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(57) ABSTRACT 

Methods and apparatus for implementing micro?uidic 
analysis devices are provided. Amonolithic elastomer mem 
brane associated With an integrated pneumatic manifold 
alloWs the placement and actuation of dense arrays of a 
variety of ?uid control structures, such as structures for 
isolating, routing, merging, splitting, and storing volumes of 
?uid. The ?uid control structures can be used to implement 
a pathogen detection and analysis system including inte 
grated immunoa?inity capture and analysis, such as poly 
merase chain reaction (PCR) and capillary electrophoresis 
(CE) analysis. An analyte solution can be input into the 
device and pumped through a series of immunoa?inity 
capture matrices in microfabricated chambers having anti 
bodies targeted to the various classes of microbiological 
organisms such as bacteria, viruses and bacterial spores. The 
immunoa?inity chambers can capture, purify, and concen 
trate the target for further analysis steps. 
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METHODS AND APPARATUS FOR PATHOGEN 
DETECTION AND ANALYSIS 

STATEMENT REGARDING FEDERALLY 
SPONSORED RESEARCH 

[0001] The techniques and mechanisms of the present 
invention Were made With Government support under Con 
tract DEFG9lER6l 125 by the US Department of Energy, by 
NASA Grant No. NAG5-9659, and by NIH grants HG01399 
and P01 CA 77664. 

BACKGROUND OF THE INVENTION 

[0002] The present invention relates to pathogen detection 
and analysis. In one example, the present invention provides 
sample preparation, processing, detection, and analysis sys 
tems implemented using micro?uidic control structures. In 
another example, the present invention provides robuts 
techniques for making dense arrays of ?uidic control ele 
ments for high throughput analysis applications. 

[0003] Conventional mechanisms for micro?uidic analy 
sis are limited. Some available mechanisms include single 
channel separation devices and multiple channel separation 
devices. Others include analyZers that integrate some sample 
preparation and analysis steps. HoWever, many micro?uidic 
analysis devices that include ?uidic control capabilities are 
chemically or physically incompatible With many chemical 
or biochemical assays. In addition, many micro?uidic con 
trol elements are di?icult to fabricate in dense arrays because 
of limitations in the fabrication process, robustness, and/or 
design. Many conventional devices require constant actua 
tion to maintain ?uidic control. A micro?uidic device uti 
liZing such valves can not be removed from its control 
system Without losing control of the ?uidic contents of the 
device. In addition, many techniques and mechanisms for 
micro?uidic analysis furthermore lack sensitivitity, speci?c 
ity, or quantitative analysis capabilities. In particular, con 
ventional micro?uidic analysis mechanisms lack the func 
tionality and capabilities to e?iciently implement sample 
preparation for systems such as pathogen detectors and 
analyZers. 
[0004] It is therefore desirable to provide improved meth 
ods and apparatus for implementing micro?uidic control 
mechanisms such as valves, pumps, routers, reactors, etc. to 
alloW e?fective integration of sample introduction, prepara 
tion processing, and analysis capabilities in a micro?uidic 
device. In one example, it is desirable to provide micro?u 
idic devices having microfabrication e?iciencies that can be 
used to implement both single channel and array based 
systems that can be used as pathogen detectors and analyZers 
that provide feW false positives, high throughput and inex 
pensive continuous monitoring. 

SUMMARY OF THE INVENTION 

[0005] Methods and apparatus for implementing microf 
luidic analysis devices are provided. Amonolithic elastomer 
membrane associated With an integrated pneumatic mani 
fold alloWs the placement and actuation of dense arrays of 
a variety of ?uid control structures, such as structures for 
isolating, routing, merging, splitting, and storing volumes of 
?uid. The ?uid control structures can be used to implement 
a pathogen detection and analysis system including inte 
grated immunoaf?nity capture and analysis, such as poly 
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merase chain reaction (PCR) and capillary electrophoresis 
(CE) analysis. An analyte solution can be input into the 
device and pumped through a series of immunoa?inity 
capture matrices in microfabricated chambers having anti 
bodies targeted to the various classes of microbiological 
organisms such as bacteria, viruses and bacterial spores. The 
immunoa?inity chambers can capture, purify, and concen 
trate the target for further analysis steps. 

[0006] In one embodiment, a a pathogen detection system 
is provided. The system includes an immunocapture cham 
ber integrated on a micro?uidic device. The immunocapture 
chamber is operable to capture a target provided to the 
immunocapture chamber through a micro?uidic channel. 
The system also includes a DNA analysis mechanism asso 
ciated With the immunocapture chamber. The DNA analysis 
mechanism is integrated on the micro?uidic device. The 
DNA analysis mechanism is operable to perform DNA 
analysis on the target. 

[0007] In another embodiment, a pathogen detection sys 
tem on a monolithic device is provided. The system includes 
a plurality of immunocapture chambers integrated on the 
monolithic device. The immunocapture chambers are oper 
able to capture a target provided to the immunocapture 
chambers through micro?uidic channels. The system also 
includes a plurality of DNA analysis mechanisms associated 
With the immunocapture chambers. The plurality of DNA 
analysis mechanisms are integrated on the monolithic 
device. The plurality of DNA analysis mechanisms are 
operable to perform DNA analysis on the target. 

[0008] In another embodiment, a method for pathogen 
analysis is provided. A ?uid analyte is provided to a plurality 
of immunocapture chambers through micro?uidic channels 
integrated on a monolithic device. A target associated With 
the ?uid analyte is captured at the immunocapture chambers. 
DNA analysis is performed on the target using a plurality of 
DNA analysis mechanisms associated With the plurality of 
immunocapture chambers. The plurality of DNA analysis 
mechanisms are integrated on the monolithic device. 

[0009] These and other features and advantages of the 
present invention Will be presented in more detail in the 
folloWing speci?cation of the invention and the accompa 
nying ?gures, Which illustrate by Way of example the 
principles of the invention. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0010] The invention may best be understood by reference 
to the folloWing description taken in conjunction With the 
accompanying draWings, that illustrate speci?c embodi 
ments of the present invention. 

[0011] FIGS. 1A-1E are diagrammatic representations 
shoWing mechanisms on a micro?uidic device suitable for 
implementing the techniques of the present invention. 

[0012] FIG. 2 is a diagrammatic representation depicting 
a diaphragm pump. FIG. 3 is a plan vieW of a diagrammatic 
representation shoWing a ?uidic router. 

[0013] FIG. 4 is a plan vieW of a diagrammatic represen 
tation depicting a mixing loop. 

[0014] FIGS. 5A-5D are diagrammatic representations 
shoWing a ?uid reservoir. 
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[0015] FIG. 6 is a diagrammatic representation showing 
bus valves. 

[0016] FIG. 7 is a diagrammatic representation of a patho 
gen detection system. 

[0017] FIGS. 8 is a diagrammatic representation depicting 
immunoa?inity capture valve mechanisms. 

[0018] FIGS. 9 is a diagrammatic representation shoWing 
immunoa?inity capture valve mechanisms. 

[0019] FIG. 10A and 10B are diagrammatic representa 
tions shoWing capture and routing of analytes for immu 
noa?inity capture. 

[0020] FIG. 11 is a diagrammatic representation shoWing 
PCR and CE that can be integrated With immunoa?inity 
capture. 

[0021] FIG. 12 is a diagrammatic representation of a 
combined immunocapture and PCR chamber. 

[0022] FIG. 13A is a diagrammatic representation of a 
pathogen detection system. 

[0023] FIG. 13B is a diagrammatic representation shoW 
ing a microfabrication stages. 

[0024] FIG. 14 is a diagrammatic representation of a 
radial array of pathogen detection systems. 

DETAILED DESCRIPTION OF SPECIFIC 
EMBODIMENTS 

[0025] Reference Will noW be made in detail to some 
speci?c embodiments of the invention including the best 
modes contemplated by the inventors for carrying out the 
invention. Examples of these speci?c embodiments are 
illustrated in the accompanying draWings. While the inven 
tion is described in conjunction With these speci?c embodi 
ments, it Will be understood that it is not intended to limit the 
invention to the described embodiments. On the contrary, it 
is intended to cover alternatives, modi?cations, and equiva 
lents as may be included Within the spirit and scope of the 
invention as de?ned by the appended claims. For example, 
the techniques of the present invention Will be described in 
the context of glass micro?uidic devices, although other 
devices such as plastic devices could also be used. 

[0026] It should be noted that the ?uid control structures 
suitable for use in glass micro?uidic devices can be applied 
to a variety of micro?uidic devices. A pathogen detection 
system is a good example of one possible application that 
can bene?t from the use of ?uid control structures. In the 
folloWing description, numerous speci?c details are set forth 
in order to provide a thorough understanding of the present 
invention. The present invention may be practiced Without 
some or all of these speci?c details. In other instances, Well 
knoWn process operations have not been described in detail 
in order not to unnecessarily obscure the present invention. 

[0027] The ?eld of micro?uidic analysis technology has 
evolved rapidly from the earliest single channel separation 
devices. Some devices include multichannel separation 
devices for high throughput analysis and analyZers that 
integrate sine sample preparation and analysis on a single 
chip. Devices that combine both multichannel analysis and 
integrated sample preparation are capable of reducing the 
amount of resources and cost needed to perform a variety of 
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assays. An illustrative example may be found in the ?eld of 
genomics; integration of sequencing sample preparation, 
puri?cation, and electrophoretic analysis in a single device 
translates into decreases in assay time and cost and increased 
assay throughput e?iciency and robustness. In all cases, a 
high level of integration in a micro?uidic device requires a 
robust on chip mechanism for isolating, routing, merging, 
splitting, and storing volumes of ?uid. 

[0028] Some valve technologies for use in silicon, glass 
silicon, polymer, and elastomer micro?uidic devices have 
addressed these requirements in a limited manner. HoWever, 
many of these technologies are chemically or physically 
incompatible With many chemical or biochemical assays. 
Furthermore, many technologies lack the variety of robust 
surface modi?cation chemistries available for glass microf 
luidic devices. In addition, individual micro?uidic valves are 
typically fabricated With separate membranes normally held 
open. Having valves normally open requires constant actua 
tion to maintain ?uidic control. A micro?uidic device uti 
liZing such valves cannot be removed from a control system 
Without losing control of the ?uidic contents of the device. 
Furthermore, some typical devices use individually placed 
latex membranes. Individually placed pneumatically actu 
ated latex membranes haven been developed but this fabri 
cation method prevents large scale integration into multi 
channel, high throughput analysis devices. 

[0029] Other micro?uidic devices are fabricated using 
anodically bonded silicon and glass Wafers and actuated 
pieZoelectrically. HoWever, the electrical conductivity and 
chemical compatibility of silicon complicates use in ana 
lytical devices. Thin ?lms bonded to or deposited on silicon 
can only partially mitigate the electrical conductivity and 
chemical compatibility. 

[0030] Elastomer devices have also been demonstrated. 
HoWever, the hydrophobicity and porosity of elastomeric 
materials render elastomeric devices incompatible With 
many chemical and biochemical assays. It is thus desirable 
to minimize the ?uidic contact With elastomer surfaces. 
Complex fabrication, chemical compatibility, unreliable 
?uid manipulation and other problems have made existing 
?uidic manipulation technologies inadequate for integration 
into large-scale, high-throughput lab-on-a-chip devices. 

[0031] Consequently, the techniques and mechanisms of 
the present invention provide a monolithic membrane valve 
structure suitable for high density integration into microf 
luidic devices. A variety of ?uid control structures based on 
the monolithic membrane valve structures are also provided. 

[0032] A micro?uidic device having a monolithic mem 
brane is one example of a particularly suitable device for 
implementing a pathogen detection system on a chip. 
According to various embodiments, the pathogen detection 
system includes immunocapture and DNA analysis mecha 
nisms such as polymerase chain reaction (PCR), and capil 
lary electrophoresis (CE) mechanisms. In one example, the 
pathogen detection system can be implemented on a glass 
micro?uidic device having a variety of ?uidic control struc 
tures. 

[0033] FIGS. 1A-1E are diagrammatic representations of 
monolithic membrane valves that can be implemented on a 
glass micro?uidic device. FIG. 1A is a top vieW of a 
diagrammatic representation of a monolithic membrane 
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valve. FIG. 1B is a side vieW of a diagrammatic represen 
tation of a three-layer device having the valve. FIG. 1C is 
a side vieW of a diagrammatic representation of a four-layer 
devices having the valve. FIG. 1D is a side vieW of a 
diagrammatic representation of an open valve of a three 
layer device. FIG. IE is a side vieW of aidagrammatic 
representation of an open valve four-layer device. According 
to various embodiments shoWn in FIG. 1A and 1B, a 
three-layer glass micro?uidic device includes an elastomer 
membrane 111 sandWiched betWeen tWo glass Wafers 101 
and 105. In one example, the elastomer membrane is a 
polydimethysiloxane (PDMS) membrane available as 254 
um thick HT-6l35 and HT-6240 membranes from Bisco 
Silicons of Elk Grove, Ill. Other ?exible membranes can 
also be used. The elastomer membrane 111 makes a revers 
ible but strong bond betWeen the Wafers. 

[0034] A ?uidic channel 103 is etched in the Wafers prior 
to bonding and is used to carry ?uids. A manifold channel 
107 and a valve area 109 are similarly etched to carry air or 
other Working ?uid under pressure or vacuum to actuate the 
valves. Typically, the pneumatic channels 107 and 109 are 
located on one Wafer 105, herein referred to as the pneu 
matic Wafer, and the ?uidic channels are etched on the 
second Wafer 101, herein referred to as the ?uidic Wafer. 
These etched channel features can directly contact the 
membrane and form a hybrid glass/elastomer channel as 
shoWn in FIG. 1B. 

[0035] Alternatively, the membrane can be betWeen a 
thermally bonded all-glass ?uidic Wafer sandWich (XY) and 
the pneumatic Wafer 159 as shoWn in the four-layer device 
150 of FIG. 1C. Having an all glass channel alloWs a device 
to bene?t from the favorable physical and chemical prop 
erties of glass. Any layer having favorable physical and 
chemical properties is referred to as a chemically inactive 
layer. The chemically inactive layer can be used to fabri 
cated XY. In one example, the sandWich of 151 and 155 that 
constitutes XY is made of glass. 

[0036] An example of a four layer devices includes a 
?uidic Wafer 151 thermally bonded to a via Wafer 155. Via 
holes With small diameters are placed at the discontinuity in 
the ?uidic channel 153. The elastomer membrane 157 is 
a?ixed to the via Wafer 155 side of the ?uidic/via Wafer 
sandWich XZ. Valve de?ection chambers 161 are etched in 
the manifold Wafer 159 and bonded to the membrane 157, 
completing the 4-layer device 150. In this Way, ?uidic 
channel 153 retain san all-glass chemically favorable con 
?guration While alloWing implementation of the large-scale 
integrated ?uidic control structures. In some embodiments, 
the four layer device shoWn in FIG. 1C provides substantial 
bene?ts over a three layer device as it minimiZes contact 
betWeen a sample and an elastomer membrane. 

[0037] According to various embodiments, the various 
?uid control components Within the monolithic membrane 
device are actuated by applying pressure or vacuum to holes 
on the pneumatic Wafer. Any single membrane is referred to 
herein as a monolithic membrane. Any single device With a 
monolithic membrane is referred to herein as a monolithic 
device. Mechanisms for supplying pressure or vacuum to 
etched channels associated With a pneumatic Wafer are 
herein referred to as ports or pneumatic ports. In a three layer 
device, etched channels in the pneumatic Wafer distribute the 
actuation vacuum to valve region 109 of the elastomer 
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membrane 111. Vacuum applied via the manifold channel at 
valve area region 109 pulls the membrane aWay from the 
channel discontinuity, providing a path for ?uid ?oW across 
the discontinuity and thus opening the valve as shoWn in 
FIG. 1D. Valves that can be opened or closed using pneu 
matic pressure are herein referred to as sWitchable valves or 
pneumatically sWitchable valves. 

[0038] Applying pneumatic pressure includes either 
applying pressure or applying a vacuum. The membrane 157 
consequently can modulate the ?oW of ?uid in the adjacent 
?uid channel as shoWn in FIG. 1D. In FIG. ID, a vacuum 
is applied to valve area 109 through etched channels asso 
ciated With pneumatic Wafer 105 to open ?uidic channel 
103. When vacuum pressure or suction is no longer applied 
to valve area 109, the membrane 111 closes the ?uidic 
channel 103 as shoWn in FIG. 1B. FIG. 1E shoWs a four 
layer device. The four layer device includes a channel layer 
151, channel 153, via layer 155, membrane layer 157, and 
pneumatic layer 159. As noted above, the four layer device 
provides substantial bene?ts over a three layer device as it 
minimiZes contact betWeen a sample and an elastomer 
membrane in some cases to only a valve area 161. 

[0039] It should be noted that the structures shoWn can be 
oriented in any direction. In some examples, valves can be 
inverted on a device. A pneumatic layer can be above or 
beloW a ?uidic layer. The techniques of the present invention 
alloW a variety of orientations, as gravity does not adversely 
affect the membrane valves. 

[0040] The ?uidic control structures provide a variety of 
bene?ts. For example, the monolithic membrane valves are 
normally closed valves, meaning that the valves remain 
closed even When the device is disconnected from the 
actuation pressure source. Existing normally open microf 
luidic valves require constant actuation to maintain control 
of the ?uidic contents of the device. Furthermore, unlike 
shape memory alloy structures, both the closed and open 
temperatures of the valve structures are at ambient tempera 
ture, facilitating Work With aqueous biological ?uids. 

[0041] In many typical implementations, a number of 
interfaces betWeen the micro?uidic device are needed in 
order to manipulate various ?uidic control mechanisms. 
HoWever, according to various embodiments of the present 
invention, multiple regions of a membrane can be actuated 
in parallel by connecting their pneumatic control channels. 
In one example, a series of valves can be controlled using a 
single pneumatic port. Consequently, a signi?cant number of 
valves can be controlled using only a limited number of 
external interfaces or pneumatic ports. This simpli?es 
implementation and minimiZes problems interfacing With 
the device. According to various embodiments, controlling 
valves in this manner alloWs massively parallel pneumatic 
actuation of a monolithic membrane for operating valves, 
pumps, reservoirs, routers, and other ?uid control structures 
Within the device. 

[0042] The membrane valves can be used to form a variety 
of ?uidic control mechanisms. FIGS. 2A and 2B are dia 
grammatic representations of a pump formed using mem 
brane valves. According to various embodiments shoWn in 
FIGS. 2A and 2B, three valves placed in series form a 
diaphragm pump 210. Pumping is achieved by actuating the 
valves according to a ?ve step cycle. FIG. 2A shoWs a top 
vieW of a three-layer monolithic membrane diaphragm 
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pump. FIG. 2B shows a side vieW of the three-layer mono 
lithic membrane diaphragm pump. The diaphragm pump 
includes an input valve 201, a diaphragm valve 203, and an 
output valve 205. It should be noted that the diaphragm 
pump can operate in either direction and the designations of 
the input valve and output valve are arbitrary. The pump 
includes a ?uidic layer 209 having etched ?uidic channels 
211, a monolithic membrane 207, and a manifold layer 213. 
The air tight nature of the valves makes the pumps self 
priming and capable of pumping air in addition to other 
gases and ?uids. 

[0043] According to various embodiments, pumping can 
be performed in a series of stages. In a ?rst stage, output 
valve 205 is closed and an input valve 201 is opened. In a 
second stage, a diaphragm valve 203 is opened. In a third 
stage, the input valve 201 is closed. In a fourth stage, the 
output valve 205 is opened. In a ?fth stage, the diaphragm 
valve 203 is closed, pumping analyte ?uid through the open 
output valve 205. 

[0044] The volume pumped per cycle is determined by the 
volume contained Within the open diaphragm valve, a vol 
ume that, in turn, determined by the siZe of the pneumatic 
chamber in the diaphragm valve. Therefore, pumps designed 
for metering knoWn nanoliter to microliter scale volumes of 
?uid can be fabricated by modulating the siZe of the dia 
phragm valve pneumatic chamber. The diaphragm pumps 
are self-priming and can pump ?uids forWard or backWard 
by reversing the actuation cycle. It should also be noted that 
the valve seat Where the membrane contacts the glass sealing 
surface may be etched to have ridges or other surface 
modi?cations to control the adhesion of the membrane to the 
glass surface. 

[0045] Monolithic valves can also be used to form routers, 
mergers, and splitters. It should be noted that although the 
folloWing structures Will be described in the context of three 
layer structures, the structures can also be implemented 
using four or more layers. FIG. 3 is a diagrammatic repre 
sentation of a router 300. The router includes valves 301, 
303, 305, and 317; pneumatic channels 331, 333, 335, 337, 
and 339; ?uidic channels 321, 323, 325, and 327; and a 
diaphragm valve 309. The router pumps ?uid from any input 
to any output depending upon Which of the input/output 
valves are actuated at What point during the pumping cycle. 
Actuating tWo or more input valves simultaneously merges 
several different ?uid streams into one stream at the output 
valve. Conversely, actuating tWo or more output valves 
simultaneously splits a single ?uid stream into several 
different streams at the output valves. 

[0046] For example, to route ?uid from channel 327 to 
channel 321, valves 301 and 305 are held closed. Valves 317, 
309, and 303 can then be used as a pump as noted above. The 
router includes functionality to merge and split ?uid chan 
nels. To merge ?uid from channels 325 and 327 into channel 
323, valve 303 is held closed. To split ?uid from channel 321 
to channels 323 and 327, valve 301 is held closed. In yet 
another example, to route a ?uid introduced through channel 
327 to channel 325, valves 303 and 305 are held closed. 
Valves 317 and 301 can be opened to alloW ?oW of a ?uid 
through channel 327 to channel 325. A variety of arrange 
ments are possible. 

[0047] Amixing loop can also be formed using monolithic 
valves. In one example, mixing can be performed by moving 
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a ?uid betWeen tWo areas of a device. Mixing can be used 
for performing all types of on-chip operations. FIG. 4 is a 
diagrammatic representation of a mixing loop 400. The 
mixing loop or mixer includes valves 401, 403, and 405; 
?uidic channels 411, 413, and 415; and pneumatic channels 
421, 423, and 425. Additional valved channels connect to the 
loop and provide ?uidic access to or from the mixer. TWo or 
more volumes of ?uids can be admitted into the mixer loop 
through channels 413 and 415 and pumped, as noted above, 
in a circle until the ?uids are mixed by diffusion. The 
mixture can then be pumped out of the mixer loop. Mixing 
can also be accomplished by moving a ?uid back and forth 
betWeen tWo reservoirs. 

[0048] FIGS. 5A-5C are diagrammatic representations of 
a reservoir 500. FIG. 5A is a top vieW of a reservoir With an 
etched displacement chamber. FIG. 5B is a side vieW of the 
reservoir. FIG. 5C is a side vieW shoWing a ?lled reservoir. 
FIG. 5D is a side vieW of a large-volume reservoir With 
drilled displacement chamber and pump for autonomous 
?lling/ dispensing. The reservoir is included on a pneumatic 
Wafer 513 sandWiching a membrane 505 With a ?uidic Wafer 
511. The reservoir can be ?lled or emptied through channel 
501. According to various embodiments, an open monolithic 
membrane valve in valve area 503 functions as a reservoir 
for on chip ?uid storage. The siZe of the chamber in the 
pneumatic Wafer 513 determines the volume of ?uid stored 
inside the reservoir; applying vacuum ?lls the reservoir and 
applying pressure empties it. 

[0049] According to various embodiments, reservoirs for 
storing large volumes of ?uid can be fabricated by replacing 
the etched pneumatic chamber With a drilled hole and 
applying actuation pressure or vacuum directly to the hole. 
Alternately, a reservoir Without a direct pneumatic connec 
tion can be fabricated by connecting the reservoir to a 
diaphragm pump. FIG. 5D shoWs a reservoir 503 connected 
to a pump. The reservoir is ?lled or emptied depending upon 
the direction of pumping and has the advantage of variable 
volume. In one example, pumps such as valves 531, 533, and 
535 and be used to ?ll or dispense ?uid for reservoir 503. 

[0050] Amonolithic membrane reservoir With one or more 
?uidic inputs functions as an on-chip reactor. Like the 
reservoir, the reactor can draW in reactants and expel prod 
ucts directly by using direct pressure or vacuum applied 
through the pneumatic manifold Wafer. Alternatively, the 
reactor can draW in reactants and expel products indirectly 
using an integrated pump, mixer, and/or router structures. 
According to various embodiments, since the volume of the 
reactor is de?ned by the siZe of the chamber 503 in the 
pneumatic Wafer, reactors With arbitrary volumes can be 
included at any point on a device Without drastically chang 
ing the layout of structures in the ?uidic Wafer. Also, the 
reactor can be partially ?lled as necessary for on chip 
reactions that involve a variable volume of reactants. 

[0051] Most elastomer membranes are gas permeable, and 
this property has thus far been used to simplify ?uidic ?lling 
of all elastomer devices. 

[0052] According to various embodiments, the gas per 
meability of the membrane can eliminate bubbles and air 
pockets. When applying an actuating vacuum to a mono 
lithic membrane reactor, or other ?uidic structure, bubbles 
can be eliminated from reactions that produce gas. For 
example, the gas permeable membrane can reduce bubbles 
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that can form during on chip thermal cycling of PCR 
reactants that could result in loss of containment of the 
reaction mixture. 

[0053] A complex micro?uidic device may include several 
independent modules connected to a ?uidic bus. In one 
example, it may be useful to provide an analyte ?uid to 
multiple different ?uidic channels. In another example, a 
variety of reagents can be available for introduction into a 
micro?uidic device. FIG. 6 is a diagrammatic representation 
of a bus valve 600 that can be used to distribute an analyte 
?uid. The bus valve valve 600 includes valves 601, 603, 605, 
and 607 that are designed to route ?uids from a ?uidic bus 
channel 611 to ?uidic channels 621, 623, 625, and 627. 
Pneumatic channels 631, 633, 635, and 637 manage the 
valves for controlling distribution of the ?uid. Typical bus 
valve implementations have dead volume on the bus side. 
Dead volume makes it di?icult to rinse the bus completely 
betWeen ?uid routing operations. According to various 
embodiments, the techniques of the present invention pro 
vide bus valves With little or no dead volume on the bus side. 
This alloWs the bus to be rinsed completely betWeen ?uid 
routing operations and prevents mixing or cross contamina 
tion between different ?uids during device operation. 

[0054] The micro?uidic device mechanisms can be fabri 
cated using a variety of technologies. According to various 
embodiments, channel features are etched into glass Wafers, 
for example, using standard Wet chemical etching. Glass 
Wafers (1.1 mm thick, 100 mm diameter) are piranha 
cleaned (20:1) and coated With a sacri?cial (200 nm) poly 
silicon etch mask layer using an LPCVD furnace or sput 
tering system. Boro?oat glass Wafers or Schott D263 boro 
silicate glass Wafers are used for devices With the three-layer 
or four-layer design. After polysilicon deposition, the Wafers 
are spin-coated With positive photoresist, soft-baked, and 
patterned using a contact aligner. UV-exposed regions of 
photoresist are removed in Microposit developer. The 
exposed regions of polysilicon are removed by etching in 
SE6 plasma. The Wafers are etched isotropically at 7 um/min 
in HF solution (49% HF for the Boro?oat Wafers and 1:1:2 
HF:HCI:H2O for the D263 Wafers) until the desired etch 
depth is reached. 

[0055] According to various embodiments, the ?uidic 
channel Wafers are etched 20 um deep for the three-layer 
devices and 40 um deep for the four-layer devices. The 
manifold Wafers are etched 70 um deep for the three-layer 
devices and drilled at valve locations for the four-layer 
devices. The remaining photoresist and polysilicon is then 
stripped from the Wafers using PRS-3000 and SF plasma, 
respectively. Access holes through the ?uidic and manifold 
Wafers are drilled and the Wafers are again piranha cleaned. 

[0056] In some examples, devices utiliZing the three-layer 
design are assembled by applying a PDMS membrane (254 
um thick HT-6135 and HT-6240, Bisco Silicones, Elk 
Grove, Ill.) over the etched features in the ?uidic channel 
Wafer and pressing the manifold hybrid glass-PDMS ?uidic 
channels With valves located Wherever a drilled or etched 
displacement chamber on the manifold Was oriented directly 
across the PDMS membrane from a valve seat. Devices 
utiliZing the four-layer design are assembled by ?rst ther 
mally bonding the ?uidic channel Wafer to a 210 um thick 
D263 via Wafer With pairs of 254 um diameter drilled via 
holes positioned to correspond to the locations of channel 
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gaps. The ?uidic channel and via Wafers are bonded by 
heating at 570 C. for 3.5 h in a vacuum furnace (J . M. Ney, 
Yucaipa, Calif.). The resulting tWo-layer structure contain 
ing all-glass channels is then bonded to the PDMS mem 
brane and the manifold Wafer. The glass-PDMS bonds 
formed in this manner are reversible but still strong enough 
to survive the range of vacuum and pressures exerted on the 
device. Optionally, an irreversible glass-PDMS bond are 
obtained by cleaning the manifold Wafer and PDMS mem 
brane in a UV oZone cleaner (Jelight Company Inc., Irvine, 
Calif.) prior to assembly. 

[0057] The micro?uidic device mechanisms described 
above can be used to implement a variety of devices. The 
features including valves and pumps can be ?exibly 
arranged to provide multi-channel lab-on-a-chip instruments 
that are able to integrate sample preparation and analysis 
steps into a single device. The micro?uidic platform is 
particularly Well-suited as one device capable of implement 
ing an integrated pathogen detection system. 

[0058] Conventional rapid pathogen detection systems use 
detection employing either Enzyme Linked Immunosorbent 
Assays (ELISA) or Fluorescence Immunoassays (FIA). 
Typically, detection involves the immobilization of an ana 
lyte speci?c antibody, incubation With the sample solution, 
and recognition With a sandWich antibody linked to an 
enZyme or ?uorophore folloWed by development and detec 
tion. Immuno?uorescence detection assays have also been 
used. HoWever, detection limits associated With each of 
these assays are relatively restrictive. 

[0059] The use of various formats of PCR based genetic 
detection and typing is also popular because of its high 
speci?city and gain. HoWever, even though DNAbased PCR 
approaches are poWerful, they Will respond positively to 
both viable and nonviable pathogens, potentially producing 
false positives. Detection of RNA targets may be thus 
preferred because its rapid degradation means that live 
targets are required for detection. 

[0060] A variety of alternative detection methods have 
also been proposed. Mass spectrometry methods have been 
developed to detect pathogens, spores, and other bioagents, 
by detection of neutral lipids, polar lipids and spore speci?c 
biomarkers. HoWever, though. the speed, throughput and 
portability of the mass spectrometry approach is not obvious 
and the speci?city is unproven. 

[0061] The detection of spores, for example anthrax, from 
soil, air, etc. is challenging because it is highly infective (an 
inhaled dose of 10,000 spores can be achieved in 10 minutes 
at 10 spores/L). The most advanced detection concept uses 
real time detection of PCR products performed in a silicon 
microreactor With thin ?lm heaters and integral ?uorescence 
excitation and detection. This system has subsequently been 
extended to a ten channel Advanced Nucleic Acid AnalyZer 
(ANAA) as Well as a portable version. Versions of this 
system are also being developed for the military and for the 
Post O?ice. A GeneXpert sample preparation system With 
integrated (multimicroliter) sample processing for real time 
PCR analysis is also being developed. 

[0062] The development of portable analyZers that can 
rapidly perform automated and complex up front chemistries 
and quantitate pathogen concentrations and antibiotic resis 
tance Would be a major step forWard. Similarly the ability to 
















