∼5.5 mm; distance between the first and the third bifurcation is 0.48
mm. Flow rates in segments 7 and 8 were approximately 120 and 16 pL/s, respectively.
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