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CELLECTRICON AB, Civil Action No. CV11-03009 EDL
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V. NO. 5,376,252
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Defendant. DEMAND FOR JURY TRIAL
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Plaintiff Cellectricon AB (“Cellectricon™), pursuant to severing Order (Doc. No. 151} and
Joint Stipulation (Doc. No. 152) in case no. 5:09-cv-03150-RMW, brings this action for patent
infringement against Defendant, Fluxion Biosciences, Inc. (“Fluxion™), and alleges as follows:

PARTIES

L. Cellectricon is organized as an Aktiebolag (i.e., corporation) under the laws of
Sweden and has a principal place of business in Mdélndal, Sweden. |

2. Cellectricon develops and markets microfluid assay tools, real time cell-based
screening devices, for increased productivity and high precision for applications in the fields of
biotechnology, biomedical research and drug discovery.

3. On information and belief, Fluxion i1s a corporation organized and existing under

the laws of the State of Delaware and has a principal place of business in South San Francisco,

California.
JURISDICTION
4, This is an action for patent infringement arising under the Patent Laws of the
United States, 35 U.S.C. §1 ef seq.
5. This Court has jurisdiction over the subject matter of these claims under 28 U.S.C.

§§ 1331 and 1338(a).
6. Venue is proper in this judicial district under 28 U.S.C. §§ 1391(b), 1391(c), and
1400(b).
INTRADISTRICT ASSIGNMENT

7. This case is related to, and has been severed from, case no. 5:09-cv—03150-RMW,
currently before the Honorable Ronald M. Whyte in the San Jose Division. Although this action is
an Intellectual Property Action which, as specified in Civil L.R. 3-2(c) would normally to be
assigned on a district-wide basis, it is to be assigned to Judge Whyte in San Jose.

CLAIM FOR RELIEF

(Infringement of U.S. Patent No. 5,376,252)
8.  Plaintiff realleges and incorporates herein by reference the allegations set forth in

paragraphs 1-7 above.

2 COMPLAINT FOR PATENT INFRINGEMENT,
AND DEMAND FOR JURY TRIAL
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9. United States Patent No. 5,376,252 (“the ‘252 Patent”) is titled “Microfluidic
Structure And Process For Its Manufacture.” The 252 Patent was duly and legally issued on-
December 27, 1994 and claiins priority to a Swedish patent applicatioﬁ filed on May 10, 1990.
The 252 Patent is valid, subsisting, and enforceable. A copy of the ‘252 Patent is attached hereto
as Exhibit 1.

10.  Cellectricon is the owner of the ‘252 Patent.

11. On information and belief, Fluxion manufactures, sell_s, offers to sell, and/or uses in
the United States consumable “plates™ for its “BioFlux” and “lonFlux” instruments, which
infringe one or more claims of the 252 Patent in violation of one or more of the provisions of 35
U.S.C. §271.

12. On information and belief, Fluxion’s sale of “BioFlux” and “TonFlux” instruments
contributes to and/or induces infringement of one or more claims of the ‘252 Patent in violation of
one or more of the provisions of 35 U.S.C. § 271.

13.  On information and belief, Fluxion will continue to infringe the ‘252 Patent unless
enjoined by this Court.
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PRAYER FOR RELIEF

WHEREFORE, Plaintiff requests judgment against Fluxion and respectfully pray that this
Court enter orders:

(a) Finding that Fluxion has infringed and is infringing the ‘252 Patent;

(b) Enjoining Fluxion, its agents, servants, employees and attorneys, and all those in
active participation or privity with any of them, from infringing United States Patent No.
5,376,252;

(c) Awarding compensatory damages to Plaintiff pursuant to 35 U.S.C. § 284;

(d) Awarding Plaintiff pre-judgment and post-judgment interest on the damages
awarded; and

(e Granting Plaintiff such other and further relief as it is entitled to as a matter of law

or that the Court deems just and proper.

Respectfully submitted, / / A/\f %
Dated: June 17, 2011 " |

Neil A. Smith (Cal. Bar No. 63777)
ROPERS, MAJESKI, KOHN, & BENTLEY P.C.

David G. Conlin (Pro Hac Vice)

George W. Neuner (Pro Hae Vice)

Brian M. Gaff (Cal. Bar No. 202896)

EDWARDS ANGELL PALMER & DODGE LLP

Attorneys for Plaintiff Cellectricon AB

Civil Action No: CV11-03009-EDL 4 COMPLAINT FOR PATENT INFRINGEMENT,
RC1/6044303.1/KM3 AND DEMAND FOR JURY TRIAL
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DEMAND FOR JURY TRIAL .

Pursuant to Federal Rule of Civil Procedure 38, Plaintiff demands a trial by jury on all

issues so triable.

Respectfully submitted, { / é/\M #
Dated: June 17,2011

Neil A. Smith (Cal. Bar No. 63777)
ROPERS, MAJESKI, KON, &BENTLEYP C.

David G. Conlin (Pro Hac Vice)

George W. Neuner (Pro Hac Vice)

Brian M. Gaff (Cal. Bar No. 202896) -
EDWARDS ANGELL PALMER & DODGE LLP

Attorneys for Plaintiff Cellectricon AB

BOS2_867095.1

3 COMPLAINT FOR PATENT INFRINGEMENT,
AND DEMAND FOR JURY TRIAL
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EXHIBIT 1




Case3:11-cv-03009-EDL Documentl Filed06/17/11 Page7 of 22

A A

. US005376252A
United States Patent pg (111 Patent Number: 5,376,252
Ekstrim et al. (45s; Date of Patent: Dec, 27, 1994
[54] MICROFLUIDIC STRUCTURE AND 4935040 6/1990 Goedert -.wurreeeenecnn 210/198.3 X
PROCESS FOR ITS MANUFACTURE 5,116,495 5/1992 Prohaska ......ieeeecnies 210/198.2
[75] laventors: Bifca Estrits; Gunilla Jacobso 5,165,292 1171992 Probaska .o 210/198.2 X
nventors: Bjom m; Gunilla Jacobson;
Ove Ohman; Hakar Sjidin, all of FOREIGN PATENT DOCUMENTS
Upsala, Sweden 0010456 10/1979 European Fat Off, .
. - A 0107631. 971985 Furopesn Pat O .
[73] Assignee: sI bar ed"‘m Biosensor AR, Upsala, 0347579 5/1989 Enropean Pat. O .
weden 376611 7/1990 European Pat. Off. ... 204/299 R
[21] Appl. No.: 946,332 64329161 8/1991 Japam .......cerceinens 204/299 R
[22] Filed: Nov. 10, 1992 Primary Examiner—John Niebling
[30] " Foreign Application Priority Data Assistant Examiner—John 8. Starsiak, Jr.
May 10, 1990 [SE]  SWeQED wuoureerreesmustnerraenrenss F001699.9 E?;] cuid ABSTRACE
] . e microfluidic structnre comprises first and second
[51] Int. CLF s G%ﬁﬁ%éf%ﬂ%tﬁ[?{s% substantizlly planar form-stable base layers and an inter-
[52] US. Cl womeorrerorseren. 204/299 R; 204/180,1; ~ ediate spacing layer of elastic material, said spacing
13/33.39: T3/61.5% 210/198.2; 210 /656 layer being recessed to define a microcavity or channel
[58] Field of Search ..... '_ ____________ 2 ,101198.2 1’98-3 658 system with at least one of said first and second base
210/656; 73/61.53, 23.39; 204/299 R, 180,1  lavers. The structureis produced by moulding the spac-
. ing layer, optionally applied to or integral with a first
[56] References Cited base layer, against a planar mould, and the microcavity

U.S. PATENT DOCUMENTS

3,449,938 6/1969 Giddings . 210/198.2 X
3,503,712 3/1970 Sussman .
3,538,744 1171970 Karasek ..
4,900,663 271990 WHE £t AL coomorvoereeceseee e 43577

or channel system is completed by applying a second
base layer, and optionally said first base layer, to the
spacing layer.

30 Claims, 5 Drawing Sheets
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U.S. Patent Dec. 27, 1994 Sheet 1 of 5 5,376,252
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U.S. Patent Dec. 27, 1994 Sheet 2 of 5 5,376,252
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1

MICROFLUIDIC STRUCTURE AND PROCESS
FOR TTS MANUFACTURE

FIELD OF THE INVENTION

The present invention relates to an improved microfl-
uidic structure which may find use in various fields of
application such as various electrophoretic procedures,
capillary chromatopraphy, liquid distribution systems
and the like, as well as to a process for the manufacture
thereof.

BACKGROUND OF THE INVENTION

A recent development of electrophoretic technigue is
capillary electrophoresic As with conventional meth-
ods of electrophoresis charged molecules may be iso-
lated and determined in ar electric field based npon
their relative mobilities. A capillary electrophoretic
system basically consists of a fused silica capillary hav-
ing an inner diameter of approximately 25 fo 100 mi-
crons and which connects two reservoirs filled with a
buffer. Separation takes place in the buffer-filled capil-
lary and substances may be detected by UV absorbance
or emitted fluorescence by means of a concentrated
transverse beam of light passing throngh the capillary.

In relation to conventional gel electrophoresis the use
of a capillary system permits 2 considerably higher
electric field strength due to reduced generation of heat
and an improved cooling effect (reduced ratio of cross-
sectional to circumferential area). This results in very
fast separations with extremely high resolution.

Drzwn glass capillary tubes have, however, several
disadvantages. Among those may be mentioned the
difficulty of providing branched systems as well as the
difficulty of creating areas having particular surface
characteristics. It is also relatively difficult to manufac-
ture extremely small bore glass tobes. Purther, glass
capillaries are also unsuitable for parallel channel analy-
ses and only small volumes can therefore be separated,
separations for preparative purposes thereby being im-
practical.

To overcome these disadvantages planar structures
have been developed in which a number of trenches or
channels are fabricated in parallel. Typically, such a
planar structure is produced by etching trenches in a
semiconductor substrate, such as a silicon wafer, and
then covering the eiched surface by a cover plate to
complete the elecirophoretic channels, Such structures
are, however, rather expensive to produce. Further,
since the materials used are rigid and haxd, it is difficult
to provide an adequaie sealing between the top edges of
the etched trenches and the cover plate. As the etched
substrate is most often 2 semiconductor, the material per
se {s unsuitable for electrophoretic applications and the
channel side-walls must therefore be provided with an
insplating surface layer, such as by oxidation or by
coating with some other material.

SUMMARY OF THE INVENTION

An object of the present invention i to provide 2
microfluidic structure suitable for capillary electropho-
resis and which is devoid of the above disadvantages
and thuos is relatively cheap to produce, optionally per-
mitting a disposable type product, may provide
branched flow channels, may exhibit local surface char-
acteristics, and provides great freedom in choice of

5,376,252
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2
material, e.g. as regards surface, optical and electric
properties.

Another object of the present invention is to provide

‘a microfluidic structure which, in additien to capillary

electrophoresis, is snitable for other applications such as
capillary chromatography, procedures using micro re-
action cavities, miniaturized liguid communication units
etc,

Stifl another object of the present invention is to
provide a microfluidic structure in the form of a multi-
storey construetion having channels or cavities in sev-
eral planes to thereby permit the build-up of complex
channel or cavity geometries for analyses or reactions.

Another object of the present invertion is to provide
a microfluidic structure which permits easy detection of
substances in the flow system. '

A forther object of the present invention is to provide
a process for the manufacture of the above microfividic
structure.

Thus, in one aspect the present invention relates to 2
microfluidic structure comprising first and second sub-
staniially planar base layers of a form-stable material,
and an intermediate spacing layer of elastic material,
said spacing layer being recessed to define a micro cav-
ity or channel system with at least one of said first and
second base layers.

In another aspect the present invention provides a
process for the manufacture of such a microfluidic
structure, which process compnses the steps of provid-
ing a mould having a planar face with a relief pattern
corresponding to the desired spacing layer geometry,
including said liquid flow system, applying and ruould-
ing a spacing layer material against the mould surface,
optionally together or integral with a superposed first
base layer, removing the mould from the shaped spac-
ing layer, applying a second base layer to the shaped
surface of the spacing layer to complete the liquid flow
system therewith, and, if not done previously, applying
said first base layer to the opposite surface of the spac-
ing layer. '

BRIEF DESCRIPTION OF THE DRAWINGS

The above objects, features and advantages will be
apparent from the following description and the ap-
pended claims, taken in conjunction with the accompa-
nying drawings, in which:

FIG. 1is a plan view of an embodiment of a capillary
electrophoretic plate according to the present inven-
tion;

FIG. 2 is a plan view of one of the base layers of the
stmecture in FIG. 1 including detector and electric
contact means;

FIG. 3 is a plan view of the other base layer of the
structure in FIG. 1 supporting a spacing layer defining
an upwardly open liquid channel;

FIG. 4 is a partial cross-sectional view of the struc-
tare in FIG. 1;

FIG. § is another embodiment of capillary electro-
phoretic plate according to the present invention;

FIG. 6 is a schematic fflustration of the mannfacture
of a number of base layer/spacing layer assemblies cor-
responding to that in FIG. 3;

FIG..7A is a schematic cross-sectional view of a
sandwich structure comprising thres superposed spac-
ing layers with intermediate base layers, and FIG. TB is

.2 cross-sectional view of one base layer/spacing layer

assembly used to build up the sandwich structure;

v

Complaint Exhibit 1
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FIG. 8 is a partial cross-sectional view of z structure
comprising integral spacing and base layers;

FIG. 9 i3 a partial cross-sectional view of the struc-
ture shown in FIG. 8 placed in a clamping means;

FIG. 10 is a schematic view of another embodiment 3
of base layer including an ion exchanger strip; and

FIG. 11 is a diagram showing the result of an electro-
phoretic procedure performed with a capiilary electro-
phoretic plate of the invention.

DETAILED DESCRIPTION OF THE
INVENTION

In its simplest form the microfluidic structure accord-
ing to the present invention comprises two base layers
between which an elastic spacing material, which is
firmly attached to at least one of tha base layers, forns
a geometric micro structure defining the desired liquid
flow system, e.g. one or mote cavities or a labyrinth-like |
channel.

For the provision of the liquid fiow system the spac-
ing layer may be recessed throngh a part or the whole
thickness thereof. In the first case the spacing layer
forms the side walls and one of the top and bottom walls
of each cavity or channel, one of the base layers form-
ing the other of the top and bottom walls, whereas in
the latter case the base layers form the top and boitom
walls and the spacing layer forms the side watls. Due to
the elasticity of the spacing layer adequate sealing
thereof to the respective base layer(s) is obtained.

In a development thereof the structure of the inven-
tion includes of a “mniti story” sandwich siructure
having two or more spacing layers separated by base
layers, the liquid flow systems in adjacent spacing lay-
ers communicating by apertures or bores in the interme-
diate base layers. In this way e.g. complex flow channe]
systems may be formed. Such a multi story structure
may be formed by piling several base layer/spacing
layer assemblies on top of each other.

The base layers should be form-stable, which term,
however, herein is to be understood in a relatively
brozd sense as will be forther elucidated below. There-
fore, not only non-elastic materials but alse moderately
clastomeric materjals may be contemplated as will
readily be appreciated when considering the below
stated purpose of and requirements on the base layers.
Thus, the purpose of the base layers is, on one hand, to
support the spacing layer as well as to form part of the
channel or cavity walls, and on the other hand to main-
tain and ensure the dimensions of the structure in the
XY-plane thereof; the X'Y-plane is that of the base layer
plane extension, and Z is the direction perpendicular
thereto. Form-stable therefore refers to a materjal that
will give only small and well defined dimensional
changes under conditions dictated by the particular
application. The base layer surface should have a good
surface smoothness to ensure efficient sealing' under
moderate pressures. This may be implemented, for ex-
ample, by the base layer being stiff or by using a flexible
film placed on a planar and possibly elastic surface. As
suitable materials for the base layer, which may be in
plate, sheet, foil or film form, may be mentioned glass,
metal or plastic, snch as polyester, polyethylene iere-
phthalate, e.g. Mylar, fluoroplastic, e.g. Hostaflon. The
above mentioned apertures in the base layer, necessary 65
for e.g. sandwich applications, may be accomplished by
high precision techniques such as laser drilling or nu-
merically controlled precision machinery.

10
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As mentioned above the purpose of the spacing layer
is to build up the side walls of the channels or cavities
and provide for the desired elasticity in the Z-direction,

i.e. perpendicularly to the plane extension. The material

should thus be elastic, i.e. preferably be a yubber or an
elastomer. An example of a suitable type of material is
silicone rubber. Other specific examples are EPDM
rubber and Hostaflon. Depending upon the method
used for the manufacture of the base layer/spacing layer
assembly, which will be described in more detail below,
the spacing layer material should also have satisfactory
properties 2s a moulding material, such as low viscosity
and form shrinkage, a suitable curing or hardening prin-
ciple, e.g. UV-light or other radiation, temperature, eic,
as well ay a suitable hardness to provide for efficient
sealing. The above properties makes it possible to trans-
fer and multiply with great accuracy the exact geome-
try from precision-made moulds or dies to cheap poly-
meric materials. Such high precision moulds or dies
may, for example, advantagecusly be fabricated by
etching in single crystal materials, as will be described
below. As mentioned previously, the elastic or resilient
properties of the spacing layer or layers permit a very
good sealing between base and spacing layers, or be-
tween adjacent spacing layers, to be obtained. The spac-
ing layer (when stabilized) should preferably also have
surface properties providing for suitable surface charac-
teristics when joined to a base layer and defining a
cavity or channel therewith, e.g. hydrophobic-hydro-
phobic interaction for applications involving aqueous
solutions.

Concerning the basic structure of the invention in-
cluding two base layers and an intermediate spacing
Jayer, it is readily realized, however, that there are
materials that will satisfy at the same time the require-
ments on both the base layer and the spacing layer. The
spacing layer and one or both of the base layers may
then be made of the same materizl. In such a case the
spacing layer and one base layer may also be integral as
will be further described below, The above described
multi-story structure may, of course, also be made up
from such integral base layer/spacing layer umits, An
example of a material that may be used in this respect is
Hostaflon.

Preferably, the spacing layer does not fill the whole
space enclosed by the two base layers, but only to the
extent to provide for sufficient wall thicknesses of the
channels or cavities defined thereby. Thus, for e.g. a
winding channel the spacing layer material defining it
will exhibit the same winding geometry but with a
wider cross-section. In this way inter alia a smaller
sealing area is obtained, thereby requiring a lower total
sealing force to be applied for 2 given surface pressure.

The elasticity of the spacing layer(s) may zlso be used
to give the structure the function of a pump or valve by
variation of a force acting in the Z-direction, ie. nor-
mally to the base and spacing layer planes. The force
required to compress the strocture to obtain such a
pumping action will also be lower the more reduced the
spacing layer extension is, as just discussed above.

As stated hereinbefore the required recessing of the
spacing layer is, in accordance with the invention, ac-
complished by forming the spacing layer against a pla-
nar mould, e.g. 2 sheet or plate, which has a moulding
surface provided with a relief pattern being the negative
of the desired geometric structure to be exhibited by the
spacing layer. Such a mould may, for instance, be pro-
duced by etching, surface coating, laser processing,

Complaint Exhibit 1
Page 8 of 16
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electrochetnical eiching, mechanical processing, or
combinations thereof, of a substrate of, for instance,
silicon, quartz, ceramic, metal or plastic material, e.g.
PMMA or Teflon ®. The mould used for forming the

spacing layer may, of course, very well be a replica of 5

an originally manufactured master mould produced
therefrom by casting or monlding.

The preferred method of producing such a mould
involves etching. The material of choice is then a single
crystalline material, like e.g. silicon or quartz, or vari-
ous group T11/V materials, such as e.g. gallium arsenide,
i.e. a material which has such a structure/composition
that a well-defined surface will be produced by chemi-
cal processing in gas or liquid phase, and which has
such mechanical/thermal properties that it will with-
stand the pressures and temperatures required by such
forming process. A preferred material is single crystal-
line silicon. :

The etching of a desired relief pattecn on the surface
. may be effected in a manner known per se, i.e. by pro-
viding the substrate with an etch stopper layer (usually
by oxidation), coating with a photosensitive layer (pho-
toresist), exposing the surface through a mask defining
the desired relief pattern, and developing the exposed
areas to remove the photoresist therefrom, and then
opening the bared etch stopper layer in those areas,
removing the remaining photoresist mask, and finalty

i5

etching the bared substrate surface areas to the desired -

depth. ‘

The moulding of the spacing layer may be performed
in various ways. Thus, for instance, in one embodiment
the spacing layer is formed by a compression moulding
type procedure, involving impression, or ceining or
embossing, of the spacing layer material. In this case the
spacing layer material, optionally attached to or integral
with a base layer, is applied against the mould surface,
and the assembly is pressed together by an external
force. In case the material is thermoplastic, the viscosity
thereof is lowered by increasing the temperature, and
the spacing layer relief pattern formed is then made
permanent or stabilized by lowering the temperature.
Other ways of stabilizing the spacing layer includes
cross-linking thereof, e.g. by UV-radiation, a catalyst,
heat, ete. In the latter case the spacing layer material
may be a thin Jayer of a cross-linkable liquid, such as a
silicone rubber, coated on the surface of the base layer,

In another embodiment the spacing layer is formed
by an injection moulding type procedure. In this case
the base layer is applied against the mould surface, and
the base [ayer and the mould are pressed together by an
external force. A crosslinkable liquid, e.g. a silicone
rubber, is then pressed into the mould cavity formed,
whereupon it is cross-linked by appropriate cross-link-
ing means, such as UV-light Alternatively, a thermo-
plastic polymer melt might be injected to form the spac-
ing layer when stabilized by cooling.

When ihe hardening or stabilization of the spacing
layer is completed, the base layer/spacing layer assem-
bly is removed from the mould. In order io facilitate the
release of the formed spacing layer from the mould, the
latter is preferably treated with a release agent prior to
the moulding operation, e.g. a fluorotenside in liquid
phase or a fluoropolymer in gaseous phase.

After removal from the mould the second base layer’

is applied to the spacing layer to complete the desired
cavity or channel system. Optionally this second base
layer is covalently or otherwise bound to the spacing

k1Y

6
layer by suoitable means as will be discussed in more
detail below.

In order to achieve optimum sealing between the
spacing and base layers, the assembly thereof is, at the
time of vse for the particnlar application, placed in a
clamping means between planar faced clamp members
capable of exerting a compressive force on the assem-
bly. Such a clamping means may also be used to make
the assembly perform the above mentioned pumping
action. .

For electrophoretic purposes the second base layer 15
advantageously provided with contact means, e.g. gold
strips, at each end thereof, as well as detector means or
at least provisions therefor. In such a case this second
base layer is preferably made rensable, whereas the first
base layer with attached spacing layer is of disposable
type and separzble from the second base layer such that
after use the latter may readily be provided with a new
base layer/spacing layer assembly.

As mentioned above the microfluidic structure of the
invention may, of course, advantageously also be de-
signed for other microffuidic purposes than electropho-
resis. Among those are e.g. capillary chromatography,
micro-reaction cavity procedures, miniaturized lLiqaid
communication units, biosensor flow cells, etc. Reac-
tion cavities constructed in accordance with the inven-
tion may, for example, be wsed for various forms of solid
phase synthesis, such as peptide or cligonucleotide syp-
thesis, PCR, DNA-solid phase sequencing 'reactions,
just to mention a few.

FIG. 1 illustrates a capillary electrophoretic plate
according to the present invention. It includes a first
base layer 1, a second base layer 2, and an elastic spac-
imp layer 3 disposed between the two base layers 1, 2.
The spacing layer 3 is recessed to define a channel 4.
For ilinstrative clarity only, the base layer 2 is here
made transparent (FIGS. 1 ard 3).

The base layer 1 is made of a form-stable, ie. non-

* elastic or moderately elastic, material, for instance glass,

and is at each end portion thereof provided with elec-
trode strips §, 6, e.g. of gold film. In the illustrated case
the base layer 1 is also provided with 2 conductivity

" detector means 7 in the form of a pair of e.g. gold elec-
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trodes 8, 9 arranged to cross the channel 4 and extend-
ing from contact pieces 10, 11, e.g. also of gold, on
gither side of the base layer.

The elastic spacing layer is attached to the second
base layer 2, e.g. a polyester film, as shown in FIG. 3. In
the illustrated case the spacing layer 3 is a labyrinth-like
stracture having the channel 4 recess therethrongh. In
FIG. 3 the spacing layer 3 is aitached to the bottom side
of the base layer 2, and the channel 4 is therefore open
downwardly, whereas the top wall thereof is formed by
base plate 2. The spacing layer 3 may, for example, be
made of silicone rubber.

The capillary electrophoretic plate as shown in FIG,
1 is formed by applying the base layer/spacing layer
assembly of FIG. 3 to the base layer 1. Due to the elas-
ticity of spacing layer 3, efficient sealing against the
base layer 1 is obtained. By matching the surface prop-
erties, the importance of which has been mentioned
above, sufficient adhesion between base layer 1 and
spacing layer 3 for them to stick together will be ob-
tained. For certain material combinations gluing may,
however, be necessary. :

In a specific nonlimiting example, with particular
reference to the electrophoretic piate in FI(G. 1, the base
layer is of glass and has a length of 60 mm, a width of 20
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mm and a thickness of about 0.5 mm. The spacing layer
3 is made of silicone, General Electric 670 (General
Electric Company), with a hardness of 90 shore and has
a width of 1 mm. The length of channel 4 defined
thereby is 100 mm and its width 250 microns. The chan-
nel depth, i.e. the thickness of the spacing layer, is 50
microns and the volume is 1.25 microliters. The elec-
trodes 8, 9, which may be of gold, have a width of 50
microns and a spacing of 50 microns. The base layer 2,
which is of polyester, is 1240 mm and has a thickness
of abount 0.2 mm. : )

To perform an electrophoretic separation with the
capillary electrophoretic plate shown in FIG. 1 it is
placed between two flat surfaces and an appropriate
force is applied to hold the plate sandwich sealingly
together. The channel 4 is filled with electrophoretic
buffer by applying a liquid drop at one end and sucking
if into the channe]l by means of vacuum. A sample is
then applied to the channel, optionally by using the
resilient structure as a pump or by an enriching ion
exchanger zone as will be described below. Buffer
soaked filter paper pieces, indicated in FIG. 1 with
dashed lines and designated by reference numerals 12,
13, are applied to the respective ends of channel 4 to
provide contact between the channel and the contact
sitips 5, 6, and the electrophoresis voltage from an ex-
ternal source is applied. The separation process is moni-
tored by the detector 7.

FIG. 5 illustrates a variation of the capillary electro-
phoretic plate in FIG. 1. In this shown embodiment the
channel 4 is closed at each end, and instead the channel
opens into apertures 14, 15 made in the upper base layer
2a supporting the spacing layer. There are further no
contact strips on the lower base layer, here designated
by reference numeral 12, The buffer may be supplied by
e.g. a respective small buffer filled container placed
above each aperture 14, 18, into which containers elec-
trodes are immersed for applying the external voltage
field.

The spacing layer 3 may, for example, be produced
by applying base layer 2 against a planar mould having
a relief pattern corresponding to the labyrinth-like spac-
ing layer structure including chanmel 4. The silicone
material is then injected into the mould cavity and the
spacing layer formed is subsequently cured by UV irra-
diation. After removal from the mould the spacing layer
3 supported by the base layer 2 is as shown in FIG. 3.

A schemstic fllustration of the production of a plural-
ity of base layers 2 with attached spacing layers 3 as
outlined above, e.g. of the materials and dimensions
given hereinbefore as a specific example, is represented
in FEG. 6. This figure is intended to illnstrate a mould
surface having a pattern of grooves 16 corresponding to
seven spacing layers 3 arranged side by side.

A mould plate exhibiting the desired mould pattern
may, for example, be produced as follows:

The surface of a silicon plate is oxidized in an oven at
1100* €. to form an oxide layer of a sufficient thickness,
e.g. about 3000 A. Afier washing, dehydration in an
oven and priming with hexamethylsilane, a photoresist
layer is applied by spinuing and stabilized by baking. A.
mask corresponding to the desired groove patiern is
then placed upon the plate surface, and the non-covered
portions are subjected to light exposure. The exposed
photoresist portions are removed by developer solution
to bare the oxide layer, and the remaining photoresist
mask is hard-baked. The bared oxide is then eiched with
hydrofluoric acid/ammonium fluoride to expose the
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silicon (the back-side of the plate being protected, such
as by resistant tape) and the photoresist mask is re-
moved by a suitable solvent, such as acetone. The ox-
ide-free silicon areas are then etched by potassium hy-
droxide solution for a sufficient time to produce the
desired depth. The resulting mould surface will exhibit
the desired pattern of grooves 16.

To produce the base layer/spacing layer unit 2, 3, a
film or sheet of e.g. polyester (here represented as being
transparent) is placed upon the mould surface, prefera-
bly after having treated the mounld surface and film with
a release agent. Pressure is then applied, e.g. 4 bars of
compressed air, and a cross-linkable liquid, such as sili-
cone rubber (e.g. RTV 670 supplied by General Elec-
tric Cormpany) is introduced through the inlet 17 untif it
emerges at outlet 18. Afier photo-curing by UV light
the base layer sheet is removed from the mould and cut
into separate base layer sections {ezch forming a base
Iayer 2) aleng. lines 19, if not already done prior to
application to the mould. Reference numeral 20 indi-
cates transverse stop stripes (not shown in FIG. 1) to
prevent buffer in filter papers 8, 9 in FIG. 1 from enter-
ing the structure beside the channel.

The structure shown in FIG. 3, including base layer 2
and the spacing layer 3 supported thereby, may be used
to build up multi-storey structures as is schematically
illustrated in FIG. TA showing three superposed spac-
ing layer/base layer assemblies according to FIG. 7B.
In such manner very complex channel geometries for
reactions and avalyses may be constructed. The chan-
nels of adjacent spacing layers 3 may be connected by
bores in the respective base layers, the channel ends
ther being closed as in base layer 2z in FIG. 5.

In the electrophoretic plate shown in FIGS. 1 and 5
the smaller base layer 2, 2z with attached spacing layer
3, which advantageounsly is of disposable type, may
easily be torn off from the larger base layer 1 provided
with detector means 7, whereupon 2 new base layer/-
spacing layer assembly 2, 3 may be applied 1o the base
layer 1 which is the more expensive one of the two
components.

‘With reference to the above described structure, and
particularly to FIG. 4, the spacing layer 3 and one of the
two base layers 1, 2 mey be integral, i.e. produced as an
integral member from one and the same material. This is
schematically illustrated in FIG. 8 wherein reference
numeral 21 represents an integral base layer/spacing
layer member defining a channel 22, and 23 indicates a
second base layer.

The embodiment illustrated in FIG. 8 may e.g. be
produced as follows:

A silicon mould plate having the desired relief pattern
is first produced as described above, either for a single
spacing layer or, preferably, for a plurality of spacing
layers as in FIG. 6, A 300-500 pm Hostaflon film (Hos-
taflon is a thermoplastic fluoroelastomer supplied by
Hoechst AG, Germany) is then applied to the silicon

" mould surface, optionzlly after applying a release agent,

60

65

and a smooth silicon plate, ie. without any relief pat-
term, is applied thereabove to sandwich the Hostaflon
film between them. Gold coatings are then applied to
the outer surfaces of the respective silicon plates. The
sandwich is then placed in 2 pressing means, a pressure
(10-50 kg/cm?) is applied and the gold coatings are
connected to a voltage source to electrically heet the
sandwich to about 150° C. Hereby the Hostaflon film
softens and the mould surface pattern is impressed or
coined into the plastic film. The voltage source is then
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Upon removal from the mould, the resulting base

5,376,252

layer/spacing layer unit has a cross-section correspond-

ing to that schematically illustrated in FIG. 8, the spac-
ing layer defining the chaonels having a thickness of
about 50 pm. A non-coined Hostaflon film layer is then
applied as the second base layer to complete the struc-
ture. This latter film has preferably been heat/pressure

5

treated as above between flat silicon plates to providea -

smooth contact surface. Opticnal liquid communication
apertures (mndicated as 14 in FIG. 5) are then drilled.

FIG. 9 illustrates the base layer/spacing layer unit 21,
22 of FIG. 8 inserted between clamping members 24, 25
to provide for efficient sealing between the components
21, 22 and 23, respectively. The upper clamping mem-
ber 24 comprises a container recess 26 communicating
with the spacing layer channel 22 through an aperture
27 for the introduction of a fluid into the channel, ¢.g.
buffer in the case of an electrophoretic plate as outlined
dbove in connection with FIG. 5.

It will be realized that in comparison with conven-
tional capillary tube electrophoresis the electrophoretic
plate according to the present invention offers several
advantages. For example, it will be easy to provide
branched inlets and outlets for the capillary structure,
which in turn will permit such procedures as isotacho-
phoretic concentration of the sample in a chaonel sec-
tion at one end of the capillary chanmel stracture, col-
lection of fractions, and variation of connected electro-
Lytes. Also preparative wses may be contemplated.

The electrophoretic plate having a capillary channel
of rectangular cross-section as shown in the drawings
and described above is further very advantageous from
the viewpoint of detection. Thus, compared with con-
ventional capillary tube electrophoresis it will be much
easjer to arrange various detector systems, one example
being the conductivity detector mentioned above. An-
other example is the nse of a UV detector. In that case
the channe] may be provided with one or more “win-
dows”, i.e. a UV transparent part of the channel bottom
(in the illustrated cases base layer 1 or 14). Such win-
dows may be provided by e.g. metallizing 2 transparent
base layer forming the bottom of the channel to leave a
transparent opeming or window at the desired site(s).
Detection is then performed by illurnination with a UV
light source. By arranging a sequence of such windows
at the inlet part of the channel the amount of sample
injected may be determined. Optionally, detectors, such
as UV detectors, may be arranged along the whole
length of the channel, whereby the migration of the
sample substance(s) in the channel may be monitored
continucusly. In an alternative arrangement a plurality
of optical fibres opening towards the channel bottom
may be used to divect the light to a detector array for

. continuous moritoring of the whole or part of the chan-
nel, Other types of detectors are, of course, also possi-
bie. Asisreadily realized, the above described detection
principles may also be of value for other applications
than electrophoresis, such as e.g. chromatopraphy.

Due to the resiliency of the spacing layer it will fur-
ther be possible to provide for the injection of nanoliter
quantity samples by a pumping action effected by vary-
ing the force that keeps the “sandwich” together. Also,
the plate strocture makes it possible to enrich sample
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molecules in an electrophoretic channel on a zone of 65

e.g. an jon exchanger. An example of the provision of
such an ion exchanger zone is given in FIG. 10 which
illustrates an embodiment of a base layer corresponding

10

to the base layer 1in FIGS. 1, 2 and 5. As shown in the
figure, the base plate 28 has, in addition to detector
electrades 29, 30, a thin strip 31 of an ion exchanger
material. When performing the electrophoresis with,
for example, an electrophoretic plate according to FIG.
5, the strip 31 is within the channel 4, and sample in
suitable buffer applied through the channel inlet is first
enriched in ion exchanger strip 31. Electrophoretic
buffer is thereupon introduced to remove the excess of
sample in the channel 4. The sample is then desorbed by
the electrophoretic field or the pH shift generated
thereby.

FIG. 11 illustrates an electropherogram obtained in
an electrophoresis of a restriction digest of ¢X174 with
Hae T performed with a2 Hostaflon electrophoretic
plate produced as described above by coining against an
etched silicon surface. The totat channel length was 50
mm, the channel width was 230 pm, and the channel
height was 50 pm. In nse the plate was clamped be-
tween the flat surfaces of a clamping means with a total
force of about 100N. The separation channel was hy-
drophilized with a non-ionic detergent and filled with
10% linear polyacrylamide as separation media and
Tris-borate, pH 8.3, was used as buffer. Injection was
electrokinetic at § sec/700 V, total poteatial drop 700
V. Detection was performed by TV at 260 nm,

The inventicon is, of course, not restricted to the spe-
cific embodiments described above and shown in the
drawings, but many modifications and veriations are
within the scope of the general inventive concept as
stated in the appended claims.

We claim:

1. A microfluidic structure, comprising:

first and second substantialty planar form-stable base

layers; and )

a first intermediate spacing layer of elastic material,

said first spacing layer being recessed to define a
microcavity or channe] gystem with at least one of
said first and second base layers, said first spacing
layer and at least one of said first and second base
Iayers being made of the same material.

2. The structure of claim 1, wherein said first spacing
layer is recessed through a thickness thereof such that
side walls of the microcavity or channel system are
formed by said first spacing layer and top and bottom
walls are formed by said first and second base layers.

3. The structure of claim 1 or 2, wherein said first
spacing layer is integral with one of said first and second
base layers. .

4. The structure of ciajm 3, wherein said first spacing
layer fills part of a space between said first and second
base layers and only forms wall membess of the chanmel
or microcavity defined by said structure.

5. The structure of claim 1, wherein at least one of
said first and second base layers is flexible.

6. The structure of claim 1, wherein at least one of
said first and second base layers is rigid.

7. The structure of claim 1, wherein said first spacing
layer fills part of a space between said first and second
base layers and only forms wall members of the channel
or microcavity defined by said structure.

8. The stracture of claim 1, wherein said structure is
a plate for capillary electrophoresis.

9. The structure of claim 8, further comprising detec-
tor means arranged on one side of said first and second
base layers.

10. The structure of claim 1, further comprising a
second spacing layer, separated by said first and second
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base layers and a third base layer the chamnel or mi-
crocavity of said first spacing layer being connected to
a channel or microcavity of said second spacing layer
by a bore in an intermediate base Jayer. -

11. The structure of claim 10, further comprising at

least she additional spacing layer and base layer combi~
nation on top of said third base layer.

12. A process of producing 2 microfluidic simcture,

comprising the steps of:

(i) providing a planar mold surface having a relief
paitern corresponding to a desired spacing layer
geometry, '

(1i) molding 2 spacing layer of elastic material against
said planar mold surface, and

(iii) after removal from the mold, applying first and
second substantizlly planar form-stable base layers
to opposite sides of the spacing layer such that a
channel or microcavity system is defined by the
spacing layer with at least one of said first and
second base layers.

13. The process of claim 12, further comprising the

step of;

applying at least one additional spacing layer and
base layer the produced structure.

14. A process of producing a microfluidic structure

comprising the steps of:

(a) providing & planar mold svrface having a relief
pattern corresponding to a desired spacing layer
geometry,

(b} molding a spacing layer of elastic material against
said planar mold surface, the spacing layer being
attached to or integral with a2 first substantially
planar form-stable base layer, and

{c) after removal from the mold, applying a second
substantially planar form-stable base layer to the
opposite side of the spacing layer, such that a chan-
nel or microcavity system is defined by the spacing
layer with at least one of said first and second base
layers.

15. The process of claim 14, further comprising the

step of:

(d) molding at least two base layer supported spacing
layers, stacked on top of each other, and applying
said second base layer.

16. The process of claim 12 or 14, wherein said relief

pattern of the mold surface is produced by etching.

17. The process of claim 12 or 14, wherein said mold

is made of single-crystalline silicon.

18. A process of producing a microfluidic structure

comprising the steps of:

a) providing a planar mold having a relief pattern
corresponding o a desired spacing layer geometry;

b) applying a first base layer against the planar mold;

¢) injecting a cross-linkable polymer liquid or ther-
moplastic polymer melt into a cavity defined be-
tween a swiface of the planar mold and the base
layer (2);

d) stabilizing said injected polymer by cross-linking
or temperature reduction;
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) removing the base layer and spacing layer from the
planar mold; and

f) applying 2 second base layer to the spacing layer of
said structure.

19. The process of claim 18, further comprising the

step of:

{(2) molding at least two base layer supported spacing
layers, stacked on top of each other, and applying
said second base layer.

20. The process of claim 19, wherein said cross-link-

ing is effected by photo-initiation. :

21. The process according of claim 19, wherein said

relief patiern of the mold surface is praoduced by etch-
ing.

22, The process claim 19, wherein said mold is made
of single-crystalline silicon.

23. A process of producing a microfluidic structure

comprising the steps of:

a) providing a planar mold having a relief pattern
corresponding to a desired spacing layer geometry;

b) applying a cross-linkable or thermoplastic spacing
layer material, against the planar mold and pressing
the spacing layer and the planar mold together;

c) stabilizing the spacing layer formed by cross-link-
ing or temperature reduction;

d) removing the spacing layer {rom the mold; and

¢) applying first and second base layers to opposite
sides of the spacing layer.

24. The process of claim 23, furtber comprising the

step of:

(f) applying at least one additionatl spacing layer and
base layer to the produced structure.

25, A process of producing a microfluidic structure

comprising the steps:

a) providing a planar mold having a relief pattern
corresponding to a desired spacing layer geometry;

b) applying a cross-linkable or thermoplastic spacing
layer material supported by or integral with a first
base layer against the planar mold and pressing the
spacing layer and the planar mold together;

) stabiliring the spacing layer formed by cross-link-
ing or temperature reduction;

d) removing the spacing layer and the first base layer
from the mold; and

¢) applying a second base layer to the spacing layer.

26, The process of claim 25, further comprising the

step of:

(D) producing at least two base layer supported spac-
ing layers, stacked on top of each other, and apply-
ing said second base Jayer.

27. The process of claim 23 or 25, wherein said cross-

linking is effected by photo-initiation.

28. The process of claim 23 or 25, wherein said relief

pattern of the mold sarface is produced by etching,

29. The process of claim 23 or 25, wherein said mold

is made of single-crystalling silicon.

30. The process of claim 23 or 25, wherein in step (b),

the spacing Jayer and the planar mold are heated.
¥ - ¥ * [
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