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ABSTRACT

A chemiluminescence-based detection system and method
for counting blood cells by capturing and isolating target
blood cells flowing through a microfluidic chip and detecting
light emitted by the captured target blood cells.
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METHODS, DEVICES, AND SYSTEMS FOR
CHEMILUMINESCENCE-BASED
MICROFLUIDIC CELL COUNTING

CROSS-REFERENCE TO RELATED
APPLICATIONS

[0001] This application claims the benefit of U.S. Provi-
sional Application 61/235,634, filed on Aug. 20, 2009 and is
a continuation-in-part of U.S. patent application Ser. No.
12/594,176, filed Sep. 30, 2009, which is a 371 of Interna-
tional Application No. PCT/US08/068869, filed Jun. 30,
2008, which claims the benefit of U.S. Provisional Applica-
tion No. 60/947,345, filed Jun. 29, 2007, and U.S. Provisional
Application No. 60/947,384, filed Jun. 29, 2007. All of the
foregoing applications are hereby incorporated by reference
as if set forth in their entireties herein.

BACKGROUND

[0002] Management of the human immunodeficiency
virus/acquired immune deficiency syndrome (HIV/AIDS)
pandemic is one of the biggest medical and clinical chal-
lenges, in both developed and developing countries. Globally,
over 40 million people are now living with HIV. In the man-
agement of HIV-infected subjects, absolute counts of CD4+ T
cells per micro-liter of blood have been proven to be an
essential biological indicator for HIV staging and treatment
decisions. The immune system needs CD4 cells to function
properly. The more CD4 cells in circulation, the stronger the
immune system. Clinically, a CD4 count below 200 cells per
micro-liter of blood establishes the diagnosis of AIDS.
[0003] Currently, the gold standard for CD4 counting is
through flow cytometry. High throughput flow cytometry
may not be applicable in resource-poor settings due to its
demanding technical requirements and expensive costs.
However, availability of portable, cheap CD4 counting using
advanced technologies would increase the efficiency and
accessibility of CD4 monitoring, and produce a tremendous
clinical impact via timely diagnosis of new AIDS patients.

SUMMARY OF THE INVENTION

[0004] The disclosed embodiments include methods, sys-
tems, devices, and articles which may provide for particle
counting based on chemoluminescence. A useful application
of the disclosed technology includes an integrated microflu-
idic-optical system to enumerate CD4 T-lymphocyte counts
for HIV point of care testing at resource-poor settings. Fea-
tures relating to portability and low power consumption are
described.

BRIEF DESCRIPTION OF THE DRAWINGS

[0005] FIG. 1A is a schematic illustration of a target cell
counting system according to an embodiment of the inven-
tion.

[0006] FIG. 1B is a schematic image of an integrated
microfluidic-optical platform according to an embodiment of
the invention.

[0007] FIG.1Cis animage of amicrofluidic chip filled with
blood, and a magnified image of a trapping mechanism
according to an embodiment of the invention.

[0008] FIG. 2is an illustration of a staining mechanism for
excluding monocytes according to an embodiment of the
invention.
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[0009] FIG. 3 is a graph illustrating captured cells versus
CD4 counts according to an embodiment of the invention.
[0010] FIG. 4A is a graph illustrating a transient current
generated in a chemiluminescence detection process accord-
ing to an embodiment of the invention.

[0011] FIG. 4B is a graph illustrating a photodetector cur-
rent reading corresponding to different CD4 counts according
to an embodiment of the invention.

DETAILED DESCRIPTION OF THE
EMBODIMENTS

[0012] Referring to FIG. 1A, a portable integrated cell
counting system 100 has a detecting module 50 positioned
adjacent a microfluidic chip 10. The microfluidic chip 10
includes a flow chamber (capture chamber) 11 with a plurality
of micro-channels and surface augmentations and/or a plu-
rality of micro-trap arrays 12. The shape, size and position of
the plurality of micro-channels and the plurality of micro-trap
arrays are such that they collectively act as a trapping mecha-
nism to capture and immobilize target blood cells flowing
through the flow chamber 11. The trapped target cells are
effectively captured and isolated from the other cells present
in the blood sample flowing through the chamber 11. Whole
blood, samples, washes, and reagent flowing through the
microfluidic chip 10 enter the microfluidic chip through a
plurality of tubes 13 and blood entry ports and spent fluids are
recovered or disposed through sample exit ports (not shown).
A pumping mechanism (not shown) can be employed to
transfer the blood and any other samples to and from a sample
source and through the microfluidic chip. The pumping
mechanism can include a peristaltic pump, for example.
[0013] The detecting module 50 is positioned near the
microfluidic chip 10 and adjacent the flow chamber 11 to
efficiently detect and convert light emitted by the captured
target blood cells. The flow chamber 11 includes a plurality of
micro-channels and/or a plurality of arrayed passive hydro-
dynamic traps 12. The surfaces of the plurality of hydrody-
namic traps (micro-traps trap arrays) 12 in the flow chamber
11 are immobilized with CD4+ antibody to allow for effective
capture and isolation of CD4+ cells. The capture efficiency is
over 80% from 3 pL of whole blood and the non-specific
binding is maintained at a low level ranging from 3% to 15%.
The detecting module 50 includes a detector 20 with suitable
optics and filtering to detect light emitted by the captured
target blood cells, and a source-meter 30 to convert the
detected light into an electrical signal. A processor 40, which
may be integrated with the detector module 50, converts the
electrical signals from the source-meter 30 into a cell count.
The portable system 100 can further include a microcontrol-
ler (not shown) to control the pumping mechanism, the pro-
cessor 40, the detecting module 50, as well as to control
sample fluid flow through the microfluidic device and to
display the target cell count. Inputs from a user may be pro-
vided by suitable actuators to allow a user to operate the
system 100. A housing can also be provided to form a unitary
portable system. When emitted light from the target cells is
generated by chemiluminescence, the detector 20 can include
a chemiluminescence (CL)-based photodetector amenable to
use in the portable integrated system 100.

[0014] FIG. 1B illustrates a chemiluminescence (CL)-
based detection system 200 to collect and achieve a digital
reading of current (proportional to CD4+ count) using a sili-
con photodector 120 and a source-meter 130 in an accurate
and rapid manner. Using chemiluminescence detection cit-
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cumvents a limitation of the fluorescence based detection
which relies on external light sources. The chemilumines-
cence-based detection also enables the digital reading in a
rapid and automatic manner without using complex image
processing and has low instrumental requirements. The sys-
tem 200 includes a microfluidic chip 110 measuring approxi-
mately 30 mmx5 mm. Hydrodynamic effects and antibody
immobilization can be employed to capture the target cells
(cells of interest) flowing through the flow chamber 111. A
hydrodynamic effect can be generated by allowing the hydro-
dynamic forces to transport target blood cells through the
flow chamber 111 and the plurality of micro-channels and
micro-trap arrays 112. Whole blood enters and exits the flow
chamber 111 through tubes 113 and is transported through the
flow chamber 111 using a pumping mechanism (not shown).
The shape and size of the micro-channels and the micro-trap
arrays 112 allows for the simultaneous transportation and
immobilization of the target cells. To selectively and accu-
rately capture target CD4 cells, CD3 antibody immobiliza-
tions and/or surface antibody-antigen interaction can also be
implemented for the cell capture. Additionally, to selectively
isolate CD4+ cells from the whole blood flowing through,
size-based exclusion may also be employed. This approach
can effectively determine CD4 absolute counts below 200
cells/uL. The technical advantages, such as, the ability to have
higher capture efficiency, sensitivity and the ability to offer a
digital reading on a rapid and accurate manner make it attrac-
tive for point of care diagnostics.

[0015] InFIG. 1C the microfluidic chip 200 is shown filled
with whole blood. A magnified image of the flow chamber
(capture chamber) 111 with the plurality of micro-trap arrays
112 is also shown in F1G. 1C. The arrow indicates the direc-
tion of flow of the blood sample through the plurality of
micro-trap arrays. The flow chamber 111 is approximately 10
mmx3.2 mm, and is about45 pm tall, and it contains hundreds
of micro-trap arrays 112 to significantly increase the surface
area for antibody immobilization. Each micro-trap in the
array 112 is designed with a pillar surrounded by C-cups with
a gap of about 17.5 pm, for low non-specific binding (as
shown in FIG. 1C). This space is larger than 3 pm, which was
reported for effective white blood cell isolation. The distance
between each trap can be approximately 25 pm and a shift of
88 pm every three rows can be introduced in the array to lead
to non-linear streamlines and thereby facilitating cell contact
with trap surface.

[0016] Micro-electro-mechanical systems (MEMS) tech-
nology and microfluidics may be used to integrate fluidics,
mechanics, optics, and electronics on a single chip in a point
of care (POC) device. Microfluidic chips maximize cell cap-
ture efficiency while minimizing non-specific binding. The
microfluidics may be designed to provide flow control with
low shear rates which can accommodate cells that are very
sensitive to shear stress. The microfluidic chips (10, 100) may
be fabricated using any suitable technique, for example, but
not limited to, standard soft lithographic techniques. Using
standard lithographic techniques, the chip 200 can be molded
in Polydimethylsiloxane (PDMS) from a SU-8 master. One
layer of 45 pm thick SU-8 3050 can be spun onto a 3 inch
silicon wafer, baked, and exposed under ultraviolet (UV) light
to define a negative feature of the microfluidic chip in the
resist. The PDMS can be cast on the SU-8 master and baked
for 2 hours in an oven having a temperature of 70° C. The
PDMS can then be peeled off the mold and holes for fluidic
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connection can be punched. After this, PDMS chip can be
bonded to glass after plasma treatment for 1 minute.

[0017] Themicrofluidic chips (10,110) can be modified for
maximum CD4 antibody immobilization using a method in
which, after the hydroxyl groups on PDMS surface were
generated after plasma treatment, the chip is immediately
treated with 4% (vlv) solution of 3-mercaptopropyl tri-
methoxysilane ethanol for 30 minutes at room temperature so
that both the PDMS and glass will be functionalized. After
surface silanization, the chip can be incubated with 0.01
pmol/mL-1 GMBS (N-y-maleimidobutyryloxysuccinimide)
in ethanol for 15 minutes at room temperature. NeutrAvidin
canbe immobilized to GMBS by incubating the chip surfaces
with 10 ug ML-1 NeutrAvidin solution in PBS overnight at 4°
C. Afterward, 10 pg/ml biotinylated anti-CD4 solution in
PBS and 1% (w/v) BSA can be introduced to the microfluidic
chip and incubated at room temperature for 15 minutes. Rins-
ing steps can be conducted after each step to remove unre-
acted molecules.

[0018] Monocyte contamination may also be reduced in
both systems (100, 200) based on flow control and/or double
staining. This could be a significant consideration since the
presence of monocytes could artificially contribute to the total
CD4+ count.

[0019] FIG. 2 illustrates a staining mechanism for exclu-
sion of monocyte contamination. Although monocytes might
be captured on the chip, they will not be detected based on
CD3 antibody staining. By coupling the captured cells to CD3
antibody conjugated with fluorophore or horseradish peroxi-
dase (HRP), monocyte contamination exclusion may be
achieved. CD3 antibody and a secondary antibody coupled
with HRP may be employed to avoid staining monocytes so
that monocyte contamination may be eliminated as a concern
in the chemiluminescence-based detection system 200.
[0020] For blood staining, whole blood was incubated with
mouse, anti-human CD3 antibodies (Invitrogen) in PBS con-
taining 1% BSA followed by goat, anti-mouse IgG conju-
gated with fluorophore (AF488). For chemiluminescence
(CL) based detection, goat anti-mouse IgG conjugated with
HRP was used instead of IgG-AF488. The concentrations of
the primary and secondary antibodies and the reaction/incu-
bation times were optimized. Alternatively, the staining step
can be done on the chip. While CD4 antigens are expressed by
monocytes as well, fluorophore or HRP will not be linked to
monocytes, since monocytes are not subsets ofa T cell. As a
result, monocytes are excluded in the counting process,
though some monocyte might be captured in the microfluidic
chip, as shown in FIG. 2. Normal whole blood samples could
be used in the staining process. Varying CD3+/CD4+ cell
counts within the range of values typically encountered in
both healthy and immunocompromised individuals could be
simulated by diluting blood in a PBS solution with 1% (w/v)
BSA using any available and appropriate diluting methods.
[0021] In order to identify optimal flow conditions for the
microfluidic chips (10, 110) fluorescence based detection can
be conducted prior to cell detection. For this, after rinsing
away unbound molecules in the treated microfluidic chip,
stained blood is introduced into the chip and be left for incu-
bation on the chip for 15 minutes. A red blood cell-lysis buffer
can be flown through the flow chamber at 2 ul./min for 10
minutes to lyse red blood cells. Subsequently, PBS containing
1% BSA (w/v) is flown through the microfluidic chip at 2
pL/min for 15 minutes to rinse off unbound cells and quench
the lysis buffer. In order to accurately count the CD4 cells (the
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particle auto-fluorescence can lead to artificially high CD4
counts), cells can be counted under a microscope at high
resolution and the phase-contrast images can be compared to
fluorescence images obtained, to confirm the morphology of
the cell.

[0022] In order to determine the efficiency of the system
(100, 200) an estimation of the capture efficiency of the
system (100, 200) can be measured by estimating a ratio of the
captured cells in the flow chamber (11, 111) to a cell count
based on flow cytometric detection. The net count in the flow
chamber can be determined by subtracting non-specific bind-
ing from the whole count. The capture efficiency of the sys-
tem (100, 200) is then estimated based on the ratio of captured
CD3+CD4+ cells in the flow chamber to the count obtained
via flow cytometry. Flow cytometry data can be collected on
a Cyromics FC 500 system, for example, using any known
cytometry technique and/or protocol. In a sample experiment,
a correlation coefficient (CV) 0f 0.93 was obtained.

[0023] Because high flow rates will lead to the captured cell
shearing off while low flow rates will result in low signals, the
flow rate of the system can also be optimized to minimize
non-specific binding, so that the capture efficiency becomes
about 80% and the non-specific binding ranges from 3% to
15%. A flow rate of about 5 pl./min was found to minimize
non-specific binding. The capture efficiency can be verified
based on a control experiment, in which blood samples are
introduced into chips without antibody immobilized on their
surfaces. In such a sample experiment, it was observed that
over 70% CD4+ cells are captured on the trap surfaces. The
nonspecific binding of other CD3 T cells can thus be defined
as background noise. The net count in the flow chamber can
be determined by subtracting background from the whole
count.

[0024] Inoperation, the integrated system (100, 200) is first
assembled by closely attaching the microfluidic chip (10,
110), which could be a PDMS microchip, for example, to a
photodetector (12, 120), which could be a silicon photode-
tector with a 1000 ms gate time, for example, for maximum
optical collection. The attaching of the microfluidic chip to
the photodetector is done following the incubation of blood,
lysing and the rinsing steps. Prior to the chemiluminescence-
based detection, dark current can also be measured ensuring
that the background noise is negligible.

[0025] After the target CD4 blood cells are captured and
isolated through a combination of hydrodynamic effects and
antibody immobilization in the capture chamber of the
microfluidic chip, a mixture of hydrogen peroxide and lumi-
nolis injected into the microfluidic chip at a flow rate of about
5 uL/min. In the presence of a catalyst, which is conjugated on
the captured CD4 cell surface, the excess energy associated
with the reaction between hydrogen peroxide and luminol
oxygen is liberated as photons, visible as blue light (i.e.,
chemiluminescent emission). The emitted blue light can be
collected using the silicon photodiode (12, 120) (UV818, for
example) and converted to photocurrent using a source-meter
(13, 130). A transient signal can be collected over a period of
about 5 minutes until a large, stable negative signal is
observed (corresponding to the generation of stable light).
Since only captured CD3+CD4+ cells are labeled with IgG-
HRP, the measured current is proportional to the CD4 cell
counts.

[0026] FIG. 3 illustrates a graph of data obtained using the
integrated detection/counting systems as described in the
embodiments of FIGS. 1A and 1B. The graph shows the
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number of captured cells corresponding to the true cell counts
of the blood samples introduced into the chip. The correlation
coefficient between the assay and standard flow cytometry
was found to be 0.938. The coeflicient of variation was more
than 30% at high cell counts, which might be caused by cell
clumping at the high end. However, CD4 Lymphocyte counts
to below 200 cells/ul, were measured with acceptable accu-
racy, indicating that the diagnostic criterion for the separation
barrier between HIV and AIDS can be achieved with this
approach.

[0027] FIG. 4A illustrates a graph of transient current gen-
erated in a chemiluminescent detection system, and the real-
time collection of current signal obtained using the integrated
systems as described in the embodiments of FIGS. 1A and
1B. A stable negative signal is not developed until after 180
seconds (in the system, positive currents indicate noise). A
time-average value can be calculated as a true reading and
based on this statistical analysis, a quantitative current signal
can be extracted with a detection level of pico-Amperes (pA).
Considering that the signal at high count can reach to several
hundreds of pA, the system is able to offer a wide detection
range, even at very low count, for example, tens of cells.
Furthermore, the detection can be finished in several minutes,
which is much faster than manual counting of individual cells
under a microscope, for example.

[0028] FIG. 4B shows a photodetector reading in response
to different CD3+/CD4+ cell counts introduced into a microf-
luidic chip of a system as described in the embodiments of
FIGS. 1A and 1B. FIG. 4B shows a linear relationship
between measured photocurrent and cell counts, where a
higher current indicates a high cell count. In an exemplary
detection operation, the assay had a coefficient of variation
(CV) ranging from 18% to 38%. The high CV might have
been caused by the variation associated with the experimental
process. If current of 25 pA is taken as a cut-off data, the
device displays a sensitivity of approximately 100%, a speci-
ficity of approximately 100%.

[0029] Tt is therefore, apparent that there is provided, in
accordance with the present disclosure, systems, devices and
methods for chemiluminescence-based microfluidic cell
counting. In particular, the embodiments include an inte-
grated, portable system that can address accurate CD4 cap-
ture, isolation, and exclusion of monocyte contamination, and
rapid and automatic counting of CD4+ cells. The embodi-
ments also include further variations including the following
embodiments.

[0030] Various embodiments include a cell counter com-
prising a light-transparent trap incorporating an immobilizer
to capture target cells flowing therethrough, and a luminance
detector positioned adjacent the light-transparent trap to
detect light emitted by target cells immobilized by the trap.
The luminance detector generates an electrical signal corre-
sponding to a quantity of light from trapped target cells. The
cell counter can further include a processing device to convert
the electrical signal to a target cell count. The counter may be
provided with a kit having a stain and activator capable of,
upon application to target cells, causing light to be generated
selectively by the target cells such that when the trapped
target cells so stained are in the trap, the luminance detector
generates a signal.

[0031] Various embodiments include a portable system for
counting particles in a sample fluid. The system comprises a
flow chamber including a trapping mechanism configured to
capture and isolate target particles flowing therethrough, the
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trapping mechanism employing a hydrodynamic effect and
an antibody immobilizer to capture and isolate the target
particles, and a detecting device positioned adjacent the flow
chamber and configured to detect light emitted by the trapped
target particles. The detecting device is configured to generate
a signal based on the detected light. The portable system
further includes a processing device configured to convert
said signal to a target particle count. The trapping mechanism
can include a plurality of microfluidic channels with surface
augmentations or a plurality of micro-trap arrays to generate
said hydrodynamic effect. The system can further comprise a
staining mechanism configured to stain the trapped target
particles with incubated blood and an activating mechanism
configured to apply an activator on the trapped target particles
to generate emission of light from the trapped particles. The
activating mechanism can activate fluorescence and/or
chemiluminescence emission of light by the trapped target
particles.

[0032] Various embodiments include an integrated blood
cell counter comprising a microfluidic platform including a
light-transparent trap incorporating an immobilizer to capture
target blood cells flowing therethrough and a detecting sys-
tem positioned adjacent said microfluidic platform to detect
chemiluminescent light emitted by the captured target blood
cells, and to output a blood cell count based on the detected
light. The target blood cells can include CD4 blood cells. The
light transparent trap can include a plurality of micro-chan-
nels with surface augmentations and the immobilizer can
include an antibody or a surface antibody-antigen interaction.
[0033] Various embodiments include achemiluminescence
(CL) based detection method for counting blood cells, the
method comprising capturing target blood cells flowing
through an integrated microfluidic chip, the microfluidic chip
including a plurality of micro-channels and an immobilizer to
trap and isolate the target blood cells, generating chemilumi-
nescence light emission from the captured target blood cells,
detecting light emitted by the captured target blood cells,
generating an electrical signal based on a quantity of light
detected, and converting the electrical signal to a blood cell
count.

[0034] Various embodiments include a method of counting
particles in a sample fluid, the method comprising the step of
capturing target particles flowing through a microfluidic plat-
form, activating light emission by the captured target par-
ticles, detecting light emitted by the captured target particles,
and converting a quantity of light detected to a particle count.
The capturing of the target particles can employ a hydrody-
namic effect and an antibody immobilization. The hydrody-
namic effect can be achieved using a plurality of micro-trap
arrays incorporated in the microfluidic platform.

[0035] In various embodiments the sample fluid includes
blood and the target particles include CD4 blood cells. The
counting method can further include staining the captured
target particles before detecting the emitted light, and activat-
ing light emission by applying an activator on the captured
target particles to activate one of a fluorescence emission and
a chemiluminescence emission.

[0036] In various embodiments the activator includes
hydrogen peroxide and luminol. In some embodiments the
staining includes staining the captured target particles with
incubated blood when the captured particles include CD4
blood cells.

[0037] Various embodiments include a method corre-
sponding to the use of the above described devices and sys-
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tems for counting CD4 cells. The trap may be a microfluidic
channel having surface augmentation. The immobilization
may be provided using antibodies. Captured cells may be
coupled to CD3 antibody conjugated with either fluorophore
or horseradish peroxidase (HRP). The luminance detector
may include a silicon photodector. The staining may be done
by taking a sample of whole blood incubated with mouse,
anti-human CD3 antibodies (Invitrogen) in PBS containing
1% BSA followed by goat, anti-mouse [gG conjugated with
goat anti-mouse IgG conjugated with HRP. The staining step
may be done on cells trapped in the trap.

[0038] Additional embodiments of traps, mechanisms for
supplying fluid in a portable device, portable power sources,
display elements and other embodiments that can be incor-
porated in chemiluminescent-based devices, methods, and
system are described in U.S. patent application Ser. No.
12/594,176, filed Sep. 30,2009, which is hereby incorporated
by reference as if set forth in its entirety herein. For example,
the incorporated application describes devices and methods
for storing and delivering assay agents, pumps, control cit-
cuits, and other aspects that can readily be seen as applicable,
in view of the present disclosure, to realize alternative and
more detailed embodiments of a chemiluminescent-based
device, systems, and methods.

[0039] Many alternatives, modifications, and variations are
enabled by the present disclosure. Features of the disclosed
embodiments can be combined, rearranged, omitted, etc.
within the scope of the invention to produce additional
embodiments.

[0040] Furthermore, certain features of the disclosed
embodiments may sometimes be used to advantage without a
corresponding use of other features. Accordingly, Applicant
intends to embrace all such alternatives, modifications,
equivalents, and variations that are within the spirit and scope
of the present disclosure.

What is claimed is:

1. A portable system for counting particles in a sample
fluid, comprising:

a flow chamber including a trapping mechanism config-
ured to capture and isolate target particles flowing there-
through, the trapping mechanism employing a hydrody-
namic effect and an antibody immobilizer to capture and
isolate the target particles;

a detecting device positioned adjacent said flow chamber
and configured to detect light emitted by said trapped
target particles, the detecting device generating a signal
based on the detected light; and

a processing device configured to convert said signal to a
target particle count.

2. The system of claim 1, wherein the trapping mechanism
includes a plurality of microfluidic channels with surface
augmentations to generate said hydrodynamic effect or a
plurality of micro-trap arrays to generate said hydrodynamic
effect.

3. The system of claim 1, wherein the sample fluid includes
blood and the target particles include blood cells and the
antibody immobilizer includes a CD4+ antibody or the anti-
body immobilizer includes a surface antibody-antigen inter-
action.

4. The system of claim 1, further comprising a flow con-
troller configured to control a flow rate of trapped target
particles through the flow chamber at a predefined rate.

5. The system of claim 1, wherein the sample fluid includes
blood and the target particles include CD4 blood cells and
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wherein the CD4 blood cells are coupled to CD3 antibody
conjugated with one of a fluorophore and horseradish peroxi-
dase (HRP) to effectively control monocyte contamination or
the CD4 blood cells are coupled to CD3 antibody and a
secondary antibody conjugated with horseradish peroxide
(HRP) to effectively control monocyte contamination.

6. The system of claim 5, further comprising an activating
mechanism configured to apply an activator on the trapped
CD4 blood cells to generate emission of light from the
trapped CD4 blood cells, wherein the activator includes
hydrogen peroxide and luminol and wherein the blood is
incubated with mouse, anti-human CD3 antibodies in PBS
containing 1% BSA followed by goat, anti-mouse IgG con-
jugated with fluorophore to generate fluorescent light emis-
sion and wherein the blood is incubated with mouse, anti-
human CD3 antibodies in PBS containing 1% BSA followed
by goat, anti-mouse IgG conjugated with horseradish perox-
ide (HRP) to generate chemiluminescent light emission.

7. The system of claim 1, wherein the detecting device
includes a photodetector to detect chemiluminescent light
emitted by the target cells and the flow chamber further com-
prises sample fluid entry and exit ports and tubes, the system
further comprising a pump connected to establish sample
fluid flow through the tubes and the sample flow chamber.

8. An integrated blood cell counter comprising;

a microfluidic platform including a light-transparent trap
incorporating an immobilizer to capture target blood
cells flowing therethrough; and

a detecting system positioned adjacent said microfluidic
platform to detect light emitted by the captured target
blood cells, the detecting system including an enclosure
to block out all light and to output a blood cell count
based on the detected light so as to be capable of detect-
ing the auto-emission of light;

the detecting system including a photodetector configured
to generate an electrical signal based on the detected
light, and a processing device configured to convert said
electrical signal to a blood cell count.

9. The counter of claim 8, wherein the target blood cells

include CD4 blood cells.

10. The counter of claim 8, wherein the light transparent
trap includes a plurality of micro-channels with surface aug-
mentations and the immobilizer includes an antibody or the
immobilizer includes a surface antibody-antigen interaction.

11. The counter of claim 9, further comprising a stain and
activator device to stain the captured CD4 blood cells with
incubated blood and to apply an activator on the trapped CD4
blood cells to generate emission of light from the captured
CD4 blood cells, wherein the activator includes hydrogen
peroxide and luminol.
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12. The counter of claim 8, further comprising a flow
controller to control a flow rate of the target blood cells
through the microfluidic platform, wherein controlling the
flow rate effectively controls monocyte contamination.

13. A method of counting particles in a sample fluid, the
method comprising:

capturing target particles flowing through a microfluidic

device, the microfluidic device including a plurality of
micro-channels and an immobilizer to trap and isolate
the target blood cells;

activating chemiluminescent light emission by the cap-

tured target particles and simultaneously blocking any
sources of illumination from illuminating the target par-
ticles;

detecting light emitted by the captured target particles; and

converting a quantity of light detected to a particle count.

14. The method of claim 13, wherein the capturing of the
target particles employs a hydrodynamic effect and an anti-
body immobilization, wherein the hydrodynamic effect is
achieved using a plurality of micro-trap arrays incorporated
in the microfluidic platform and wherein the antibody immo-
bilization further includes a surface antibody-antigen inter-
action.

15. The method of claim 13, wherein the sample fluid
includes blood and the target particles include CD4 blood
cells.

16. The method of claim 13, further comprising staining
the captured target particles before detecting the emitted
light.

17. The method of claim 16, wherein activating light emis-
sion includes applying an activator on the captured target
particles to activate one of a fluorescence emission and a
chemiluminescence emission.

18. The method of claim 17, wherein the activator includes
hydrogen peroxide and luminol.

19. The method of claim 18, wherein staining includes
staining the captured target particles with incubated blood
when the captured particles include CD4 blood cells and
wherein when blood is incubated with mouse, anti-human
CD3 antibodies in PBS containing 1% BSA followed by goat,
anti-mouse 1gG conjugated with fluorophore, fluorescent
light emission is generated, and when blood is incubated with
mouse, anti-human CD3 antibodies in PBS containing 1%
BSA followed by goat, anti-mouse IgG conjugated with
horseradish peroxide (HRP), chemiluminescent light emis-
sion is generated.

20. The method of claim 30, further comprising regulating
monocyte contamination by one of controlling flow rate of the
target cells through the microfluidic platform and double
staining.
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