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NUCLEIC ACID AMPLIFICATION METHOD AND APPARATUS

Field of the Invention

The present invention relates to an apparatus useful for carrying out a biological process
such as nucleic acid amplification, and particularly relates to a unitary apparatus or module
useful for carrying out a biological process including a decontamination step in which

_ contaminating amplicons are removed or destroyed and an amplification step in which the

number of target nucleic acid segments is increased.

Background of the Invention

Biological processes are often utilized in clinical diagnostic assays. However, the steps
of the processes frequently are conducted in different areas of the laboratory and/or in different
vessels or containers thereby necessitating transport of biological samples and reagents and

-giving rise to increased risk of contamination of other clinical samples.

This risk of contamination is of particular concern when the process includes nucleic acid
amplification reactions such as strand displacement amplification (SDA) or polymerase chain
reaction (PCR) which are capable of mulfiplying a single strand _of nucleic acid (target nucleic
acid) into millions of copies (amplicons). While of tremendous potential utility in the clinical
diagnostic laboratory, nucleic acid amplification reactions can, however, easily become
contaminated with the amplification preducté (amplicons) of previous amplification reactions.
Such contaminating amplicons can in turn cohtaminate new samples entering the lab, leading to
a false positive indication of the substrate to be detected in the contaminated sample (e.g., an

incorrect diagnosis).

The problem of amplicon contamination has led to the develepment of a number of
decontamination techniques. In order to be effective, these decontamination techniques
generally require that the decontamination step of the process occur prior to the amplification
step thereby greatly decreasing the possibility that a contaminating amplicon will be recognized
as target nucleic acid during the amplification step.

Decontamination reagents and amplification reagents are often not compatible with each
other and may require their own reaction conditions. Sometimes, if the reagents for
decontaminetion and amplification are combined they inactivate each other. Furthermore,
performing the decontamination reaction in one container and tran-sferihg the decontaminated
sample to another container for amplification is not a viable option as there is a high probability
that the sample would become recontaminated during the transfer.
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In view of the foregoing, a first object of the present invention is to provide methods and
apparatus for carrying out one or more biological processes in a single apparatus wherein the
processes may necessarily be mutually exclusive. |

A second object of the present invention is to provide techniques for carrying out
biological processes which include decontamination and amplification of nucleic acid samples in
which necessary reagents are contained in a single apparatus.

A still further object of the present invention is to provide an apparatus in the form of a
single unitary module, which can be used to expedite blologlcal processes which include nucleic
acid decontamination and amplification reactions.

Summary of the Invention
In order to address problems associated with contamination of samples, reagents, and

products of biologica1 processes, the present invention relates to an apparatus for performing a
biological process, which includes: (a) a sample well for introduction and removal of a liquid
biological sample; (b) at least one reaction chamber in fluid communication with the sample well; -
(c) a pneumatic chamber in pneumatic communication with the reaction chamber and sample
well; and (d) a pneumatic port in the pneumatic chamber for connection of the apparatus to an
pneumatic aspiration/pneumatic dispensing means which causes the flow of liquid biological
sample between the sample well and the reaction chamber. The apparatus is generally elongate
.in shape with the sample well and pneumatic port at opposite ends and the reaction chamber
therebetween. Reagents necessary for the biological proceés are affixed to separate, discrete
locations within the reaction chamber.

Brief Description of the Drawings

The various objects, advantages and novel features of the invention will be more readily
~appreciated from the following detailed description when read in conjunction with the appended
figures, in which: _ _ |
Figure 1 is an isometric view of one cmbodiment of the apparatus of the present
invention, | ' '
Figure 2A is a top plan view of the apparatus of Fig 1;
Figure 2B is a side sectional view of the apparatus of Fig. 2A taken at line 2B-2B of Fig.

2A; B

Figure 2C is a side view of the apparzuu.é of Fig. 1;

Figure 2D is a bottom sectional view ol the apparatus of Fig. 2C taken at line 2D-2D of
Fig. 2C; o '
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the module during operation on a heater platen in cooperation with a pipette as an
aspiration/dispensing means; | . _ '

Figures 3A-3E are a series of side sectional views taken at line 2B-2B of Fi xgure 2A
showing liquid nucleic acid sample, and the flow of the hquxd nucleic acid sample from the
sample well to the decontamination area; '

Figures 4A-4E are a series of side sectional views similar to Figures 3A-3E, showing the
flow of the liquid nucleic acid sample from the decontamination area to the amplification area;
and - , .

Figures SA-SE are a series of side sectional views similar to Figures 3A-3E, depicting
the reverse of the flow of the amplified liquid nucleic acid sample from the amplification area
back through the decontamination area to the sample well; '

* Figure 6 1s an lsometnc view of another embodlment of the apparatus of the present
invention, '
Figure 7 is a top plan view of the apparatus of Figure 6;
Figure 8 is a side sectional view of the apparatus of Figure 6 taken at line 8-8 of Figure

Figures 9-12 are a series of side sectional views taken at line 8-8 of Figure 6 showing
liquid nucleic acid sample, and flow of the liquid nucleic acid sample from the sample well to the
decontamination area, and then from the dedontamination area to the amplification area;

Figure 13 is an isometric view of another embodiment of the apparatus of the present
invention;

Flgure 14 is a top plan view of the apparatus of Figure 13;

Figure 15 is a side sectional view of the apparatus of Figure 13 taken at line 15-15 of
Figure 13; and .

Figures 16-18 are a series of side sectional views taken at line 15-15 of Flgure 13
showing liquid nucleic acid sample, and the flow of the liquid nucleic acid sample from the
sample well to the decontamination area, and from the decontamination area to the amplification
area.

Detailed Descnptlon of the Inventlon

As noted above, the present invention provides methods and apparatus for carrying out «
biological process . In overview, one embodiment of the present invention provides for an
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embodiment adopted for use with biological process including a decontamination step and an
amplification step, a decontamination ared is in fluid communication with the sample well and an
amplification area is in fluid communication with the decontamination area. Amplicon
decontamination reagents are present in the decontamination area, and nucleic acid amplification
reagents are present in the amplification area. | '

In use, a liquid sample containing nucleic acid is moved from the sample well into the
decontamination area where the liquid sample contacts the decontamination reagents and

“amplicons in the sample are degraded. The liquid sample is then moved from the _
decontamination area to the amplification area where the liquid sample contacts the amplification
reagents and amplicons are thus generated in the sample. The hquxd sample is then dispensed
from the amplification area, through the decontamination area to the sample well. Moving and
withdrawing of the sample may be carried out by any suitable pneumatic means.

Once the sample is withdrawn, the presence of amplicons in the sample can be detected
by any suitable means, such as with_nﬁcleic acid probes which bind to the amplicons, which
probes are labeled with detectable groups (e.g., enzymes, radioisotopes, etc.), all in accordance
with known techniques. Alternatively, the apparatus may be configured to allow detection steps

~ to be carried out in situ by inclusion of additional areas and reagents in the apparafus.

An isometric view of one specific embodiment of the apparatus of the present invention
is shown in Figure 1. This is a multi-chambered embodiment which is shaped approximately as
a rectangular prism, and has nominal dimensions of about 1.370 inches in length, about 0.304
inches in width and about 0.200 inches in height. A sample well (11) with a diameter of about
0.214 inches and a depth of about 0.160 inches, for the receipt of about 75 pL of the liquid
biolegical sample, is at one end and is open at the top surface of the apparatus to receive the
sample to be processed.. As will be recognized by those skilled in the art, the dimensions of the
apparatus need not be specifically as set forth above, and may be varied shbstantially provided
that the apparatus continues to function adequately as a closed apparatus for performance of the
desired biological process. However, a general gu:delme for variance of the dimensions is to
maintain approximately the same ratios between dxmensxons as are presented by the specified
dimensions above. At the end opposite to the sample well (11) is a pneumatic port (12) having a
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Referring to Figures 2A and 2B, Figure 2B is a magnified, sectional view of the

apparatus (10) taken at line 2B-2B of Figure 2A. Sample well (11) is defined by walls (29) and
(13) and bottom (28). This sample well (11) communicates with decontamination area (15) by a

first microchannel (14) created by the virtual abutment of wall (13) to apparatus bottom (28).

The gap between wall (13) and apparatus bottom (28), which creates the first microchannel
(14), in this specific embodiment is about 0.006 inches in height and exists across the entire

internal width of the apparatus (10). An alternate embodiment'of the apparatus has a domed
microchannel with a greater height and smaller width (i.e. generally, the shape qf an inverted
"U"). Microchannel sizes and shapes are dependent on the viscosity and surface tension of the

fluid to be moved through the apparatus.

A decontamination area (15) is defined by walls (13) and (17), top (27) and apparatus
bottom (28). In this specific embodiment of the present invention, the decontamination area is

about 0.315 inches in length, about 0.222 inches in width, and about 0.080 inches in height. The
decontamination area has a volume of about 90 uL. As was discussed above, the dimensions of

the decontamination area, like the dimensions of the apparatus, may be varied considerably

provided that the decontamination step functions properly. However, a general guideline for

varying dimensions is to maintain the ratios between dimensions which are presented by the
specified dimensions above.

Contained within the decontamination area are the nucleic acid decontamination reagents

necessary for the decontamination reaction. The decontamination reagents, (the necessary

active ingredients for the decontamination reaction as described above), may be those required

. for any suitable means of decontamination. The decontamination reagents may be in any
suitable form, including but not limited to a solid such as a dried film, lyophilized pellets or
paper impregnated with the reagent. |

In a preferred embodiment of the present invention, the decontamination reagents (16)

are disposed upon (i.e., adhered to) the inner surface of the fop (27), in dried form. Figure 2D,

which is a magnified sectional view taken at line 2D-2D of Figure 2C further shows the location

of dried chemical decontamination reagents (16) within the area (15) and apparatus (10). The

preferred method for drying the decontamination reagents is to dry the reagents in the presence

of trehalose as taught in United"States_ Patent No. 4,891,319 and Patent Cooperation Treaty

International Publication No. WO-87/00196, both publications owned by Quadrant Bioresources

Limited and both publications incorporated herein by reference. Briefly, the preferred drying

technique protects biological materials against denaturation during drying, and involves

-5.
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in the presence of trehalose in an amount between about 0.05 and 20 weight percent based on
the total weight of the aqueous system. Trehalose is a naturally occurring non-reducing
disaccharide also known as a-D-glucopyranosyl-o-D-gluco-pyranoside. '

The drying in the presence of trehalose may be simple air drying, preferably at
atmospheric pressure. In the drying of the decontammatlon and amplification reagents, trehalose
increases chemical stability of the reagents significantly. Thus, the trehalose technology is an
excellent system for drying ény reagents to be used in the apparatus. _

The decontamination area (15) communicatés with an amplification area (19) by a
second microchannel (18) created by the virtual abutment of wall (17) to the apparatus bottom
(28). As with the first microchannel, in this specific embodiment the gap between wall (17) and
apparatus bottom (28) creates a second microchannel (18) which is about 0.006 inches in height
and exists across the entire internal width of the apparatus (10). However, as was true for the
first microchannel, an alternative embodiment has a domed microchannel with a greater height
and smaller width. ) :

The amplification area (19) is defined by walls (17) and (21), top (27) and apparatus
bottom (28). As was true for the decontam-matl_on area, in this specific embodiment, the
amplification area is about 0.315 inches in length, about 0.222 inches in width, about 0.080
inches in height and has a volume of about 90 nL. However; these dimensions may be varied in
accordance with the same guidelines set forth above for variance of the dimensions of the
decontamination area. g

Contained within the amplification area are the reagents necessary for the amplification
reaction. The amplification reagents are those active agents required for any suitable nucleic acid
‘amplification reaction, as described above. In a preferred embodiment of the present invention,
the amplification method used is Strand Displacement Amplification. ‘The amplification
reagents, like the decontamination reagents, may be in any suitable form, including but not
limited to a solid such as a dried film, iyophilized pellets, or paper impregnated with the
reagents. The amplification reagent may optionally include active agents such as a probe
necessary for detection of the amplicon to be generated, as discussed above, particularly where
detection is to be carried out in situ. Of course, the amplification reagent need not be provided
in the same form as the decontamination reagent.

In a preferred embodiment of the present invention, the amplification reagent or reagents
(20) are disposed upon the inner surface of the top (27), in dried form. Figure 2D shows the
location of dried chemical amplification reagents (20) within the chamber (19) of a preferred
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embodiment. The trehalose technology preferred for drying of the decontamination reagents is
also preferred for drying of the amphﬁcatlon reagents. _

The amphﬁcatlon area (19) communicates with a pneumatic chamber (23) by a third
microchannel (22) created by the virtual abutment of wall (21) to the apparatus bottom (28). As
with the first and second microchannels, in this specific embodiment the gap between wall (21)
and module bottom (28), which creates a third microchannel (22), is about 0.006 inches and
exists across the entire internal width of the apparatus (10).

~ The pneumatic chamber (23) is defined by walls (21) and (26), pneumatic port (12) and

apparatus bottom (28). In the preferred embodiment of the present invention, the pneumatic
chamber is about 0.315 inches in length, about 0.222 inches in width, and as shown in Figure
2B, varies from about 0.080 inches to about 0.040 inches in height. The pneumatic chamber is
about 55 pL in volume. As wﬁs true for the dimensions of the decontamination area and the
amplification area, the dimensions of the pneurﬁatic chamber may also be varied in accordance
with the same guidelines set forth above for variance of the dimensions of the decontamination
and amplification areas. The pneumatic chamber (23) communicates with pneumatic port (12)

" by hole (24) and through the center of a sealing mechanism (25) such as an "O" ring or other
means to the top surface of the apparatus (10) at the p'ne'um'atic port (12).

The geometric form of the apparatus of Figure 1 and the material that it is composed of

generate intrinsic forces which control the liquid biological sample within the apparatus. In this

- .embodiment, all surfaces in contact with the liduid sample have a contact angle between the
‘apparatus and the liquid biological sample of about greater than or equal to 90 degrees. Having -
a contact angle of about greater than or equal to 90 degrees is often referred to as a non-
wettable surface. Liquid flow within the abparatus due to capillary and hydrostatic forces is
essentially eliminated by the non-wettable surfaces within the apparatus combined with the sharp
increase in height between the microchannels and the reaction chambers (from about 0.006

" inches in the microchannel to about 0.080 inches in the chambers in a preferred embodiment).
The apparatus thus exhibits several discrete zones which trap liquid. |

The form factor of the microchannels and the reaction chambers substantlally decreases
the trapping of air at the top of the reaction chuitbers and also insures that the liquid sample
develops a rectilinear profile which contributes 1o discrete, accurate and predictable poéitioning
within the apparatus. Referring to Figure 2E. the length (L) between wall (13) and wall (17) of

the decontamination area (15), should be greatcer than the height (H) between apparatus bottom
(28) and top (27) The same ratio of length to height is also desirable for the amplification area
(19). This form factor (L>H) insures that air not trapped at the top of the decontamination
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The form (length > height) and location of the microchannels function to reduce
evaporative loss of the liquid biological sample. Figures 2B and 2F show the form and location
of the microchannels (14), (18), (22) and their relation to the liquid sample (34), here shown in
the decontamination area (15). In this embodiment the microchannels have a height of about
0.006 inches formed by their respective walls (13), (17).(21). These walls have a thickness

dimension of about 0.040 inches but can vary between about 0.030 and about 0.060 inches. The
microchannels (‘1 4), (18), '(22') therefore exhibit a Iengih that is greater than their height. This
ratio (L>H) reduces the rate of evaporation of the liquid sample out of either the
decontamination area (15) or the amplification area (19). The microchannel location, at the
bottom of the decontamination area (15) and the amplification area (19) further reduces the rate
of evaporation of the liquid sample.

A second embodiment of the apparatus of the present invention is shown in isometric
view in Figure 6. As with the first embodiment of the invention, thlS second embodlment isa
multi-chambered embodiment which is shaped approximately as a rectangular prism and has
nominal dimensions which are the same as those for the first embodiment. The sample well
(211) also has similar diameters and volume as that in the first embodiment and is used for the
same purpose. At the opposite end of the sample well (211) is a pneumatic port (212) with a
similar diameter to that of the first embodiment of the invention.

The primary difference between the first and second embodiments of the present
invention can be seen in Figure 7, which shows an increased radius for the corners of the
decontamination area (215) and the amplification area (219). 'As can be seén in Figure 7, all of
the interior corners of the decontamination area (216) have an increased radius and the corners
of the amphﬁcatlon area (219) which are closest to the decontammatlon area have an increased
radius. An increase in the radius of the corners improves the fluid flow from one area to another
in the apparatus. Optimally, the fluid flows as an undivided unit from one area to another within
the apparatus as shown in Figures 9-11. It was found that the increase in radius ‘of the corners
improved this fluid flow feature. The degree of radiusing is that which is sufficient to permit the
fluid to move from those corners with the bulk of the liquid sample. Optimal radiusing is about
a 0.040 inch radius. In contrast, the radiusing of the corner of the first embodiment is about
0.015 inch. . . '

| Another feature which improved the fluid flow from one area of the apparatus to another
was the use of the domed microchannel with a greater height and smaller width. This channel
configuration is utilized between the sample well (211) and the decontamination area (215) as
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The other features of this second embodiment of the invention are very similar if not

virtually identical to the features of the first embodiment of the invention. Similarly, the
dimensions of various aspects of this second embodiment of the invention are again very similar
in not virtually identical to the dimensions of the first embodiment. Also, the reagents used for

- decontamination and ampliﬁcétidn are dispdsed upon the inner surface of the top (227) of the
apparatus in dried form. | | .

A third embodiment of the present invention is shown in isometric view in F igure 13.
The distinguishing feature of this embodiment of the invention is that there is no wall or _
microchannel between the decontamination area (315) and the amplification area (319) of the
apparatus. As shown in Figures 16-18, it was found that the liquid sample could be moved from
one area to another within the chamber as a single undivided unit. Thus, decontamination
reagents are disposed upon the top (327) of the apparatus in an area closer to the sample well,
while amplification reagents are disposed upon the top (327) of the 'apparatus in an area which is
more removed from the sample well (311) and closer to the pneumét_ié port (312). Again, in
order to optimize the flow of liquid sample as a undivided unit in the chamber, the interior
corners of the chamber closest to the sample well (311) are radiused as they were in the second
embodiment of the present invention. As with the second embodiment of the invention, the
degree of curvature of the radiused corners must be sufficient to permit the fluid to move from
those corners with the bulk of the samplé as pnéumatic pressure 1s applied to the liquid sample.
Thus, it is found that the optimal radiusing of corners is about 0.040 inch. As with the second
embodiment of the invention, the third embodiment of the invention has very similar if not
virtually identical features and dimensions to the first embodiment of the invention other than the
absence of the wall and microchannel between the decontamination area (315) and the
amplification area (319) of the apparatus.

The apparatus of the present invention may be conveniently constructed of any suitable
plastic and by any suitable plastic processing methbd, either as a single part or as multiple parts
for subsequent asSembly. Such materials and methods include but are not limited to
thermoplastic polymers molded using conventional molding techniques such as injection
molding. Exemplary thembﬁléstié polymers include polypropylenes, polymethylpentene, and
copolymers and mixtures thereof. _' S

The apparatus of the present invention is preferably produced from polypropylene plastic
injection molded to form two parts: apparatus top and apparatus bottomi (28). The apparatus
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top is inverted and reagents necessary for amplification (20) and decontamination (16) are dried
as films onto the inner top surface of the amplification area (19) and decontamination area (15),
respectively Subsequently, the apparatus bottom (28) is ultrasonically welded onto the
apparatus top, forming a single unit. _

The apparatus of the present invention allows different thermal envxronments to exist
therewithin, thereby permitting the use of reagents requiring different reaction temperatures. The
apparatus may be positioned upon a heating platen (42) during the entire time of its operation.
This heating platen can be controlled to any suitable temperature, typically 20°C-100°C.
Depending upon the actual reagents, the decontamination .reactiqn may require a temperature
that would destroy the amplification reégents in the amplification area, As shown in Figure 2F
(which depicts a multiple chamber embodiment during the decontamination reaction), the
heating platen (42) is in direct contact with the apparatus bottom (28), which is in direct contact
with liquid sample (34). After a suitable period of time, the liquid sample (34) will reach thermal
equilibrium and be approximately similar in temperature to the temperature of the heating platen
(42). During this time, however, the amplification area (19) is not filled with the liquid sample
but with air. Air has a thermal conductivity that is about 25 times lower than the liquid sample.
For this reason the air in the amplification area acts as a thermal insulator between the apparatus
bottom (28) and the amplification reagents. (20). This prevents the amplification reagents (20)
from being exposed to a temperature which could destroy them. After the decontamination
reaction is completed, the temperature of the heating platen (42) can be changed to one which is
compatible with the amplification reagents, and the ﬁquid sample (34), after equilibrating to this
new temperature, can be moved into the amplification area (19) by pipette (31) or other suitable
pheumatic means or aspirating/dispensing means which may be operated manually or by
robotics. The reverse of the above description, in which the decontamination reagents cannot
withstand a temperature that the amplification reagents require, is also accommodated by the
present invention. Furthermore, these same thermal principles are applicable to a single chamber
embodiment where liquid is present in one area of the chamber and air is in the other areas of the
chamber. _

In the present invention, the liquid sample is confined in the chamber or chambers such
that there is preferably no head space. Head space refers to the space filled with air above a
liquid in a container. Head space is often not desirable in systems that require.a' liquid to
undergo a chemical reaction at a uniform ter_nﬁerature, as the head space allows a portion of the
liquid to condense on the walls and top of the container and to exist at a different temperature
than the bulk of the liquid. By being at a different temperature, some chemical reactions are not
completed properly. In the case of the amplification of a liquid sample, this usually means
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reduced amplification. As shown in Figure 2F, the liquid sample (34) fully contacts the top of
© the decontamination area and has virtually no head space. Similarly, in a preferred embodiment
the liquid sample fully contacts the top of the amplification area. |

When used for the performance of biological processes including an amplification stép,
one of the primary functions of the apparatus is to provide an environment which is free of

~contaminating a’mplicbns. In addition to liquid nucleic acid samples that contain contaminating
nucleic acids, contact of a sample with contaminated items is a major mode of amplicon
contamination. In a laboratory that is performing nucleic acid amplification, everything is a
potential means of amplicon contamination. The apparatus physically isolates the amplification
environment within the amplification area. The design of the apparatus contains no moving
parts that could be opened at anytime, and therefore never exposes the amplification area to the -
amplicon contaminated external environment. Internal contact of the sample within the |
amplification area is prevented by the decontamination area (15) and pneumatic chamber (23) on
either side, and by their microchannel access. .

The air flow through the apparatus of the présent invention is designed to minimize
aerosol amplicon contamination caused by the pipette or other pneumatic means. During the
various stages before amplification the pipette only moves air from the apparatus. The pipette
does not dispense air into the apparatus. In this way, amplicons which may be contaminating the
pipette are drawn away from the amplification area. ' '

Once amplification has occurred, the direction of air flow is reversed. Now the pipette
only dispenses air into the apparatus. In this way, amplicbns in the amplification area flow away
from the pipette, reducing the possibility of aerosol amplicon contamination of the pipette. The
émpliﬁed liquid sample is returned to the sample well (11) of the apparatus and can be removed

for subsequent nucleic acid probe assay.

The specific form factor of the apparatus of the present invention allows an array of
apparati to be reacted simultaneously, and their final amplified output can be automatically trans-
ferred to a nucleic acid probe assay without operator intervention.

The flow of the lfquid nucleic acid sample within the first embodiment of apparatus (e.g.
Figures 1 and 2) is shown in Figures 3A-3E Figures 4A-4E, and Figures SA-SE. However,
the same principles and descriptions of the flow are substantlally similar for the other illustrated
embodiments of the present invention.

Figure 3A shows the initial empty state of the apparatus. (For reasons of clanty, the
heater platen, upon which the module is positioned during typical operation, is deleted in these
figures. Refer to Figure 2F to see the apparatus in a view representative of typical operation
including the heating platen (42)). '

- 11 -
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Figure 3B shows the liquid sample (34) in thé sample well and the tip of a pipetté (31)

engaged in the pneumatic port of the apparatus. The non-wettable property and the form of the
apparatus prevents the liquid sample from passing through the microchannel out of the sample
“well. ' '
Figure 3C shows the liquid sample asitis being initially aspirated by the pipette into the
decontamination area of the apparatus. The spherical profile (32) of the liquid sample is
~ generated by the surface tension of the film in conjunction with the perpendicular walls.

Figure 3D shows the 11qu1d sample being aspirated stlll further into the decontamination
area. ,

Figure 3E shows the liquid sample (34) fully positioned within the decontamination |
area. The reagents are completely contacted (covered) by the liquid sample and both profiles of
the liquid surface tension films are rectilinear.

Figure 4A shows the liquid sample (34) during decontamination. The pipette has been

dilsengaged from the apparatus and is not needed until decontamination is completed and
" movement of the liquid sample to the next area is required. Alternatively, the pipette need not
be disengaged provided that aspiration does not take'plaCe until decontamination is completed.

Figures 4B-4E show the return of the engagement of the pipette to the apparatus and
the movement of the liquid sample (34) from the decontamination area into the amplification
area. : _ _ '
Figure SA shows the liquid sampie (34) during amplification. Again the pipette has
disengaged from the apparatus and is not needed until amplification is completed and movement -
of the liquid sample is required. However, as with the decontamination step, the pipette need
not be disengaged provided that pneumatic dispensing does not take place until amplification is
completed. ' : '
Figures SB-5E show the return of the engagement of the pipette (31) to the apparatus
" and the reversal of the movement of the liquid sample (34) back through the decontamination
area to the sample well. The reversal of flow is aclueved thrbugh the dispensing of air by the
pipette into the apparatus. In the preferred embodiment, in order to move the amplified sample
all the way back to the sample well, the pipette would dispense a volume of air equal to or
greater than the total volume of the decontamination and amplification areas combined, or in the

specifically exemplified embodiment, about greater than or equal to 180 pL. Typically this
~ volume might be 200 pL. ..

In general, the liquid sample employed in the present invention will be an aqueous
preparation containing the target nucleic acid (1 ¢ . ribonucleic acid (RNA), deoxyribonucleic
‘acid (DNA)) and any contaminating ampliéo'ns. with either (or both) the'target nucleic acid and

~12-
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randomly sheared genomic DNA fragments. The preparation will be in a form suitable for use in
a nucleic acid amplification procedure, in accordance with known techniques. Target nucleic
acid will typically comprise nucleic acid fragments of from about 5,000 nucleotides in length to
about 200,000 nucleotides in length (with lengths representing an average of the lengths found
in the preparation). Within the target nucleic acid is the sequence of interest to be amplified.
The sequences for amplification can range from as few as ten base pairs to several thousand,
with base pairs of about 15 to about 200 preferred.

The length of amplicons to be degraded by the method of the present invention will vary
dépending upon the patrticular nucleic acid amplification method by which the amplicons are
produced, but will usually be at least about 25 nucleotides in length, and typically will be not
more than about 2,000 nucleotides in length. When the amplicons are produced by Strand
Displacement Amplification (SDA), théy will typically be not more than about 200 nucleotides in
length.

Decontamination to remove contaminating amplicons in a sample containing target

~ nucleic acid sequence may be carried out by any suitable means, including using double strand
specific exonucleases and single strand specific exonucleases. Hence, decontamination reagents
may contain one or more single strand or double strand specific exonuclease. For example, R.
Griffis, PCT Application WO 91/00363 (published 10 January 1991) discloses a method of
decontaminating a PCR reaction product with a 3' lambda exonuclease. Similarly, Y. S. Zhu et
al., Nucleic Acids Res. 19, 2511 (1991), disclose the use of exonuclease III for removing
amplicons from a PCR reaction product. Both the lambda exonuclease and exonuclease L1 are
double-strand specific exonucleases. Any single strand-specific exonuclease can be employed in
carrying out the present invention so long as it is capable of degrading the amplicons. Examples
of suitable single-strand specific exonucleases include, but are not limited to, exonuclease VIi
(see, e.g., J. Chase and C. Richardson, J. Biol. Chem. 249, 4545-4552 (1974); J. Chase and C.
Richérds_on, J. Biol. Chem. 249, 4553-4561 (1974)), exonuclease I (see, e.g., R. Brody,
Biochemistry 30, 7072-7080 (1991)), Pfu DNA polymerase from Pyrococcus furiosus
(Stratagene, Lajolla, CA), DNA polymerase I from /-scherichia coli, klenow fragment from
DNA polymerase I of E. coli, T7 DNA polymerase, T4 DNA polymerase, spleen exonuclease
(/. Biol. Chem. 253: 424 (1978), T5 D15 Exonuclease (Nucleic Acids Research 19:4127
(1991), "Vent" DNA polymerase from 7) hermocuccus litoralis (New England Biolabs, Beverly.
MA), and DNA poly'm'eras'es which have 3'-_5‘ exonuclease activity. DNA polymerases having
3'-5' exonuclease activity employed in carrying out the invention should be capable of degradiny
phosphorothioate linkages if the amplicons to be degraded are the products of SDA. See
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sufficiently so that the amplicons will not serve as a substrate for a subsequent nucleic acid
amplification reaction (i.e., produce a false positive result from a nucleic acid preparation which
would not otherwise serve as a substrate for the amplification reaction but for contamination by
the amplicons). _

Alternatively, the decontamination step of the process may be performed using the
techniques taught in U.S. Patent No. 5,035,996 or published European Patent Application No.O.
415 755 A2, both of which are incorporated herein by reference. These patent publications are
owned by Life Technologies Inc. and describe decontamination techniques wherein one of the
four normal ribonucleotides or deoxyribonucleotides used in the amplification procedure is
replaced with an exo-sample nucleotide. Then, after amplification, any amplicons which may
contaminate another sample are subjected to a physical, chemical, enzymatic, or biological
treatment to render the amplicons containing the exo-sample nucleotide substantially
'unamplifiable. A preferred exo-sample nucleotide is deoxyuridine (dUTP) when the target
nucleic acid is DNA. When dUTP is utilized as the exo-sample nucleotide, the contaminating
amplicons are subjected to enzymatic treatment with uracil DNA glycosylase (UDG) to render
the amplicons unamplifiable. | ' o

Amplification of a selected, or target, nucleic acid sequence may be carried out by any
suitable means. See generally D. Kwoh and T. Kwoh, Am. Biotechnol. Lab. 8, 14-25 (1990).
Examples of suitable amplification techniques include, but are not limited to, polymerase chain
reaction (PCR), ligase chain reaction (LCR), Strand Displacement Amplification (SDA),
transcription-based amplification (see D. Kwoh et al., Proc. Natl. Acad Sci. USA 86, 1173-1177
(1989)), self-sustained sequence replication (or "3SR")(see J. Guatelli et al., Proc. Natl. Acad.
Sci. USA 87, 1874-1878 (1990)), the QB replicase system (see P. Lizardi et al., BioTechnology
6, 1197-1202 _(1988)), nucleic acid sequence-based amplification (or "NASBA")(see R. Lewis,
Genetic Engineering News 12 (9), 1 (1992)), the repair chain reaction (or "RCR")(see R. Lewis,
supra), and boomerang DNA amplification (or "BDA")(see R. Lewis, supra). Strand
Displacement Amplification (or "SDA"), is preferred. |

Strand Disp'l_acement Amplification may be carried out in accordance with known

- techniques. See genérally G. Walker et al., Proc. Natl. Acad. Sci. USA 89, 392-396 (1992); G.
Walker et al., Nucleic Acids Res. 20, 1691-1696 (1992). For example, SDA may be carried out
with a single amplification primer or a pair of arhpliﬁcation primers, with exponential
amplification being achieved with the latter. In general, SDA amplification primers comprise, in
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sequence which hybridizes to the target sequence to be amplified and/or detected. The flanking

sequence, which serves to facilitate binding of the restriction enzyme to the recognition site and |
provides a DNA polymerase priming site after the restriction site has been nicked, is preferably
about 15 to 20 nucleotides in length; the restriction site is functional in the SDA reaction (i.e.,
phdsphorothioate linkages incorporated into the primer strand do not inhibit subsequent nicking-
-a condition which may be satisfied through use of a nonpalindromic recognition site); the
oligonucleotide probe portion is preferably about. 13 to 15 nucleotides in length.
SDA is carried out with a single amplification primer as follows: a restriction fragment
(preferably about 50 to 100 nucleotides in leﬁgth and preferably of low GC content) containing
-the sequence to be detected is prepared by digesting a DNA sample with one or more restriction
enzymes, the SDA amplification primer is added to a reaction mixture containing the restriction
fragment so that a duplex between the restriction fragment and the amplification primer is
formed with a 5' overhang at each end, a restriction enzyme which binds to the restriction site on
the amplification probe (e.g., Hinclly is added to the reaction mixture, an exonuclease deficient
DNA polymerase (e.g.. an exonuclease deficient form of £. coli DNA polymerase I, see V.
Derbyshire, Science 240, 199-201 .(1.98'8)) is added to the reaction mixture, and three dNTPs
and one dNTP[S], with the dNTP[S]'selected so that a phosphorothioate linkage is incorporated
into the primer strand at the restriction site for the particular restriction enzyme employed (e.g..
dGTP, dCTP, dTTP, and dATP[S] when the restriction enzyme is HinclIl) are added to the
reaction mixture. The DNA polymerase extends the 3' ends of the duplex with the dNTPs to
form a downstream complement of the target strand. The restriction enzyme nicks the
restriction site on the amplification primer, and the DNA polymerase extends the 3' end of the
amplification primer at the nick to displace the previously formed downstream complement of
the target strand. The process is inherently repetitive because the restriction enzyme
continuously nicks new complementary strands as they are formed from the restriction site, and
the DNA polymerase continuously forms new éomplementary strands from the nicked restriction
site. _ _ _ . |
SDA can also be carried out with a pair of primers on a double stranded target DNA
_ sequence, with the second primer binding to the 3' end of the complementary strand, so that two
sets of repetitive reactions are occurring simultaneously, with the process proceeding
exponentially because the products of one set of reactions serve as a target for the amplification
primer in the other set of reactions. - o '

-15-



Figure 13; and Figures 16-18-are a series of side secty SEscnES———
taken at line 15-15 of Figure 13 shovm ng liquid nucleic acid E Miﬁe HZRRWAS BEEN
the flow of the liquid nucleic Be:nﬂ!le seed he sanple wa| |l t o RHBAGED
decont am-nati on area, andfromt |_on area to t g
anplification area. Det ai | ed De ron of
the Invention - As not ed above the present i nvention prc 7des met hods -
and apparatus for carrying out a _

The step of first digesting the DNA sample to form a restriction fragment in an SDA

reaction can be eliminated by exploiting the strand displacing activity of the DNA polymerase ,
-and adding a pair of "bumper” primers which bind to the substrate at a flanking position 5' to the
position at which each amplification primer bmds Each bumper primer extension product
displaces the correspondmg amphﬁcatlon primer extension product. Amplification pnmers
which are present in excess, then bind to the dlsplaced primer extension products, and upon
extension, a double-stranded DNA fragment is formed which can then serve as a substrate for
exponential SDA with that pair of amplification primers. =~ ' '
Polymerase chain reaction (PCR) may also be carried out in accordance with known

techniques. See, e.g., U.S. Patents Nos. 4,683,195; 4,683,202; 4,800,159; and 4,965,188 (the
disclosure of all U.S. Patent references cited herein are to be incorporated herein by reference).
In general, PCR involves, first, treating a nucleic acid sample (e.g., in the presence of a heat |
stable DNA polymerase) with one oligonucleotide primer for each strand of the specific
sequence to be detected under hybridizing conditions so that an extension product of each
primer is synthesized which is complementary to each nucleic acid strand, with the primers
sufficiently complementary to each strand of the specific sequenée to hybridize therewith so that
the extension pfoduct synthesized from each primer, when it is separated from its complement,
can serve as a template for synthesis of the extension produc_t'of the other primer, and then

" heating the sample to separate the primer extension products from their templates if the
sequence or sequences to be detected are present. These steps are continued cyclically,
preferably in a thermal cycler, until the desired degree of amplification is obtained. Detection of
the amplified sequence may be carried out by adding to the reaction product an oligonucleotide
probe capable of hybridizing to the reaction product (e.g., an oligonucleotide probe of the
‘present invention), the probe carrying a detectable label, and then detecting the label in
accordance with known techniques.

" Ligase chain reaction (LCR) is also carried out in accordance with known techniques.

See, e.g., R. Weiss, Science 254, 1292 (1991). In general, the reaction is carried out with two
pairs of oligonucléotide-probes: one pair binds to one strand of the sequence to be detected; the
other pair binds to the other strand of the sequence to be detected. Each pair together
completely overlaps the strand to which it corresponds. The reaction is carried out by, first,
denaturing (e.g., separating) the strands of the sequence to be detected, then reacting the strands
with the two pairs of olig_onucleotid_e probes in the presence of a heat stable ligase so that each
pair of oligonucleotide probes is ligated together; then separating the reaction product, and then
cyclically repeating the process until the séqde:ricf'_'e has been amplified to the desired degree.

" Detection may then be carried out in like manner as described above with respect to PCR.

- 16 -



bi ol ogi cal process. In overVi ew “6ne enbodi rrent of the pr esenf—vernt - '

provi des for an heet Has Been Re THIS :)-h:r_ - AS BEEN
| \\\Ill\\\\\lmﬂ\\
o - ‘\“\‘ PATENT

P-2573

The foregoing is illustrative of the present invention, and is not to be construed as limit-
ing thereof, as numerous alternatives to those methods and devices described above which
incorporate the presént invention will be apparent to those skilled in the art. The invention is
accordingly defined by the following claims, with equivalents of the claims to be included
therein.
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LA P S e T

That Which is Claimed is:
1. An apparatus for performing a biological process comprising:
(a an 'sample well for introduction and removal of a liquid biological sample;
(b)  at least one reaction chamber wherein reagents for the biological process are
affixed at discrete locations therein, said reaction chamber in fluid communication with
the sample well; N '
(c)  a pneumatic chamber in pneumatic communication with the reaction chamber and
sample well; and ' g
(d)  apneumatic port in the pneumatic chamber for connection of the apparatus to a
pneumatic aspiration/dispensing means, said aspiration/dispensing means causing the
flow of liquid biological sample between the sample well and the reaction chamber.
2. The apparatus of claim 1 wherein said apparatus is elongate in shape with the sample
well and the pneumatic port formed at opposite ends thereof, and the reaction chamber
positioned therebetween. ’
3. The apparatus of claim 1 further comprising a liquid flow control means positioned
between the sample well and the reaction chamber. -
4. The apparatus of claim 3 wherein the liquid flow control means comprises a
microchannel. o
5. The apparatus of claim 1 wherein the biological process performed has a
decontamination step to remove contaminating amplicons and a nucleic acid amplification step,
and the reagents necessary for these steps are disposed on an inner wall of the reaction chamber
at different areas such that the biological sample is subjected to the decontamination step prior
to the amplification step. ‘
6. The apparatus of claim 1 comprising two reaction chambers, a first reaction chamber in
direct fluid communication with the sample well and a second reaction chamber in indirect fluid
communication with the sample well through said first reaction chamber and in direct pneumatic
communication with the pneumatic chamber. | |
7. The apparatus of claim 14 further comprising liquid flow control means posmoned
between the sample well and the first reactlon Lhamber and the first reaction chamber and the
second reaction chamber.

8. The apparatus of claim 15 wherein the liquid ﬂow control means comprises a
microchannel. '
9. The apparatus of claim 20 wherein the biological process performed has a

decontamination step:to remove contaminating amplicons and a nucleic acid ampliﬁcatidn step.
and the reagents necﬁé_ssary for the decontamination step are affixed to an inner wall of the first
reaction chamber and the reagents necessafy for the nucleic acid amplification step are affixed to
an inner wall of the second reaction chamber.
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In an alternative enbodi nent there are nultiple chanbers in he a parat s
to accommpdate the respective nmultiple steps of the biol ogi c

one alternative enbodi nent adopted for use wi th biol ogical - oc l ll
i ncluding a decontam nation step _and an anplification st ep,

decontami nation area is in fluid comunication with the sarrpl e wel I and an
anplification area is in flui j th the decontam nation area.
Anpl i con decont am nati on reaggmumglmﬂumlm n the d'econt am nation area,

and nucleic acid anplification*eagentswarse present in th arBATENEat i on
ar ea. In use, a liquid sanple containing nucleic aC| d B-85Toved from
the sanple well into the decontanination area where the liquid sarrpl e

cont af,ts ﬁhe decont ami nati on reagents and

10. A method of performing a biological process comprising the steps:
(2) introducing a liquid biological sample into a sample well;
(b) moving the sample from the sample well to a reaction chamber where the sample
contacts reagents; and | : .
(c) moving the sample from the reaction chamber back to the sample well for removal
therefrom.
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arrpl icons in the sanple are degraded.”Thetiquid-sanple is then Tr'rﬂ#@djl:ﬁrf(bmv u~E'
t he decontam nation area to the anplifi ?éh Qad ea Wnere the ljiquid %eﬁtpﬂ"&ﬂ
contacts the anplification reagents an m %us generat edimthe—"

sanpl e. The liquid sanple is then di spe rrpl i fi p{f@grarea,

t hrough the decontam nation area to the vi ng W‘t‘hdraw ng
of the sanple may be carri ed out by any suitable pneumatlc nmeans. .

Once the sanple is withdrawn, the presence of anplicons in the sanple can
be detected by any suitable nmeans, such as with nucleic acid pr obes whi ch
bind to the anplicons, whi Cp‘&%ﬁ%%}:ﬂ{@gg&%&% wi th detectabl e groups
(e.g., enzynes, radioisot ordance with known

techni ques. Alternatively, the apparatus may be configured to allow

detecti on gh&pfesent invention relates to an apparatus for performing a biological process and is

particularly useful for processes which include amplicon decontamination and nucleic acid
amplification steps. The apparatus includes a sample well for introduction and removal of a
liquid biological sample, at least one reaction chamber containing dried reagents in fluid |
communication with the sample well, a pneumatic chamber in pneumatic communication with
the reaction chamber and sample well, and a pneumatic port in the pneumatic chamber for
connection of the apparatus to a pneumatic aspiration/dispensing means which causes the flow
of the liquid sample within the apparatus. | '

p2573.doc
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to be carried out in situ by inclusion of additional areas and reagents in

t he apparatus. An isonetric view of one specific enb Bﬂﬂﬁalmwd
apparatus of the present invention is shown in Figure 1. This
mul ti-chanbered enbodi nent which is shaped approxi mately as
prism and has nomi nal dinensions of about 1.370 inches in Iength,.abou
0.304 inches in width and about 0.200 inches in height. A sanmple well (11)
with a diameter of about 0.214 inches and a depth of about 0. 160 inches,
for the receipt of about 75 [err]L of the liquid biological sanple, is at
one end and is open at the top surface of the apparatus to receive the
sanple to be processed. As will be recognized by those skilled in the art,
t he di nensi ons of the apparatus need not be spesifically as set forth
above, and may be varied substantially provided-

a
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FIG-2A



that the apparatus continues to function adequately as a close pis Repiac:
for performance of the desired biological process. However, ""
gui deline for variance of the dinmensions is to naintain apprOX|

sanme rati.os between di mensions as are presented by the specified dlnen3|ons

above. At the end opposite to the sanple well (11) is a pneumatic port (12)
haV|ng a -
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diameter of approximately 0.185 inches. The pneumatic port is al so open at

the top surface of the apparatus (10). Referring to Frig umesrﬂﬁB@m muﬁ
2B, Figure 2B is a magnified, sectional view of the apparatus

'ine 2B-2B of Figure 2A Sanple well (11) is defined by walls (

and bottom (28). This sanple well (11) comrunicates with decontan1na

area (15) by a first mcrochannel (14) created by the virtual abutnent of
wal | (13) to apparatus bottom (28). The gap between wall (13) and apparat us
bottom (28), which creates the first mcrochannel (14), in this specific
enbodi nent i s about 0.006 inches in height and exists across the entire
internal width of the apparatus (10). An alternate enbodi nent of the -
apparatus has a doned :
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e
shape of an inverted "U'). Mcrochannel sizes and shap S a n-
the viscosity and surface tension of the fluid to be aned
appar at us. A decontami nation area (15) is defined by malls (13) and
(17), top (27) and apparatus bottom (28). In this specific enbodi nent of
the present ‘invention, the decontam nation area is about 0.315 inches in
| engt h, about 0. 222 |nches in width, and about 0.080 inches in height. The
decont am nati on area has a vol une of about 90 [err]L. As was discussed
above the dinensions of the decontam nation area, |ike the dinensions of
the apparatus, may be varied considerably provided that the decontan1nat|on
"step functions properly. However, a. general guideline for

—— .
__m nel wth a greater height and smaller wdth (| ThISSheet Bmane lﬂced

p]
()
-
™ ~ V4
s
/ , - )
N el il /) /N
’ 7 ==l |/
1 Ll ¥ Y4
=== g N ’
/
NF/Z A%
N
/ N /
/
/ B
N
N / For) | //
/ — /
4 \
N /
g /
- /
!\ . 4. L()
- N / -~
o0
//\f-
/
Ns
W /—\‘9_
- / / 1p)
_ /i
T o
o~ l‘\ /
N R g
Ly
.\11 /
NS AT T
=T /1 -
1}/ _
- AN Y
- Y44 l.\ /
7
|1
O / O o
\ ol
o
- L



varylng dinmensions is to maintain the ratios between di nensions which are
presented by the specified dinensions above. = . CbntalnEMSMM&mhﬂB&ﬁﬁklm
decontami nation area are the nucleic acid decontam nati on re

necessary for the decontam nation reaction. The decontan1nat| Iﬂ
(the necessary active ingredients for the decontamni nation.reac |on

descri bed above), may be those required for any suitable feans of
decont anmi nation. The decontamnination reagents may be in any suitable form
including but not limted to a solid such as a dried film Ivyophilized

pell ets or paper inpregnated with the reagent. In a preferred
enbodi nent of the present invention, the decontam nation reagents (16)
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2D- 2D of Figure 2C further shows the | ocation of dried chem cal ""lmll.l
decont am nati on reagents (16) within the area (15) and apparatu

preferred nmethod for drying the decontam nation reagents is to dry the
reagents in the presence of trehal ose as taught in United States Patent No.
4,891, 319 and Patent Cooperation Treaty International Publication No. WO
87/ 00196, both publications owned by Quadrant Bioresources Limted and both
publications incorporated herein by reference. Briefly, the preferred
drying techni que protects biological materials against denaturation during
.drying, and involves :

are di sposed upon (i.e., adhered to) the inner surface of the Read o
dried form Figure 2D, which is a nmagnified sectional view talgtgﬁlgﬁileﬂr}weénrkeﬁmed
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subj ecting an aqueous system containing the bi ol ogical naterlal to Been Ryl
t enperature above freezing in the presence of trehalose in an as e (am
bet ween about 0.05 and 20 wei ght percent based on the total- “‘““mlm\
aqueous system Trehal ose is a naturally accurring non- redUC|ng

di saccharide al so known as [err]-D- gl ucopyranosyl - a- D- gl uco- pyranosi de:

The drying in the presence of trehal ose nay be sinple air drying,
. preferably at- :
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‘at nospheric pressure. In the drying of the decontam nation aj{dm Sheet Has Been Reita::
anplification reagents, trehal ose increases chen cal stabil iLy

reagents significantly. Thus, the trehal ose technology is an exq;“"“ml" || I |II|
system for drying any reagents to be used in the apparatus.

decontam nation area (15) comrunicates with an anplification area (19) by a
second m crochannel (18) created by the virtual abutnent of wall ( 17) to

t he apparatus bottom (28). As with the first m crochannel, in this specific
enbodi mrent the gap between wall (17) and apparatus bottom (28) creates a
second mi crochannel (18) which is about 0.006 i'nches in height and exists
across the entire internal wdth of the apparatus (101?'. However, as was
true .for the first mcrochannel, an alternative enbodewent has a doned

m crochannel with a greater height '
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“and smal | er width. ~ The anplification area (19) is def| (% QX eL laced
(17) and (21), top (27) and apparatus bottom (28). As was tru
decontam nation area, in this specific enbodi nent, the anpllfl i
i's about, 0.315 inches in |length, about 0.222 i nches in wi dt h,

I nches in height and has ‘a vol une of about 90 [err]L. However, these

di nensi ons may be varied in accordance with the same guidelines set forth
above for variance of the dinensions of the decontam nation area.

Contained within the anplification area are the reagents necessary for the
anplification reaction. The anplification reagents are those active agents
required for any suitable nucleic acid
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‘anplificatibn reaction, as described above. In a preferred embodi ment  of

the present invention, the anplification nethod used is Strandhi \ laced
Amplification. The anplification reagents, |ike the decontann ‘“
reagents, may be in any suitable form including but not limte

such as a dried film |yophilized pellets, or paper inpregnated with the
reagents. The anplification reagent nmay optionally include active agents

such .as a probe necessary for detection of the anplicon to be generated, as

~ discussed above, particularly where detection is to be carried out in situ. -

- OF course, the anplification reagent need not be provided in the sane form.

as the decontam nation reagent. In a preferred enbodi ment R)f t he
present invention, the anplification reagent or reagents o~
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'(20) are disposed upon the inner surface of the top (27), in dr| d f[-?a'é Reptacs
Fi.gure 2D shows the | ocation of dried chem cal anplification r
Wi thin the chanber (19) of a preferred : ﬂw m‘mm\
- REPLACEMENT SHEET _
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7 enbodi nent. The trehal ose technol ogy preferred for drying of the

decontam nation reagents. is also preferred for drying of the is[S eplace?
reagents. The anplification area (19) conmunicates with “ \ “
‘chanber (23) by a third mcrochannel (22). created by the virtua

of wall (21) to the apparatus bottom (28) As with the first and second
~mcrochannels in this specific:enbodi ment the gap between wall (21) and
nodul e bottom (28), which creates a third m crochannel (22), is about 0.006
i neches and ' : .
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'exists across the entire internal width of the apparatus (10). The _
pneumati ¢ chanber (23) is defined by walls (21) and (26), pneu ﬂ ﬂmﬂﬂuff
(12) and apparatus bottom (28). In the preferred enbodi ment of .
invention, the pneunatic chanber is about. 0.315 inches in Iengt

0.222 inches in wdth. and as shown in Figure 2B, varies from about 0

I nches to about 0.040 inches in hei-ght. The pneunatic chanber i s about 55
[err].L in volunme. As was true for the dinensions of the decontam nation
area and the anplification area, the dinensions of the pneumatic chanber
may al so be varied in accordance with the sane guidelines set.- forth above
for variance of the dinensions of the decontam nation and anplification
areas. The pneumatic chanber (23) communicates with pneumatic port (12)
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by hole (24) and through the center of a sealing “frechani sm 25 uch as an
"O' _ping or other neans to the top surface of thﬁ;s@ﬂ@ﬁﬁa at t he _
‘pneumatlc port (12). ' The geonetric formof of Figure 1
and the materi al thé ' corrposed of generate s which

cont r-phis tidéhe FQ:P&?‘EP“E& 'BI og| cal sanple wthin the a a us I nthis

enbodi nent, all surfaces in contact withh the liquid sarrpl e have a contact
angl e bet Ween th Wat us and the liquid biological sanple of BABENT
great g&}ﬂ to 90 degrees. Having a contact angle of apQgy3.
greater than or equal to 90 degrees is often referred to as a non- wettable
surface. Liquid flow within the apparatus due to capillary and hydrostatic
forces is essentially elimnated by the non-wettable surfaces within the

apparatus combi nequutiic RemSMVBLIFICATION METHOD AND APPARATUS

Field of the Invention
The present invention relates to an apparatus useful for carrying out a biological process
such as nucleic acid amplification, and particularly relates to a unitary apparatus or module
useful for carrying out a biological process including a decontamination step in which
contaminating amplicons are removed or destroyed and an amplification step in which the
number of target nucleic acid segments is increased.

Background of the Invention
Biological processes are often utilized in clinical diagnostic assays. However, the steps

of the processes frequently are conducted in different areas of the laboratory and/or in different
vessels or containers thereby necessitating transport of biological samples and reagents and
giving rise to increased risk of contamination of other clinical samples.

This risk of contamination is of particular concern when the process includes nucleic acid
amplification reactions such as strand displacement amplification (SDA) or p_élymerase chain
reaction (PCR) which are capable of multiplying a single strand of nucleic acid (target nucleic
acid) into millions of copies (amplicons). While of tremendous potential utility in the clinical
diagnostic laboratory, nucleic acid amplification reactions can, however, easily become
contaminated with the amplification products (amplicons) of previous amplification reactions.
Such contaminating amplicons can in turn contaminate new samples entering the lab, leading to
a false pbsitive indication of the substrate to be detected in the contaminated sample (e.g., an
incorrect diagnosis).

The problem of amplicon contamination has led to the development of a number of
decontamination techniques. In order to be effective, these decontamination techniques
generally require that the decontamination step of the process occur prior to the amplification
step thereby greatly decreasing the possibility that a contaminating amplicon will be recognized
as target nucleic acid during the amplification step.

Decontamination reagents and amplification reagents are often not compatible with each
other and may require their own reaction conditions. Sometitnes, if the reagents for
decontamination and amplification are combined they inactivate each other. Furthermore,
performing the decontamination reaction in one container and transfering the decontaminated
sample to another container for amplification is not a viable option as there is a high probability
that the sample would become recontaminated during the transfer.



i ncrease Jn he| ght between the m crochannel STFLng t he reaotlon chanbers
(fromt abo h 9% rt sheet m cr ochannel as B '_‘a"F‘hches in the
chanbers i r erred enbodl nent) The -appar | g bi t s several
discrete zones Whl ch qui d. - The f b (el t he PATENT
m cr ochannphateiand 4ty eﬁ\s\eg% I on chanbers substantlal ly decreases tn,e7

trapping of air at the top of the react2on chanbers and al so insures that
the liquid sanple develops a rectilinear profile whi'ch contributes to
di screte, acc ur a[trenemdf the ﬁﬁegdxﬁg)laeﬁrﬁtcm)jdct ofihe gresedthihventibe isap paradeusethods and
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bet ween apprpedsses mtrtwa(rﬂﬁbe aludlaﬂyopxc(hﬁme The sanme ratio of length to
height is also dgsidonllojebids tﬁ@ﬁre@éﬁpln'vgntfo%tr& fprRViE techniques for carrying out

biological processes Wthh include decdntarmnatlon and amphhcatlon of nucleic acid samples in
which necessary reagents are contained in a single apparatus.

A still further object of the present invention is to provide an apparatus. in the form of a
single unitary module, which can be used to expedite biological processes which include nucleic
acid decontamination and amplification reactions.

Summary of the Invention

In order to address problems associated with contamination of samples, reagents, and
products of biological processes, the present invention relates to an apparatus for performing a
biological process, which includes: (a) a sample well for introduction and removal of a liquid
biological sample; (b) at least one reaction chamber in fluid communication with the sample well,
(c) a pneumatic chamber in ppeumatic communication with the reaction chamber and sample
well; and (d) a pneumatic port in the pneumatic chamber for connection of the apparatus to an
pneumatic aspiration/pneumatic dispensing means which causes the flow of liquid biological
sample between the sample well and the reaction chamber. The apparatus is generally elongate
in shape with the sample well and pneumatic port at oppesite ends and the reaction chamber
therebetween. Reagents necessary for the biological process are affixed to separate, discrete
locations within the reaction chamber. .

Brief Description of the Drawings
The various objects, advantages and novel features of the invention will be more readily
appreciated from the following detailed description when read in conjunction with the appended
figures, in which:

Figure 1 is an isometric view of one embodiment of the apparatus of the present
invention; _

Figure 2A is a top plan view of the apparatus of Fig 1;

Figure 2B is a side sectional view of the apparatus of Fig. 2A taken at line 2B-2B of Fig.
2A,
Figure 2C is a side view of the apparatus of Fig. 1;
Figure 2D is a bottom sectional view of the apparatus of Fig. 2C taken at line 2D-2D of

Fig. 2C;
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Figure 2E is a side sectional view essentlally like Fig. 2B and detailing length (L) and
height (H); .

Figure 2F is a side sectional view of an apparatus essentially like Fig 2B. and illustrating
the module during operation on a heater platen in cooperation with a pipette as an
aspiration/dispensing means; _

Figures 3A-3E are a series of side sectional views taken at line 2B-2B of Figure ZA
showing 'liquid nucleic acid sample, and the flow of the liquid nucleic acid sample from the
sample well to the decontamination area;

Figures 4A-4E are a series of side sectional views similar to Figures 3A-3E, showing the
flow of the liquid nucleic acid sample from the decontamination area to the amplification area,
and '

Figures 5A-5E are a series of side sectional views similar to Figures 3A-3E, depicting
the reverse of the flow of the amplified liquid nucleic acid sample from the amplification area
back through the decontamination area to the sample well;

Figure 6 is an isometric view of another embodiment of the apparatus of the present
invention;

Figure 7 is a top plan view of the apparatus of Figure 6;

Figure 8 is a side sectional view of the apparatus of Figure 6 taken at line 8-8 of Figure
6; _

Figures 9-12 are a series of side sectional views taken at line 8-8 of Figure 6 showing
liquid nucleic acid sample, and flow of the liquid nucleic acid sample from the sample well to the
decontamination area, and then from the decontamination area to the amplification area;

Figure 13 is an isometric view of another embodiment of the apparatus of the present
invention;

Figure 14 is a top plan view of the apparatus of Figure 13;

Figure 15 is a side sectional view of the apparatus of Figure 13 taken at line 15-15 of
Figure 13; and

Figures 16-18 are a series of side sectional views taken at line 15-15 of Figure 13
showing liquid nucleic acid sample, and the flow of the liquid nucleic acid sample from the
sample well to the decontamination area, and from the decontamination area to the amplification
area.

Detailed Description of the Invention

As noted above, the present invention provides methods and apparatus for carrying out a
biological process . In overview, one embodiment of the present invention provides for an
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apparatus which has a sample well, and at least one chamber formed therein. The chamber is in
fluid communication with the sample well" The steps of the biological process may be '
performed at different sites or areas within the chamber.

In an alternative embodiment there are multiple chambers in the apparatus to
accommodate the respective multiple steps of the biological process. In one alternative
embodiment adopted for use with biologicai process including a decontamination step and an
amplification step, a decontamination area is in fluid communication with the sarriple'well and an
amplification area is in fluid communication with the decontamination area. Amplicon
decontamination reagents are present in the decontamination area, and nucleic acid amplification
reagents are present in the amplification area. '

In use, a liquid sample containing nucleic acid is moved from the sample well into the
decontamination area where the liquid sample contacts the decontamination reagents and
amplicons in the sample are degraded. The liquid sample is then moved from the
decontamination area to the amplification area where the liquid sample contacts the amplification
reagents and amplicons are thus generated in the sample. The liquid sample is then dispensed
from the amplification area, through the decontamination area to the sample well. Moving and
withdrawing of the sample may be carried out by any suitable pneumatic means.

Once the sample is withdrawn, the presence of amplicons in the sample can be detected
by any suitable means, such as with nucleic acid probes which bind to the amplicons, which
probes are labeled with detectable groups (e.g., enzymes, radioisotopes, etc.), all in accordance
with known techniques. Alternatively, the apparatus may be configured to allow detection steps
to be carried out in situ by inclusion of additional areas and reagenfs in the apparatus.

An isometric view of one specific embodiment of the apparatus of the present invention
is shown in Figure 1. This is a multi-chambered embodiment which is shaped approximately as
a rectangular prism, and has nominal dimensions of about 1.370 inches in length, about 0.304
inches in width and about 0.200 inches in height. A sample well (11) with a diameter of about

'0.214 inches and a depth of about 0.160 inches, for the receipt of about 75 uL of the liquid
biological sample, is at one end and is open at the top surface of the apparatus to receive the
sample to be processed. As will be recognized by those skilled in the art, the dimensions of the
apparatus need not be specifically as set forth above, and may be varied substantially provided
that the apparatus continues to function adequately as a closed apparatus for performance of the
desired biological process. However, a general guideline for variance of the dimensions is to
maintain approximately the same ratios between dimensions as are presented by the specified
dimensions above. At the end opposite to the sample well (11) is 2 pneumatic port (12) having a



The form(length > height) and location of the- m _crochannel s functlon to

reduce evaporative loss of the I'iquid biological sarrpl e cRepRBdand 2F
show the form and | ocation .of the m crochannels (17 nd their
relation to the [i cft ERget. here shown |nt ion area
(15). In thist s%&%ﬁgﬁﬁgﬁ{e m crochannel s have a h out 0.006

i nches forned by their respective walls (°213). (17). ( 21) . These wal | s have
8 Bgiockness cb€ﬁn5| on of abogés_o 040 inches but can vary between about

and about 0. 060} gnddksiB3¥he ni crochannel's (14), (18), (22) phhengf ore
exhibit a length that | S greater than their height. This ratio (
reduces the rate of evaporation of the liquid sanple out of either the _
decontam nation area (15) or the anplification area (19). The m crochannel
| ocat i on, diatnetehef approximately 0.185 inches. The pneumatic port is also open at the top surface of

the apparatus (10). .

Referring to Figures 2A and 2B, Figure 2B is a magnified, sectional view of the
apparatus (10) taken at line 2B-2B of Figure 2A  Sample well (11) is defined by walls (29) and
(13) and bottom (28). This sample well (11) communicates with decontamination area (15) by a
tirst microchannel (14) created by the virtual abutment of wall (13) to apparatus bottom (28).
The gap between wall (13) and apparatus bottom (28), which creates the first microchannel
(14), in this specific embodiment is about 0.006 inches in height and exists across the entire
internal width of the apparatus (10). An alternate embodiment of the apparatus has a domed
microchannel with a greater height and smaller width (i.e. generally, the shape of an inverted
"U"). Microchannel sizes and shapes are dependent on the viscosity and surface tension of the
fluid to be moved through the apparatus.

A decontamination area (15) is defined by walls (13) and (17), top (27) and apparatus
bottom (28). In this specific embodiment of the present invention, the decontamination area is
about 0.315 inches in length, about 0.222 inches in width, and about 0.080 inches in height. The
decontamination area has a volume of about 90 uL. As was discussed above, the dimensions of
the decontamination area, like the dimensions of the apparatus, may be varied considerably

~ provided that the decontamination step functions properly. However, a general guideline for
varying dimensions is to maintain the ratios between dimensions which are presented by the
specified dimensions above,

Contained within the decontamination area are the nucleic acid decontamination reagents
necessary for the decontamination reaction. The decontamination reagents, (the necessary
active ingredients for the decontamination reaction as described above), may be those required
for any suitable means of decontamination. The decontamination reagents may be in any
suitable form, including but not limited to a solid such as a dried film, lyophilized peliets or
paper impregnated with the reagent.

In a preferred embodiment of the present invention, the decontamination reagents (16)
are disposed upon (i.e., adhered to) the inner surface of the top (27), in dried form. Figure 2D,
which is a magnified sectional view taken at line 2D-2D of Figure 2C further shows the location
of dried chemical decontamination reagents (16) within the area (15) and apparatus (10). The
preferred method for drying the decontamination reagents is to dry the reagents in the presence
of trehalose as taught in United States Patent No. 4,891,319 and Patent Cooperation Treaty
International Publication No. WO 87/00196, both publications owned by Quadrant Bioresources
Limited and both publications incorporated herein by reference. Briefly, the preferred drying

technique protects biological materials against denaturation during drying, and involves

-2



bottom of the decontam nation .area (15) and the anplifi caLi—ea—mar‘('l%
further reduces the rate of evaporation of the liquid sarrpl e

second enbodi nent of the apparatus of the present Thig$ ovvn |n
isometric .viewin Figure 6. ‘As with the first. eribo i nvention,
this second enbodi nment |s a gH { Lhedthanber ed enbodl haped

appr oxi mat el y 1&gs fshhed’leﬁ prism and %as nonminal  di rrenS| ons whi.ch are
the sane as those for the f|r t enbodi ment. The fanple well (21 1)- al so has
simlar dianmeters and v rfﬁQés that in the first enbodi nent andpAFEMNsEd
for the same puaisse “A he opposite end of the sanple well (21pbksts a
pneumatic port (212) with a simlar dianmeter to that of the first

embodi ment of the invention. _ o . .
subjecting an aqueous system containing the biological material to a temperature above freezing

in the presence of trehalose in an amourtt between about 0.05 and 20 weight percent based on
the total weight of the aqueous system. Trehalose is a naturally occurring non-reducing
disaccharide also known as a-D-glucopyranosyl-a-D-gluco-pyranoside.

The drying in the presence of trehalose may be simple air drying, preferably at
atmospheric pressure. In the drying of the decontamination and amplification reagents, trehalose
increases chemical stability of the reagents significantly. Thus, the trehalose technology is an
excellent systém for drying any reagents to be used in the apparatus.

The decontamination area (15) communicates with an amplification area (19) by a
second microchannel (18) created by the virtual abutment of wall (17) to the apparatus bottom
(28). As with the first microchannel, in this specific embodiment the gap between wall (17) and
apparatus bottom (28) creates a second microchannel (18) which is about 0.006 inches in height
and exists across the entire internal width of the apparatus (10). However, as was true for the
first microchannel, -an alternative embodiment has a domed microchannel with a greater height
and smaller width.

The amplification area (19) is defined by walls (17) and (21), top (27) and apparatus
bottom (28). As was true for the decontamination area, in this specific embodiment, thq
amplification area is about 0.315 inches in length, about 0.222 inches in width, about 0.080
inches in height and has a volume of about 90 uL. However, these dimensions may be varied in
accordance with the same guidelines set forth above for variance of the dimensions of the
decontamination area.

Contained within the amplification area are the reagents necessary for the amplification
reaction. The amplification reagents are those active agents required for any suitable nucleic acid
amplification reaction, as described above. In a preferred embodiment of the present invention,
the amplification method used is Strand Displacement Amplification. The amplification
reagents, like the decontamination reagents, may be in any suitable form, including but not
limited to a solid such as a dried film, lyophilized pellets, or paper impregnated with the
reagents. The amplification reagent may optionally include active agents such as a probe
necessary for detection of the amplicon to be generated, as discussed above, particularly where
detection is to be carried out in situ. Of course, the amplification reagent need not be provided
in the same form as the decontamination reagent.

In a preferred embodiment of the present invention, the amplification reagent or reagents
(20) are disposed upon the inner surface of the top (27), in dried form. Figure 2D shows the
location of dried chemical amplification reagents (20) within the chamber (19) of a preferred
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and module bottom (28), which creates a third microchannel (22), is about 0.006 inches and
exists across the entire internal width of the apparatus (10).

The pneumatic chamber (23) is defined by walls (21) and (26), pneumatic port (12) and
apparatus bottom (28). In the preferred embodiment of the present invention, the pneumatic
chambler' is about 0.315 inches in length, about 0.222 inches in width. and as shown in Figure
2B, varies from about 0.080 inches to about 0.040 inches in height. The pneumatic chamber is
about 55 uL in volume. As was true for the dimensions of the decontamination area and the
amplification area, the dimensfons of the pneumatic chamber may also be varied in accordance
with the same guidelines set forth above for variance of the dimensions of the decontamination
and amplification areas. The pneumatic chamber (23) communicates with pneumatic port (12)
‘by hole (24) and through the center of a sealing mechanism (25) such as an "O" ring or other
means to the top surface of the apparatus (10) at the pneumatic port (12).

The geometric form of the apparatus of Figure 1 and the material that it is composed of
generate intrinsic forces which control the liquid biological sample within the apparatus. In this
embodiment, all surfaces in contact with the liquid sample-have a contact angle between the
apparatus and the liquid biological sample of about greater than or equal to 90 degrees. Having
a contact angle of about greater than or equal to 90 degrees is often referred to as a non-
wettable surface. Liquid flow within the apparatus due to capillary and hydrostatic forces is
essentially eliminated by the non-wettable surfaces within the apparatus combined with the sharp
increase in height between the microchannels and the reaction chambers (from about 0.006
inches in the microchannel to about 0.080 inches in the chambers in a preferred embodiment).
The apparatus thus exhibits several discrete zones which trap liquid.

The form factor of the microchannels and the reaction chambers substantially decreases
the trapping of air at the top of the reaction chambers and also insures that the liquid sample
develops a rectilinear profile which contributes to discrete, accurate and predictable positioning
within the apparatus. Referring to Figure 2E, the length (L) between wall (13) and wall (17) of
the decontamination area (15), should be greater than the height (H) between apparatus bottom
(28) and top (27). The same ratio of length to height is also desirable for the amplification area
(19). This form factor (L>H), insures that air is not trapped at the top of the decontamination
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arca (15) or amplification area (19) and tberefore the various reagents in these chambers are
fuily exposed to the liquid sample. . |

The form (length > height) and location of the microchannels function to reduce
evaporative loss of the liquid biological sample Figures 2B and 2F show the form and location
of the microchannels (14), (18), (22) and their relation to the liquid sample (34), here shown in
the decontamination area (15). In this embodiment the microchannels have a height of about
0.006 inches formed by their respective walls (13). (17). (21). These walls have a thickness
dimension of about 0.040 inches but can vary between about 0.030 and about 0.060 inches. The
microchannels (14), (18), (22) therefore exhibit a length that is greater than their height. This
ratio (L>H) reduces the rate of evaporation of the liquid sample out of either the
decontamination area (15) or the amplification area (19). The microchannel location, at the
bottom of the decontamination area (15) and the amplification area (19), further reduces the rate
of evaporation of the liquid sample.

A second embodiment of the apparatus of the present invention is shown in isometric
view in Figure 6. As with the first embodiment of the invention, this second embodiment is a
multi-chambered embodiment which is shaped approximately as a rectangular prism and has
nominal dimensions which are the same as those for the first embodiment. The sample well
(211) also has similar diameters and volume as that in the first embodiment and is used for the
same purpose. At the opposite end of the sample well (211) is a pneumatic port (212) with a
similar diameter to that of the first embodiment of the invention.

The primary difference between the first and second embodiments of the present
invention can be seen in Figure 7, which shows an increased radius for the corners of the
decontamination area (215) and the amplification area (219). As can be seen in Figure 7, all of

" the interior corners of the decontamination area (216) have an increased radius and the corners
of the amplification area (219) which are closest to the decontamination area have an increased
radius. An increase in the radius of the corners improves the fluid flow from one area to another
in the apparatus. Optimally, the fluid flows as an undivided unit from one area to another within
the apparatus as shown in Figures 9-11. It was found that the increase in radius of the corners
improved this fluid flow feature. The degree of radiusing is that which is sufficient to permit the
fluid to move from those corners with the bulk of the liquid sample. Optimal radiusing is about
a 0.040 inch radius. In contrast, the radiusing of the corner of the first embodiment is about
0.015 inch. . o

Another feature which improved the fluid flow from one area of the apparatus to another
was the use of the domed microchannel with a greater height and smaller width. This channel
configuration is utilized between the sample well (211) and the decontamination area (215) as



S | (1]
Date: 40 JIL B _ .

P-2573

well as between the decontamination area (215) and the amplification area (219). Since the fluid
does not flow between the amplification-area (219) and the pneumatic chamber (223), the
microchannel between these two areas of the apparatus need not be domed.

The other features of this second embodiment of the invention are very similar if not
virtually identical to the features of the first embodiment of the invention. Similarly, the
dimensions of various aspects of this second embodiment of the invention are again very similar
in not virtually identical to the dimensions of the first embodiment. Also. the reagents used for
decontamination and amplification are disposed upon the inner surface of the top (227) of the
apparatus in dried form. .

A third embodiment of the present invention is shown in isometric view in Figure 13.
The distinguishing feature of this embodiment of the invention is that there is no wall or
microchannel between the decontamination area (315) and the amplification area (319) of the
apparatus. As shown in Figures 16-18, it was found that the liquid sample could be moved from
one area to another within the chamber as a single undivided unit. Thus, decontamination
reagents are disposed upon the top (327) of the apparatus in an area closer to the sample well,
while amplification reagents are disposed upon the top (327) of the apparatus in an area which is
more removed from the sample well (311) and closer to the pneumatic port (312). Again, in_
order to optimize the flow of liquid sample as a undivided unit in the chamber, the interior
corners of the chamber closest to the sample well (311) are radiused as they were in the second
embodiment of the present invention. As with the second embodiment of the invention, the
degree of curvature of the radiused corners must be sufficient to permit the fluid to move from
those corners with the bulk of the sample as pneumatic pressure is applied to the liquid sample.
Thus, it is found that the optimal radiusing of corners is about 0.040 inch. As with'the second
embodiment of the invention, the third embodiment of the invention has very similar if not
virtually identical features and dimensions to the first embodiment of the invention other than the
absence of the wall and microchannel between the decontamination area (315) and the

"amplification area (319) of the apparatus.

The apparatus of the present invention may be conveniently constructed of any suitable
plastic and by any suitable plastic processing method, either as a single part or as multiple parts
for subsequent assembly. Such materials and methods include but are not limited to
thermoplastic polymers molded using conventional molding techniques such as injection
molding. Exemplary thermoplastic polymers include polypropylenes, polymethylpentene, and
copolymers and mixtures thereof, | |

The apparatus of the present invention is preferably produced from polypropylene plastic
injection molded to form two parts: apparatus top and apparatus bottom (28). The apparatus
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top is inverted and reagents necessary for ampliticatton (20) and decontamination ( 16) are dried
as films onto the inner top surface of thé'ahpliﬁcmmn area (19) and decontamination area (135),
respectively. Subsequently, the apparatus bottom 128) is ultrasonically welded onto the
apparatus top, forming a single unit.

The apparatus of the present invention allows different thermal environments to exist
therewithin, thereby peﬁﬁtting the use of reagents requiring different reaction temperatures. The
apparatus may be positioned upon a heating platen (42) during the entire time of its operation.
This heating platen can be controlled to any suitable temperature, typically 20°C-100°C.
Depending upon the actual reagents, the decontamination reaction may require a temperature
that would destroy the amplification reagents in the ampliﬁcatioh area. As shown in Figure 2F
(which depicts a multiple chamber embodiment during the decontamination reaction), the
heating platen (42) is in direct contact with the apparatus bottom (28), which is in direct contact
with liquid sample (34). After a suitable period of time, the liquid sample (34) will reach thermal
equilibrium and be approximately similar in temperature to the temperature of the heating platen
(42). During this time, however, the amplification area (19) is not filled with the liquid sample
but with air. Air has a thermal conductivity that is about 25 times lower than the liquid sample.
For this reason the air in the amplification area acts as a thermal insulator between the apparatus
bottom (28) and the amplification reagents (20). This prevents the amplification reagents (20)
from being exposed to a temperature which could destroy them. After the decontamination
reaction is completed, the temperature of the heating platen (42) can be changed to one which is
compatible with the amplification reagents, and the liquid sample (34), after equilibrating to this
new temperature, can be moved into the amplification area (19) by pipette (31) or other suitable
pneumatic means or aspirating/dispensing means which may be operated manually or by
robotics. The reverse of the above description, in which the decontamination reagents cannot
withstand a temperature that the amplification reagents require, is also accommodated by the
present invention. Furthermore, these same thermal principles are applicable to a single chamber
embodiment where liquid is present in one area of the chamber and air is in the other areas of the
chamber. '

In the present invention, the liquid sample is confined in the chamber or chambers such
that there is preferably no head space. Head space refers to the space filled with air above a
liquid in a container. Head space is often not desirable in systems that require a liquid to
undergo a chemical reaction at a uniform temperature, as the head space allows a portion of the
liquid to condense on the walls and top of the container and to exist at a different temperature
than the bulk of the liquid. By being at a different temperature, some chemical reactions are not
completed properly. In the case of the amplification of a liquid sample, this usually means
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reduced amplification. As shown in Figure 2F. the liquid sample (34) fully contacts the top of

the decontamination area and has virtually'no head space. Similarly, in a preferred embodiment
the liquid sample fully contacts the top of the amplification area.

When used for the performance of biological processes including an amplification step,
one of the primary functions of the apparatus is to provide an environment which is free of
contaminating amplicons. In addition to liquid nucleic acid samples that contain contaminating
nucleic acids, contact of a sample with contaminated items is a major mode of amplicon
contamination. In a laboratory that is performing nucleic acid amplification, everything is a
potential means of amplicon contamination. The apparatus physically isolates the amplification
environment within the amplification area. The design of the apparatus contains no moving
parts that could be opened at anytime, and therefore never exposes the amplification area to the
amplicon contaminated external environment. Internal contact of the sample within the
amplification area is prevented by the decontamination area (15) and pneumatic chamber (23) on
either side, and by their microchannel access. )

The air flow through the apparatus of the present invention is designed to minimize
aerosol amplicon contamination caused by the pipette or other pneumatic means. During the
various stages before amplification the pipette only moves air from the apparatus. The pipette
does not dispense air into the apparatus. In this way, amplicons which may be contaminating the -
pipette are drawn away from the amplification area. |

Once amplification has occurred, the direction of air flow is reversed. Now the pipette
only dispenses air into the apparatus. In this way, amplicons in the amplification area flow away
from the pipette, reducing the possibility of aerosol amplicon contamination of the pipette. The
amplified liquid sample is returned to the sample well (11) of the apparatus and can be removed
for subsequent nucleic acid probe assay.

The specific form factor of the apparatus of the present invention allows an array of
apparati to be reacted simultaneously, and their final amplified output can be automatically trans-
ferred to a nucleic acid probe assay without operator intervention.

The flow of the liquid nucleic acid sample within the first embodiment of apparatus (e.g.
Figures 1 and 2) is shown in Figures 3A-3E, Figures 4A-4E, and Figures SA-SE. However,
the same principles and descriptions of the flow are substantially similar for the other illustrated
embodiments of the present invention.

Figure 3A shows the initial empty state of the apparatus. (For reasons of clarity, the
heater platen, upon which the module is positioned during typical operation, is deleted in these
figures. Refer to Figure 2F to see the apparatus in a view representative of typical operation
including the heating platen (42)).
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Figure 3C shows the liquid _sarﬁpie' as it is being initially aspirated by the pipette into the
decontamination area of the apparatus. The spherical profile (32) of the liquid sample is
generated by the surface tension of the film in conjunction with the perpendicular walls.

Figure 3D shows the liquid sample being aspirated still further into the decontamination
area.

lFigure 3E shows the liquid sample (34) fully positioned within the decontamination
area. The reagents are completely contacted (covered) by the liquid sample and both profiles of
the liquid surface tenston films are rectilinear.

Figure 4A shows the liquid sample (34) during decontamination. The pipette has been
disengaged from the apparatus and is not needed until decontamination is completed and
movement of the liquid sample to the next area is required. Alternatively, the pipette need not
be disengaged provided that aspiration does not take place until decontamination is completed.

Figures 4B-4E show the return of the engagement of the pipette to the apparatus and
the movement of the liquid sample (34) from the decontamination area into the amplification
area.

Figure SA shows the liquid sample (34) during amgplification. Again the pipette has
disengaged from the apparatus and is not needed until amplification is completed and movement
of the liquid sample is required. However, as with the decontamination step, the pipette need
not be disengaged provided that pneumatic dispensing does not take place until amplification is
completed.

Figures 5B-5SE show the return of the engagement of the pipette (31) to the apparatus
and the reversal of the movement of the liquid sample (34) back through the decontamination
area to the sample well. The reversal of flow is achieved through the dispensing of air by the
pipette into the apparatus. In the preferred embodiment, in order to move the amplified sample
all the way back to the sample well, the pipette would dispense a volume of air equal to or
greater than the total volume of the decontamination and amplification areas combined, or in the
specifically exemplified embodiment, about greater than or equal to 180 uL. Typically this
volume might be 200 pL.

In general, the liquid sample employed in the present invention will be an aqueous
preparation containing the target nucleic acid (i.e., ribonucleic acid (RNA), deoxyribonucleic
acid (DNA)) and any contaminating amplicons, with either (or both) the target nucleic acid and
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the amplicons in single-stranded form. For example. the target nucleic acid may comprise
randomly sheared genomic DNA fragments. The preparation will be in a form suitable for use in
a nucleic acid amplification procedure, in accordance with known techniques. Target nucleic
acid will typically comprise nucleic acid fragments of trom about 5,000 nucleotides in length to
about 200,000 nucleotides in length (with lengths representing an average of the lengths found
in the preparation). Within the target nucleic acid is the sequence of interest to be amplified

The sequences for amplification can range from as few as ten base pairs to several thousand,
with base pairs of about 15 to about 200 preferred.

The length of amplicons to be degraded by the method of the present invention will vary
depending upon the particular nucleic acid amplification method by which the amplicons are
produced, but will usually be at least about 25 nucleotides in length, and typically will be not
more than about 2,000 nucleotides in length. When the amplicons are produced by Strand
Displacement Amplification (SDA), they will typically be not more than about 200 nucleotides in
length, ' '

Decontamination to remove contaminating amplicons in a sample containing target
nucleic acid sequence may be carried out by any' suitable means, including using double strand
specific exonucleases and single strand specific exonucleases. Hence, decontamination reagents
may contain one or more single strand or double strand specific exonuclease. For example, R.
Griffis, PCT Application WO 91/00363 (published 10 January 1991) discloses a method of
decontaminating a PCR reaction product with a 5' lambda exonuclease. Similarly, Y. S. Zhu et
al., Nucleic Acids Res. 19, 2511 (1991), disclose the use of exonuclease III for removing
amplicons from a PCR reaction product. Both the lambda exonuclease and exonuclease III are
double-strand specific exonucleases. Any single strand-specific exonuclease can be employed in
carrying out the present invention so long as it is capable of degrading the amplicons. Examples
of suitable single-strand specific exonucleases include, but are not limited to, exonuciease VII
(see, e.g., J. Chase and C. Richardson, J. Biol. Chem. 249, 4545-4552 (1974); J. Chase and C.
Richardson, J. Biol. Chem. 249, 4553-4561 (1974)), exonuclease I (see, e.g., R. Brody.
Biochemistry 30, 7072-7080 (1991)), Pfu DNA polymerase from Pyrococcus furiosus
(Stratagene, Lajolla, CA), DNA polymerase I from Escherichia coli. klenow fragment from
DNA polymerase I of E. coli, T7 DNA polymerase, T4 DNA polymerase, spleen exonuclease
(J. Biol. Chem. 253: 424 (1978), TS5 D15 Exonuclease (Nucleic Acids Research 19:4127
(1991), "Vent" DNA polymerase from Thermocuccus litoralis (New England Biolabs, Beverly,
MA), and DNA polymerases which have 3'-5' exonuclease activity. DNA polymerases having
3'-5' exonuclease activity employed in carrying out the invention should be capable of degrading
phosphorothioate linkages if the amplicons to be degraded are the products of SDA. See
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generally F. Eckstein. Ann. Rev. Biochem. 54, 367-402 (1985)(3'-5' exonuclease activity of T4
DNA polymerase can cleave phosphorofhfoate DNA but that from £. coli DNA polymerase |
can not). It will be appreciated that the exonuclease need only degrade the amplicons
sufficiently so that the amplicons will not serve as a substrate for a subsequent nucleic acid
amplification reaction (i.e., produce a false positive result from a nucleic acid preparation which
would not otherwise serve as a substrate for the amplification reaction but for contamination by
the amplicons).

Alternatively, the decontamination step of the process may be performed using the
techniques taught in U.S. Patent No. 5,035.996 or published European Patent Application No.0
415 755 A2, both of which are incorporated herein by reference. These patent publications are
owned by Life Technologies Inc. and describe decontamination techniques wherein one of the
four normal ribonucleotides or deoxyribonucleotides used in the amplification procedure is
replaced with an exo-sample nucleotide. - Then, after amplification, any amplicons which may
contaminate another sample are subjected to a physical, chemical, enzymatic, or biological
treatment to render the amplicons containing the exo-sample nucleotide substantially
unamplifiable. A preferred exo-sample nucleotide is deoxyuridine (dUTP) when the target
nucleic acid is DNA. When dUTP is utilized as the exo-sample nucleotide, the contaminating -
amplicons are subjected to enzymatic treatment with uracil DNA glycosyl-ase (UDG) to render
the amplicons unamplifiable. '

Amplification of a selected, or target, nucleic acid sequence may be carried out by any
suitable means. See generally D. Kwoh and T. Kwoh, Am. Biotechnol. Lab. 8, 14-25 (1990).
Examples of suitable amplification techniques include, but are not limited to, polymerase chain
reaction (PCR), ligase chain reaction (LCR), Strand Displacement Amplification (SDA),
transcription-based amplification (see D. Kwoh et al., Proc. Natl. Acad Sci. U/SA 86, 1173-1177
(1989)), self-sustained sequence replication (or "3SR")(see J. Guatelli et al., Proc. Natl. Acad.
Sci. USA 87, 1874-1878 (1990)), the QB replicase system (see P. Lizardi et al., BioTechnology

" 6, 1197-1202 (1988)), nucleic acid sequence-based amplification (or "NASBA")(see¢ R. Lewis,
Genetic Engineering News 12 (9), 1 (1992)), the repair chain reaction (or "RCR")(se¢ R. Lewis,
supra), and boomerang DNA amplification (or "BDA")(see R. Lewis, supra). Strand
Displacement Amplification (or "SDA"), is preferred.

Strand Displacement Amplification may be carried out in accordance with known
techniques. See generally G. Walker et al., Proc. Natl. Acad. Sci. USA 89, 392-396 (1992); G.
Walker et al., Nucleic Acids Res. 20, 1691-1696 (1992). For example, SDA may be carried out
with a single amplification primer or a pair of amplification primers, with exponential
amplification being achieved with the latter. In general, SDA amplification primers comprise, in
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the 5' to 3' direction, a flanking sequence (the DN A sequencé of which is noncritical). a
restriction site for the restriction enzymé-e'mpioyed in the reaction, and an oligonucleotide

- sequence which hybridizes to the target sequence to be amplified and/or detected. The flanking
sequence, which serves to facilitate binding of the restriction enzyme to the recognition site and
provides a DNA polymerase priming site after the restriction site has been nicked, is preferably
about 15 to 20 nucleotides in length; the restriction site is functional in the SDA reaction (i.e.,
phosphorothioate linkages incorporated into the primer strand do not inhibit subsequent nicking-
-a condition which may be satisfied through use of a nonpalindromic recognition site). the
oligonucleotide probe portion is preferably about 13 to 15 nucleotides in length.

SDA is carried out with a single amplification primer as follows: a restriction fragment
(preferably about 50 to 100 nucleotides in length and preferably of low GC content) containing
the sequence to be detected is prepared by digesting a DNA sample with one or more restriction
enzymes, the SDA amplification primer is added to a reaction mixture containing the restriction
fragment so that a duplex between the restriction fragment and the amplification primer is
formed with a 5' overhang at each end, a restriction enzyme which binds to the restriction site on
the amplification probe (e.g., Hincll) is added to the reaction mixture, an exonuclease deficient
DNA polymerase (e.g., an exonuclease deficient form of E. coli DNA polymerase I, see V.
Derbyshire, Science 240, 199-201 (1988)) is added to the reaction mixture, and three dNTPs
and one dNTP[S], with the INTP[S] selected so that a phosphorothioate linkage is incorporated
into the primer strand at the restriction site for the particular restriction enzyme employed (e.£.,
dGTP, dCTP, dTTP, and dATP[S] when the restriction enzyme is Hincll) are added to the
reaction mixture. The DNA polymerase extends the 3' ends of the duplex with the dNTPs to
form a downstream complement of the target strand. The restriction enzyme nicks the
restriction site on the amplification primer, and the DNA polymerase extends the 3' end of the
amplification primer at the nick to displace the previously formed downstream complement of
the target strand. The process is inherently repetitive because the restriction enzyme
continuously nicks new complementary strands as they are formed from the restriction site, and
the DNA polymerase continuously forms new complementary strands from the nicked restriction
site.

SDA can also be carried out with a pair of primers on a double stranded target DNA
sequence, with the second primer binding to the 3' end of the complementary strand. so that two
sets of repetitive reactions are oécurring simultaneously, with the process proceeding
exponentially because the products of one set of reactions serve as a target for the amplification
primer in the other set of reactions. '
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reaction can be eliminated by exploiting‘th'e strand displacing activity of the DNA polymerase
and adding a pair of "bumper" primers which bind to the substrate at a flanking position 5' to the
position at which each amplification primer binds. Each bumper primer extension product
displaces the cdrresponding amplification primer extension product. Amplification primers,
which are present in excess, then bind to the displaced primer extension products, and upon
extension, a double-stranded DNA fragment is formed which can then serve as a substrate for
exponential SDA with that pair of amplification primers.

Polymerase chain reaction (PCR) may also be carried out in accordance with known
techniques. See, e.g., U.S. Patents Nos. 4,683,195; 4,683,202; 4,800,159; and 4,965,188 (the
disclosure of all U.S. Patent references cited herein are to be incorporated herein by reference).
In general, PCR involves, first, treating a nucleic acid sample (e.g., in the presence of a heat
stable DNA polymerase) with one oligonucleotide primer for each strand of the specific
séquence to be detected under hybridizing conditions so that an extension product of each
primer is synthesized which is complementary to each nucleic acid strand, with the primers
sufficiently complementary to each strand of the specific sequence to hybridize therewith so that
the extension product synthesized from each primer, when jt is separated from its complpment.
can serve as a template for synthesis of the extension product of the other primer, and then
heating the sample to separate the primer extension products from their templates if the
sequence or sequences to be detected are present. These steps are continued cyclically,
preferably in a thermal cycler, until the desired degree of amplification is obtained. Detection.of
the amplified sequence may be carried out by adding to the reaction product an oligonucleotide
probe capable of hybridizing to the reaction product (e.g., an oligonucleotide probe of the .
present invention), the probe carrying a detectable label, and then detecting the label in
accordance with known techniques. :

Ligase chain reaction (LCR) is also carried out in accordance with known techniques.
See, e.g., R. Weiss, Science 254, 1292 (1991). In general, the reaction is carried out with two
pairs of oligonucleotide probes: one pair binds to one strand of the sequence to be detected, the
othér pair binds to the other strand of the sequence to be detected. Each pair together
completely overlaps the strand to which it corresponds. The reaction is carried out by, first,
denaturing (e.g., separating) the strands of the sequence to be detected, then reacting the strands
with the two pairs of oligonucleotide probes in the presence of a heat stable ligase so that each
pair of oligonucleotide probes is ligated together, then separating the reaction product, and then
cyclically repeating the process until the sequence has been amplified to the desired degree.
Detection may then be carried out in like manner as described above with respect to PCR.



heating platen (42) is in direct contact wth the appar tus bottom (28),
which is in direct cont ai:t ew chedui d sanp as aseds i t abl e period
‘of tinme, the Ifygisitheat@®CC3) "Will reach t H IIH [ ri umand be :
approximately simlar in-‘t rature to the t he hpATERNT

pl aten (42). Duri ngfqi JULi%™ however, the anplification area (g3k75§S not
filled with t hBal%qu sanple but with a7r. Air has a thernmal conductivity
that is about 25 times lower than the liquid sanple. For this reason the
air in the anplThé foregdingnis dlusaatietof tixspresenhmwenttion| arslil aboro beetonsteyedt dsdimit-
appar at us. anpl ificat] Sl Hod O nts
the anpli fqggé{r?{);@h gg@a%eg‘ﬁ?ssﬁ%g&?%r% r%t’%s inlhegﬁoed;?%gggg‘%?eé %Q%rgﬁgglr)éa\{e&?g&\?mi ch
coul d destincospordtethe pa¢sent invéntion adibbe spriarent tovhosesidiiddgn thesart dig|iteaton She

t enper at up &.,pfind i Qefitfed bl Ik RUIGWEHS c(azi_lx%_.g, Wit e R afRBNTSRE S19InRNE beMHchldet S

therein.
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conpatible wth the anpl |f|c§ w& reagents, and the liquid sanple (34),
after equil ripiais the nep acAMenh @ enperature, can-be-noved into the
anplification area ( 19) by pi pette (31 ) or other swt \ rratlc means
or aspi rat| ng/ di spens gﬁans whi ch nmay be ope i

robotics. ‘Pevg \E‘f‘ e above descri ption,

decont am nat I on reagent s cannot Wi thstan® a terrperat ure that the
anplificatioq rea uire, is also acconmodated by the present

i nvention! "‘I:&\“E‘ E?ﬁt@i“é’“e& se same thermal principles are applicable to a

si ngl e chanbeAneppadiugdot perfoeming| a lﬂulbdxcaISprpmsempﬂ:singane area of the
chanber and a&sa) Is_in t}ﬂ Ipee pr esent
I

i nventi on, [ qa'i1 P g??r ‘“@8&‘1“%88“‘? ﬁe‘Q%’éfi@a?ﬂ?edr b'SlOgmﬁi %‘t& S such

(b)  at least one reaction chamber wherein reagents for the biological process are

affixed at discrete locations thereitt,'said reaction chamber in fluid communication with
the sample well;
(c) a pneumatic chamber in pneumatic communication with the reaction chamber and
sample well, and
(d)  apneumatic port in the pneumatic chamber for connection of the apparatus to a
prieumatic aspiration/dispensing means, said aspiration/dispensing means causing the
flow of liquid biological sample between the sample well and the reaction chamber.
2. The apparatus of claim 1 wherein said apparatus is elongate in shape with the sample
well and the pneumatic port formed at opposite ends thereof, and the reaction chamber
positioned therebetween.
3. The apparatus of claim 1 further comprising a liquid flow control means positioned
between the sample well and the reaction chamber.
4. The apparatus of claim 3 wherein the liquid flow control means comprises a
microchannel.
5. The apparatus of claim 1 wherein the biological process performed has a
decontamination step to remove contaminating amplicons and a nucleic acid amplification step.
and the reagents necessary for these steps are disposed on an inner wall of the reaction chamber
at different areas such that the biological sample is subjected to the decontamination step prior
to the amplification step. '
6. The apparatus of claim 1 comprising two reaction chambers a first reaction chamber in
direct fluid communication with the sample well and a second reaction chamber in indirect fluid
communication with the sample well through said first reaction chamber and in direct pneumatic
communication with the pneumatic chamber.
7. The apparatus of claim 14 further comprising liquid flow control means positioned
between the sample well and the first reaction chamber and the first reaction chamber and the
second reaction chamber.

8. The apparatus of claim 15 wherein the liquid flow control means comprises a
microchannel.
9. The apparatus of claim 20 wherein the biological process performed has a

decontamination step to remove contannnatmg amplicons and a nucleic acid amplification step,
and the reagents necessary for the decontamination step are affixed to an inner wall of the first
reaction chamber and the reagents necessary for the nucleic acid amplification step are affixed to

an inner wall of the second reaction chamber.

This Sheet Has Been Replace




that there is preferably no head space. Head space refers ___t_'_C_L,L.h&—Spéce
fill'ed with air above a liquid in a container. Head Space is often not

desirable in systens.that require a liquid to under ' reaction
at a uniformtenperature, as the head space allo i\amﬁﬂ‘ he liquid
to condehBig i9ihg FRPIaRAMENt SR8t op of the cont ai nemg 0 axl st at a

different tenperature than the bul k of tiee liquid. By being at a different

t enper at , S aog! reactions are not conpleted properly. In the
case of ?ﬁ@‘arrp%f 3@2% of a liquid sanple, this usually nmeanspsreNT
P-2573

Page 2

10. A method of performing a biological process comprising the steps:
(a) introducing a liquid biological sample into a sample well; :
(b) moving the sample from the sample well to a reaction chamber where the sample
contacts reagents; and | . '
(c) moving the sample from the reaction chamber back to the sample well for removal
therefrom.
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The present invention relates to an apparatus for performing a biological process and is

particularly useful for processes which include amplicon decontamination and nucleic acid

amplification steps. The apparatus includes a sample well for introduction and removal of a

liquid biological sample, at least one reaction chamber containing dried reagents in fluid

communication with the sample well, a pneumatic chamber in pneumatic communication with

the reaction chamber and sample well, and a pneumatic port in the pneumatic chamber for

connection of the apparatus to a pneumatic aspiration/dispensing means which causes the flow

of the liquid sample within the apparatus. .

p2573.doc



reduced anplification. As shown in Figure 2F. the liquid sanple34) Tully
contacts the top of the decontanination area and has—virttually no hggeﬂ

space. Simlarly, in a preferred enbodinment the liquid, %gggh@a‘eﬁnl

cont act s t he Thispisahetreplacemenf sikkegti on ar ea. VWA \
per formance of biol ogical processes including an anpli one of
the primary cti®@RS apparatusqipfc t 0 provi de an\Bsironnent which
is free of cbﬁ?‘&mﬂat rjﬂg Qﬁ%l i cons. | nlégr)di tion to liquid nucleic acid
sanpl es that contain contam nating o

—

a
N .
- .




o ——

“nucleic acids, contact of a sanple with contam nated itens i$ a g or node

~of anplicon contamination. In a |aboratory that iﬁisggreg‘ﬁarsgieerﬁq{quc% eic acid

anplification, everything is a potential neans of | m nation.

The appar a;tﬁisquﬁég ihdermést sees the anplificati oﬂ'ﬁ" mmmnwl thin the
anplificati ar ea. e design of t

that coul d be opene

sappar at us co ng parts
t ytinme, and t
anpl i fi cat i Datear agﬂﬁ

ref ore never exposes the
anpl i con coni{@mnm nat ed external environnent.
I nt ernal cont act the sanple within the anplification area is prevented
by the decontam nation area (15)
and by their

pneumati ¢ chanmber (23) on either side,
ngocr ochannel accesga The air flow through the apparatus
of the present® nvention is'gesrigned toln ninze o
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" aerosol a anpl i con contanination caused by the pi pette or_other pneumatic

meanhs. During the various stages before anplification the pipette only
"noves air fromthe apparat us.

The pipette does not di pRedg he
appar at us. Imﬁmmwemenb&mfvw ch may be contam 21 eer“@épﬁm%ite
are drawn away fromthe a fication area. ' Onc%ﬂ !tH!m Eﬁ'"i has
occurred, the di rec‘lin %br flowis3fidversed. Now t
di spenses ai D38t o ¢ apparatus. In this way, anplicons in the

anplification area flow away fromthe pipette, reducing the pOSSIbI|Ity of

aerosol anplicon contam nation of the pipette. The anplified |liquid sanple
Is returned to the

garrpl e well (11) of the appar at'-gs N;;}nd cam~pe renoved for.
subsequent nucl ei ¢ g@ci d probe assay. 0 \
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The specific formfactor of the apparatus of the present invention allows
an array of apparati to be reacted simultaneously, and their final
anplified output can be automatically trans- ferred {—o—a—rmtrel ¢ acid probe

assay w thout o rai: _ The flow of I| | eic
acid sanple wit 1% Bn fﬁ%@tcgﬁ'nh gﬁbrrent of apparat us ]%H Bl:Hgnd 2)
I's shown in Fi gures 3 sﬁ& @_ s 4A- 4E, and Fi gures t he
sanme principl es pHg: de 1’) rons of the flow are subst r for
the other illustrated enbodi ments of the present invention. F| gtr e
3A shows the initial enpty state of the apparatus. (For reasons of clarlty
the heater platen, upon which the moduk#ld s positioned during typical
operation, is deleted in these
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figures. Refer to Figure 2F to see the apparatus in a view representative

of typical operation including the heating platen (42— —
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Figure 3B shows the |iquid sarrplé (34) in the sanple well
Fi gure 3C shows the |iqui

the tip of a pipette (3 1) engaged in the pneumatic pert—of—the-apparatus.

The non-wettable property and the form of the apparatus prev

pi pette into theDat.: 10 JUL‘BSS

sanpl e from passitfg ikhhe
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decontam nati on area of the apparatus. The spherical profile (32) of the
Jiquird sanple is generated by the surface tension of the filmin——
conjunction with the perpendicular walls. Fi gure,

_ 3R sh the liquid
sanpl e being aspirated still further into the decontani ﬁmﬁﬁ?l‘ laced
"Figure 3E shows the |liquid sanpl-e (34) fully positioned | IIL
decont ani nati on ar ea. Thiscisrtbagepipgement sheedi et el y contac by

the liquid sanple and both profiles of the liquid surface tension filns are
rectilinear. Fi %e"‘ﬁ 0 he I'iquid sanple (34) during

decont am nati on. The R%E 'ttt has n d/¥®engaged fromthe apparatus and is
not needed until decontam nation is conpleted and :

N

1\1
NN

FIG-4D
FIG-4E



movenent of the liquid sanple to the next area is required. Alternatively,
t he ‘pi pette need not be di sengaged provi ded that aspirati on -does--not—take

pl ace until decontam nation is conpl eted. Fi gures 4B-4E show t he
te to the appar #iivShesd Hds BdaeR ment

return of the egen f the.pLpe
of the Iiquid g@ﬂ%h‘%@?ﬁcﬁmﬁ"ﬁﬁbgﬁ contami nation ar W _
T

anplification arear ... .. ELgure 5A shows the liquid
anplification. pwgat nﬂtmemh Bﬁ e has di sengaged fromt apparatus and is
not needed until anplification is conpleted and novenent of the liquid
sanple is required. However, as with the8dtEont am nation step, the pipette

need not be di sengaged provi ded that pneumatic di spensi ng does not take
place until anplification is ' -
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conpl eted. . Fi gures SB-5E show the return of -the engagenent of the

pipette (31) to the apparatus and the reversal of the novenent of the-

liquid sanple (34), hack th cont am nat i on BhisSheck Qast anpl e

wel | . The rever samsg ?Jﬁﬁ‘?%gﬁ@v‘g t hr ough the di fac'ile, 2 edhy the
pi pette into the apparatus. H t he preferred enbodi ne ﬂl"@(’! 0 nove
the anplified sarﬁgtf:qg JUle back to the sanple we fite woul d
di spense a volunme of alr equal to or greater than the total volunme of the-
decontam nation and anplification ar e§? gon‘ni ned, or in the specifically
exenplified enbodi ment, about greater Fian or equal to 180 [err]L.
Typically this volunme mght be 200 [err]L. w0
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In general, the liquid sanple enployed in the present inventiom witi—be an
aqueeus preparation containing the target nucleic agi

o q.é“g L@ ol ipDONUCH i
acid (RNA), deoxyribonucleic acid ) and any con F - %¢ons,
“with either (or Hofi)s teereplac§EChai®eic acid and , , I
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t he anplicons in single-stranded form For exanple. the target nucleic acid
. may -conprise randomy sheared genom c DNA fragrrents TlTe‘pT-eﬁa{at—l_on w | |
be in a,I_: m?‘TPIta | e for se in a nucleic acid g tlon rocedure, in
accor danbdSv$ i' tes. Tar get nucl ei c @dl |y

conpri se nucl ei ¢ aci d fragrrents of from about 5. ‘in length
to- aboutD§ Wmﬂggﬁldes in length (with Ien ng an
average o engths found in the preparation). Wthl n the target nucleic
acid is the sequence of interest to bgs ?j_rpl ified The sequences for
anplification can range fromas few as ten base pairs to several thousand,
W th base pairs of about 15 to about 200 preferred. : The nength of
anplicons to be degraded by the nethod of the present inventioncw || vary
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dependi ng upon the particul gucl eic acid'anplificatLon met hod by which
‘the anpli ‘gs‘-sgﬁ@rtpp\'&ﬁ%gg,ﬁgat will usually be at |east about 25 )
nucl eotides™in I ength, and typically will be not nore (ThiaSheetity Beed ROGELed

nucl eoti des in_L'ngtg ‘Eﬂﬁn t he anplicons are produced

Di spl acengalenp D‘r‘ ‘atuq_n_.,(...soxsa-, they will typically b "Hm.
about 200 nucl eotides in length. - Decontam nation to re .

contami nating anplicons in a sanple coggﬁkping target nucleic acid sequence
may be carried out by any suitabl e neaiis,” i ncl udi ng usi ng doubl e strand
speci fic exonucl eases and single strand specific &qonucl eases__Hence,

decont ami nati on reagents may contain one or nore %K OhE Sty
strand specific exonucl ease. For exanple, R

7
i/ y
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Giffis, PCT Application WD 91/00363 (published 10 January 1991) di scl oses
.a nethod of decontam nating a PCR re&p%ﬂm product with a 5 | anbda——-—
exonucl ease. Sini | arffpis i¥.therePBEPBEM AT Nucl ei ¢ Aci Ol%is SBS Hak Rpe, 72 L
(1991), disclose the use of exonuclease Il for renovin g e?'e‘%#nﬁi
PCR reacti on* product. Bot %ﬁh&\;m@a exonucl ease and Mmﬂgﬁ ik are
doubl e- strand speci f iRA®%ohlc ses. Any:isingl e strand- - cl gase
can be enployed in carrying out the present invention.:so long as it is
capabl e of degrading the anplicons. Exanples of suitable single-strand
speci fic exonucl eases include, but areuﬂgg limted to, exonuclease VI

(see, e.g., J. Chase and C. Richardson. J. Biol. Chem 249, 4545-4552

(1974); J. Chase and C. Richardson, J Biol. Chem 249, 4553-4561 (1974)),
exonucl ease | (see, e.g., R Brody, : o
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Bi ochem stry 30, 7072-7080 (1991)), Pfu DNA pol ynmerase from Pyrococcus
furiaesus (Stratqgene, Lajolla, CA), DNA pol ynerase I_E&;ELE?QDQLLQhLa coli.
kt enow fragment ThignisBHE\r of E. coli, T7 pol ynmerase, T4 DNA
pol ynmer ase, spl een exonuclégggéém%@é%esl. Chem 253: 424. (J9.{fdsBedtR ced
Exonucl ease (Nucleic A1ci djuRﬁmrch 194 127 (1991), " I ase
from Ther mocuccu¥@i®t ot §l ¢ L( Engl and Bi ol abs, BeverIA “
pol ymer ases whi ch have 3'-5' exonucl ease activity. DNA s havi ng
3'-5" exonucl ease activity enployed i n16At5 yi ng out the invention should be

capabl e of degradi ng phosphorothioate. |inkages if the anplicons to be
degraded are the products of SDA. See '
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REPLACEMENT SHEET

Dato .. 0.7 SEP 1995

NUCLEIC ACID AMPLIFICATION METHOD AND APPARATUS

Field éf the Invention

The present invention relates to an apparatus useful for carrying out a biological process
such as nucleic acid amplification, and particularly relates to a unitary apparatus or module
useful for carrying out a biological process including a decontamination step in which
contaminating amplicons are removed or destroyed and an amplification step in which the
number oftarget nucleic acid segments is increased.

Background of the Invention .

Biological processes are often utilized in clinical diagnostic assays. However, the steps
of the processes frequently are conducted in different areas of the laboratory and/or in different
vessels or containers thereby necessitating transport of biological samples and reagents and
giving rise to increased risk of contamination of other clinical samples.

This risk of contamination is of particular concern when the process includes nucleic acid
amplification reactions such as strand displacement amplification (SDA) or pblymerase chain
reaction (PCR) which are capable of multiplying a single strand of nucleic acid (target nucleic
acid) into millions of copies (amplicons).. While of tremendous potential utility in the clinical
diagnostic laboratory, nucleic acid amplification reactions can, however, easily become
contaminated with the amplification products (amplicons) of previous amplification reactions.
Such contaminating amplicons can in turn contaminate new samples entering the lab, leading to
a false positive indication of the substrate to be detected in the contaminated sample (e.g., an
incorrect diagnosis).

The problem of amplicon contamination has led to the development of a number of
decontamination techniques. In order to be effective, these decontamination techniques
generally require that the decontamination step of the process occur prior to the amplification
step thereby greatly decreasing the possibility that a contaminating amplicon will be recognized
as target nucleic acid during the amplification step.

Decontamination reagents and amplification reagents are often not compatible with each
other and may require their own reaction conditions. Sometimes, if the reagents for
decontamination and amplification are combined they inactivate each other. Furthermore.
performing the decontamination reaction in one container and transfering the decontaminated
sample to another container for amplification is not a viable option as there is a high probability
that the sample would become recontaminated during the transfer.
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In view of the foregoing, a first object of the present invention is to provide methods and
apparatus for carrying out one or more biological processes in a single apparatus wherein the
processes may necessarily be mutually exclusive.

A second object of the present invention is to provide techniques for carrying out
biological processes which include decdntamination and amplification of nucleic acid samples in
which necessary reagents are contained in a single apparatus.

A still further object of the present invention is to provide an apparatus. in the form of a
single unitary module, which can be used to expedite biological processes which include nucleic

acid decontamination and amplification reactions.

Summary of the Invention
In order to address problems associated with contamination of samples, reagents, and

products of biological processes, the present invention relates to an apparatus for performing a
biological process, which includes: (a) a sample well for introduction and removal of a liquid
biological sample; (b) at least one reaction chamber in fluid communication with the sample well;
(c) a pneumatic chamber in pneumatic communication with the reaction chamber and sample
well; and (d) a pneumatic port in the pneumatic chamber for connection of the apparatus to an
pneumatic aspiration/pneumatic dispensing means which causes the flow of liquid biological
sample between the sample well and the reaction chamber. The apparatus is generally elongate
in shape with the sample well and pneumatic port at opposite ends and the reaction chamber
therebetween. Reagents necessary for the biological process are affixed to separate, discrete
locations within the reaction chamber. )

Brief Description of the Drawings
~ The various objects, advantages and novel features of the invention will be more readily
appreciated from the following detailed description when read in conjunction with the appended
figures, in which: _
Figure 1 is an isometric view of one embodiment of the apparatus of the present

invention;

Figure 2A is a top plan view of the apparatus of Fig 1;

Figure 2B is a side sectional view of the apparatus of Fig. 2A taken at line 2B-2B of Fig.
2A;

Figure 2C is a side view of the apparatus of Fig. 1;

Figure 2D is a bottom sectional view of the apparatus of Fig. 2C taken at line 2D-2D of
Fig. 2C;
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Figure 2F is a side sectional view of an apparatus essentially like Fig 2B. and illustrating
the module during operation on a heater platen in cooperation with a pipette as an
aspiration/dispensing means;

Figures 3A-3E are a series of side sectional views taken at line 2B-2B of Figure 2A
showing liquid nucleic acid sample, and the flow of the liquid nucleic acid sample from the
sample well to the decontamination area;

Figures 4A-4E are a series of side sectional views similar to Figures 3A-3E, showing the
flow of the liquid nucleic acid sample from the decontamination area to the amplification area,
and .

Figures SA-SE are a series of side sectional views similar to Figures 3A-3E, depicting
the reverse of the flow of the amplified liquid nucleic acid sample from the amplification area
back through the decontamination area to the sample well;

Figure 6 is an isometric view of another embodiment of the apparatus of the present
invention;

Figure 7 is a top plan view of the apparatus of Figure 6;

Figure 8 is a side sectional view of the apparatus of Figure 6 taken at line 8-8 of Figure
6,

Figures 9-12 are a series of side sectional views taken at line 8-8 of Figure 6 showing
liquid nucleic acid sample, and flow of the liquid nucleic acid sample from the sample well to the
decontamination area, and then from the decontamination area to the amplification area;

Figure 13 is an isometric view of another embodiment of the apparatus of the present
invention; _

Figure 14 is a top plan view of the apparatus of Figure 13;

Figure 15 is a side sectional view of the apparatus of Figure 13 taken at line 15-15 of
Figure 13; and

Figures 16-18 are a series of side sectional views taken at line 15-15 of Figure 13
showing liquid nucleic acid sample, and the flow of the liquid nucleic acid sample from the
sample well to the decontamination area, and from the decontamination area to the amplification
area.

Detailed Description of the Invention

As noted above, the present invention'provides methods and apparatus for carrying out a
biological process . In overview, one embodiment of the present invention provides for an
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apparatus which has a sample well, and at least one chamber formed therein. The chamber is in

fluid communication with the sample well. The steps of the biological process may be
performed at different sites or areas within the chamber.

In an alternative embodiment there are multiple chambers in the apparatus to
accommodate the respective multiple steps of the biological process. In one alternative
embodiment adopted for use with biological process including a decontamination step and an
amplification step, a decontamination area is in fluid communication with thé sample well and an
amplification area is in fluid communication with the decontamination area. Amplicon
decontamination reagents are present in the decontamination area, and nucleic acid amplification
reagents are present in the amplification area.

In use, a liquid sample containing nucleic acid is moved from the sample well into the -
“decontamination area where the liquid sample contacts the decontamination reagents and
amplicons in the sample are degraded. The liquid sample is then moved from the
decontamination area to the amplification area where the liquid sample contacts the amplification
reagents and amplicons are thus generated in the sample. The liquid sample is then dispensed
from the amplification area, through the decontamination area to the sample well. Moving and
withdrawing of the sample may be carried out by any suitable pneumatic means. .

Once the sample is withdrawn, the presence of amplicons in the sample can be detected
by any suitable means, such as with nucleic acid probes which bind to the amplicons, which
probes are labeled with detectable groups (e.g., enzymes, radioisotopes, etc.), all in accordance
with known techniques. Alternatively, the apparatus may be configured to allow detection steps
to be carried out in situ by inclusion of additional areas and reagents in the apparatus.

An isometric view of one specific embodiment of the apparatus of the present invention
is shown in Figure 1. This is a multi-chambered embodiment which is shaped approximately as
a rectangular prism, and has nominal dimensions of about 1.370 inches in length, about 0.304
inches in width and about 0.200 inches in height. A sample well (11) with a diameter of about

'0.214 inches and a depth of about 0.160 inches, for the receipt of about 75 uL of the liquid
biological sample, is at one end and is open at the top surface of the apparatus to receive the
sample to be processed. As will be recognized by those skilled in the art, the dimensions of the
apparatus need not be specifically as set forth above, and may be varied substantially provided
that the apparatus continues to function adequately as a closed apparatus for performance of the
desired biological process. However, a general guideline for variance of the dimensions is to
maintain approximately the same ratios between dimensions as are presented by the specified
dimensions above. At the end opposite to the sample well (11) is a pneumatic port (12) having a
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Referring to Figures 2A and 2B, Figure 2B is a magnified, sectional view of the
apparatus (10) taken at line 2B-2B of Figure 2A  Sample well (11) is defined by walls (29) and
(13) and bottom (28). This sample well (11) communicates with decontamination area (15) by a
first microchannel (14) created by the virtual abutment of wall (13) to apparatus bottom (28).
The gap between wall (13) and apparatus bottom (28), which creates the first microchannel
(14), in this specific embodiment is about 0.006 inches in height and exists across the entire
internal width of the appératus (10). An alternate embodiment of the apparatus has a domed
microchanne] with a greater height and smaller width (i.e. generally, the shape of an inverted
"U"). Microchannel sizes and shapes are dependent on the viscosity and surface tension of the
fluid to be moved through the apparatus.

A decontamination area (15) is defined by walls (13) and (17), top (27) and apparatus
bottom (28). In this specific embodiment of the present invention, the decontamination area is
about 0.315 inches in length, about 0.222 inches in width, and about 0.080 inches in height. The
decontamination area has a volume of about 90 uL. As was discussed above, the dimensions of
the decontamination area, like the dimensions of the apparatus, may be varied considerably
provided that the decontamination step functions properly. However, a general guideline for
varying dimensions is to maintain the ratios between &imensions which are presented by the
specified dimensions above.

Contained within the decontamination area are the nucleic acid decontamination reagents
necessary for the decontamination reaction. The decontamination reagents, (the necessary
active ingredients for the decontamination reaction as described above), may be those required
for any suitable means of decontamination. The decontamination reagents may be in any
suitable form, including but not limited to a solid such as a dried film, lyophilized pellets or
paper impregnated with the reagent.

In a preferred embodiment of the present invention, the decontamination reagents (16)
are disposed upon (i.e., adhered to) the inner surface of the top (27), in dried form. Figure 2D,
which is a magnified sectional view taken at line 2D-2D of Figure 2C further shows the location
of dried chemical decontamination reagents (16) within the area (15) and apparatus (10). The
preferred method for drying the decontamination reagents is to dry the reagents in the presence
of trehalose as taught in United States Patent No. 4,891,319 and Patent Cooperation Treaty
International Publication No. WO 87/00196, both publications owned by Quadrant Bioresources
Limited and both publications incorporated herein by reference. Briefly, the preferred drying
technique protects biological materials against denaturation during drying, and involves

t
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subjecting an aqueous system containing the biological material to a temperature above freezing
in the presence of trehalose in an amount between about 0.05 and 20 weight percent based on
the total weight of the aqueous system. Trehalose is a naturally occurring non-reducing
disaccharide also known as a-D-glucopyranosyl-a-D-gluco-pyranoside.

The drying in the presence of trehalose may be simple air drying, preferably at
atmospheric pressure. In the drying of the decontamination and amplification reagents, trehalose
increases chemical stability of the reagents significantly. Thus, the trehalose technology is an
excellent system for drying any reagents to be used in the apparatus.

The decontamination area (15) communicates with an amplification area (19) by a
second microchannel (18) created by the virtual abutment of wall (17) to the apparatus bottom
(28). As with the first microchannel, in this specific embodiment the gap between wall (17) and
apparatus bottom (28) creates a second microchannel (18) which is about 0.006 inches in height
and exists across the entire internal width of the apparatus (10). However, as was true for the
first microchannel, -an alternative embodiment has a domed microchannel with a greater height
and smaller width. _

The amplification area (19) is defined by walls (17) and (21), top (27) and apparatus
bottom (28). As was true for the decontamination area, in this specific embodiment, the
amplification area is about 0.315 inches in length, about 0.222 inches in width, about 0.080
inches in height and has a volume of about 90 uL.. However, these dimensions may be varied in
accordance with the same guidelines set forth above for variance of the dimensions of the
decontamination area.

Contained within the amplification area are the reagents necessary for the amplification
reaction. The amplification reagents are those active agents required for any suitable nucleic acid
amplification reaction, as described above. In a preferred embodiment of the present invention,
the amplification method used is Strand Displacement Amplification. The amplification
reagents, like the decontamination reagents, may be in any suitable form, including but not
limited to a solid such as a dried film, lyophilized pellets, or paper impregnated with the
reagents. The amplification reagent may optionally include active agents such as a probe
necessary for detection of the amplicon to be generated, as discussed above, particularly where

- detection is to be carried out in situ. Of course, the amplification reagent need not be provided
in the same form as the decontamination reagent. '

In a preferred embodiment of the present invention, the amplification reagent or reagents
(20) are disposed upon the inner surface of the top (27), in dried form. Figure 2D shows the
location of dried chemical amplification reagents (20) within the chamber (19) of a preferred
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embodiment. The trehalose technology preferred for drying of the decontamination reagents is
also preferred for drying of the amplification reagents.

The amplification area (19) communicates with a pneumatic chamber (23) by a third
microchannel (22) created by the virtual abutment of wall (21) to the apparatus bottom (28) As
with the first and second microchannels;*in this specific embodiment the gap between wall (21)
and module bottom (28), which creates a third microchannel (22), is about 0.006 inches and
exists across the entire internal width of the apparatus (10).

The pneumatic chamber (23) is defined by walls (21) and (26), pneumatic port (12) and
apparatus bottom (28). In the preferred embodiment of the present invention, the pneumatic
chamber is about 0.315 inches in length. about 0.222 inches in width. and as shown in Figure
2B, varies from about 0.080 inches to about 0.040 inches in height. The pneumatic chamber is
about 55 pL in volume. As was true for the dimensions of the decontamination area and the
amplification area, the dimensions of the pneumatic chamber may also be varied in accordance
with the same guidelines set forth above for variance of the dimensions of the decontamination
and amplification areas. The pneumatic chamber (23) communicates with pneumatic port (12)

‘by hole (24) and through the center of a sealing mechanism (25) such as an "O" ring or other

means to the top surface of the apparatus (10) at the pneumatic port (12).

The geometric form of the apparatus of Figure 1 and the material that it is composed of
generate intrinsic forces which control the liquid biological sample within the apparatus. In this
embodiment, all surfaces in contact with the liquid sample have a contact angle between the
apparatus and the liquid biological sample of about greater than or equal to 90 degrees. Having
a contact angle of about greater than or equal to 90 degrees is often referred to as a non-
wettable surface. Liquid flow within the apparatus due to capillary and hydrostatic forces is
essentially eliminated by the non-wettable surfaces within the apparatus combined with the sharp
increase in height between the microchannels and the reaction chambers (from about 0.006
inches in the microchannel to about 0.080 inches in the chambers in a preferred embodiment).
The apparatus thus exhibits several discrete zones which trap liquid.

The form factor of the microchannels and the reaction chambers substantially decreases
the trapping of air at the top of the reaction chambers and also insures that the liquid sample
develops a rectilinear profile which contributes to discrete, accurate and predictable positioning
within the apparatus. Referring to Figure 2E, the length (L) between wall (13) and wall (17) of
the decontamination area (15), should be greater than the height (H) between apparatus bottom
(28) and top (27). The same ratio of length to height is also desirable for the amplification area
(19). This form factor (L>H), insures that air is not trapped at the top of the decontamination
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evaporative loss of the liquid biological sample Figures 2B and 2F show the form and location
of the microchannels (14), (18), (22) and their relation to the liquid sample (34), here shown in
the decontamination area (15). In this embodiment the microchannels have a height of about
0.006 inches formed by their respective walls (13). (17). (21). These walls have a thickness
dimension of about 0.040 inches but can vary between about 0.030 and about 0.060 inches. The
microchannels (14), (18), (22) therefore exhibit a length that is greater than their height. This
ratio (L>H) reduces the rate of evaporation of the liquid sample out of either the
decontamination area (15) or the amplification area (19). The microchannel location, at the
bottom of the decontamination area (15) and the amplification area (19), further reduces the rate
of evaporation of the liquid sample.

A second embodiment of the apparatus of the present invention is shown in isometric
view in Figure 6. -As with the first embodiment of the invention, this second embodiment is a
multi-chambered embodiment which is shaped approximately as a rectangular prism and has
nominal dimensions which are the same as those for the first embodiment. The sample well
(211) also has similar diameters and volume as that in the first embodiment and is used for the
same purpose. At the opposite end of the sample well (211) is 2 pneumatic port (212) with a
similar diameter to that of the first embodiment of the invention.

The primary difference between the first and second embodiments of the present
invention can be seen in Figure 7, which shows an increased radius for the corners of the
decontamination area (215) and the amplification area (219). As can be seen in Figure 7, all of

~ the interior corners of the decontamination area (216) have an increased radius and the corners
of the amplification area (219) which are closest to the decontamination area have an increased
radius. An increase in the radius of the corners improves the fluid flow from one area to another
in the apparatus. Optimally, the fluid flows as an undivided unit from one area to another within
the apparatus as shown in Figures 9-11. It was found that the increase in radius of the corners
improved this fluid flow feature. The degree of radiusing is that which is sufficient to permit the
fluid to move from those corners with the bulk of the liquid sample. Optimal radiusing is about

" a0.040 inch radius. In contrast, the radiusing of the corner of the first embodiment is about .
0.015 inch. _

Another feature which improved the fluid flow from one area of the apparatus to another
was the use of the domed microchannel with a greater height and smaller width. This channel
configuration is utilized between the sample well (211) and the decontamination area (215) as
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does not flow between the amplification area (219) and the pneumatic chamber (223), the

microchannel between these two areas of the apparatus need not be domed.

The other features of this second embodiment of the invention are very similar if not
virtually identical to the features of the first embodiment of the invention. Similarly, the
dimensions of various aspects of this second embodiment of the invention are again very similar
in not virtually identical to the dimensions of the first embodiment. Also. the reagents used for
decontamination and amplification are disposed upon the inner surface of the top (227) of the
apparatus in dried form.

A third embodiment of the present invention is shown in isometric view in Figure 13.
The distinguishing feature of this embodiment of the invention is that there is no wall or

" microchannel between the decontamination area (315) and the amplification area (319) of the
apparatus. As shown in Figures 16-18, it was found that the liquid sample could be moved from
one area to another within the chamber as a single undivided unit. Thus, decontamination
reagents are disposed upon the top (327) of the apparatus in an area closer to the sample well,
while ampliﬁcatioﬁ reagents are disposed upon the top (327) of the apparatus in an area which 1s
more removed from the sample well (311) and closer to the pneumatic port (312). Again, in_
order to optimize the flow of liquid sample as a undivided unit in the cham.ber, the interior
corners of the chamber closest to the sample well (311) are radiused as they were in the second
embodiment of the present invention. As with the second embodiment of the invention, the
degree of curvature of the radiused corners must be sufficient to permit the fluid to move from
those corners with the bulk of the sample as pneumatic pressure is applied to the liquid sample.
Thus, it is found that the optimal radiusing of corners is about 0.040 inch. As with the second
embodiment of the invention, the third embodiment of the invention has very similar if not
virtually identical features and dimensions to the first embodiment of the invention other than the
absence of the wall and microchannel between the decontamination area (315) and the

“amplification area (319) of the apparatus.

The apparatus of the present invention may be conveniently constructed of any suitable
plastic and by any suitable plastic processing method, either as a single part or as multiple parts
for subsequent assembly. Such materials and methods include but are not limited to
thermoplastic polymers molded using conventional niolding techniques such as injection
molding. Exemplary thermoplastic polymers include polypropylenes, polymethylpentene, and
copolymers and mixtures thereof.

The apparatus of the present invention is preferably produced from polypropylene plastic
injection molded to form two parts: apparatus top and apbaratus bottom (28). The apparatus
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as films onto the inner top surface of the amplification area (19) and decontamination area (15),
respectively. Subsequently, the apparatus bottom (28) is ultrasonically welded onto the
apparatus top, forming a single unit.

The apparatus of the present invention allows different thermal environments to exist
therewithin, thereby permitting the use of reagents requiring different reaction temperatures. The
apparatus may be positioned upon a heating platen (42) during the entire time of its operation.
This heating platen can be controlled to any suitable temperature, typically 20°C-100°C.
Depending upon the actual reagents, the decontamination reaction may require a temperature
that would destroy the amplification reagents in the amplification area. As shown in Figure 2F
(which depicts a multiple chamber embodiment during the decontamination reaction), the
heating platen (42) is in direct contact with the apparatus bottom (28), which is in direct contact
with liquid sample (34). Aftera suitable period of time, the liquid sample (34) will reach thermal
equilibrium and be approximately similar in temperature to the temperature of the heating platen
(42). During this time, however, the amplification area (19) is not filled with the liquid sample
but with air. Air has a thermal conductivity that is about 25 times lower than the liquid sample.
For this reason the air in the amplification area acts as a thermal insulator between the apparatus
bottom (28) and the amplification reagents (20). This prevents the amplification reagents (20)
from being exposed to a temperature which could destroy them. After the decontamination
reaction is completed, the temperature of the heating platen (42) can be changed to one which is
compatible with the amplification reagents, and the liquid sample (34), after equilibrating to this
new temperature, can be moved into the amplification area (19) by pipette (31) or other suitable
pneumatic means or aspirating/dispensing means which may be operated manually or by
robotics. The reverse of the above description, in which the decontamination reagents cannot
withstand a temperature that the amplification reagents require, is also accommodated by the
present invention. Furthermore, these same thermal principles are applicable to a single chamber
embodiment where liquid is present in one area of the chamber and air is in the other areas of the
chamber.

In the present invention, the liquid sample is confined in the chamber or chambers such
that there is preferably no head space. Head space refers to the space filled with air above a
liquid in a container. Head space is often not desirable in systems that require a liquid to
undergo a chemical reaction at a uniform temperature, as the head space allows a portion of the
liquid to condense on the walls and top of the container and to exist at a different temperature
than the bulk of the liquid. By being at a different temperature, some chemical reactions are not
completed properly. In the case of the amplification of a liquid sample, this usually means
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reduced amplification. As shown in Figure 2F. the liquid sample (34) fully contacts the top of
the decontamination area and has virtually no head space. Similarly, in a preferred embodiment
the liquid sample fully contacts the top of the amplification area.

When used for the performance of biological processes including an amplification step.
one of the primary functions of the apparatus is to provide an environment which is free of
contaminating amplicons. In addition to liquid nucleic acid samples that contain contaminating
nucleic acids, contact of a sample with contaminated items is a major mode of amplicon
contamination. In a laboratory that is performing nucleic acid amplification, everything is a
potential means of amplicon contamination. The apparatus physically isolates the amplification
environment within the amplification area. The design of the apparatus contains no moving
parts that could be opened at anytime, and therefore never exposes the amplification area to the
amplicon contaminated external environment. Internal contact of the sample within the
amplification area is prevented by the decontammanon area (15) and pneumatic chamber (23) on
either side, and by their microchannel access.

The air flow through the apparatus of the present invention is designed to minimize
aerosol amplicon contamination caused by the pipette or other pneumatic means. During the
various stages before amplification the pipette only moves air from the apparatus. The pipette
does not dispense air into the apparatus. In this way, amplicons which may be contaminating the
pipette are drawn away from the amplification area.

Once amplification has occurred, the direction of air flow is reversed. Now the pipette
only dispenses air into the apparatus. In this way, amplicons in the amplification area flow away
from the pipette, reducing the possibility of aerosol amplicon contamination of the pipette. The
amplified liquid sample is returned to the sample well (11) of the apparatus and can be removed
for subsequent nucleic acid probe assay. |

The specific form factor of the apparatus of the present invention allows an array of
apparati to be reacted simultaneously, and their final amplified output can be automatically trans-
ferred to a nucleic acid probe assay without operator intervention.

The flow of the liquid nucleic acid sample within the first embodiment of apparatus (e.g.
Figures 1 and 2) is shown in Figures 3A-3E, Figures 4A-4E, and Figures SA-SE. However.
the same principles and descriptions of the flow are substantially similar for the other illustrated
embodiments of the present invention.

Figure 3A shows the initial empty state of the apparatus. (For reasons of clarity. the
heater platen, upon which the module is positioned during typical operation, is deleted in these
figures. Refer to Figure 2F to see the apparatus in a view representative of typical operation
including the heating platen (42)). -
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Figure 3B shows the liquid sample (34) in the sample well and the tip of a pipette (31)
engaged in the pneumatic port of the apparatus. The non-wettable property and the form of the
apparatus prevents the liquid sample from passing through the microchannel out of the sample
well.

Figure 3C shows the liquid sampie' as it is being initially aspirated by the pipette into the
decontamination area of the apparatus. The spherical profile (32) of the liquid sample 1s
generated by the surface tension of the film in conjunction with the perpendicular walls.

Figure 3D shows the liquid sample being aspirated still further into the decontamination
area. _

Figure 3E shows the liquid sample (34) fully positioned within the decontamination
area. The reagents are completely contacted (covered) by the liquid sample and both profiles of
the liquid surface tension films are rectilinear.

Figure 4A shows the liquid sample (34) during decontamination. The pipette has been
disengaged from the apparatus and is not needed until decontamination is completed and
movement of the liquid sample to the next area is required. Alternatively, the pipette need not
be disengaged provided that aspiration does not take place until decontamination is completed.

Figures 4B-4E show the return of the engagement of the pipette to the apparatus and
the movement of the liquid sample (34) from the decontamination area into the amplification
area. ‘

Figure SA shows the liquid sample (34) during amplification. Again the pipette has
disengaged from the apparatus and is not needed until amplification is completed and movement
of the liquid sample is required. However, as with thé decontamination step, the pipette need
not be disengaged provided that pneumatic dispensing does not take place until amplification is
completed.

Figures 5SB-5E show the return of the engagement of the pipette (3 1) to the apparatus
and the reversal of the movement of the liquid sample (34) back through the decontamination
area to the sample well. The reversal of flow is achieved through the dispensing of air by the
pipette into the apparatus. In the preferred embodiment, in order to move the amplified sample
all the way back to the sample well, the pipette would dispense a volume of air equal to or
greater than the total volume of the decontamination and amplification areas combined, or in the

“specifically exemplified embodiment, about greater than or equal to 180 uL. Typically this
volume might be 200 uL.

In general, the liquid sample employed in the present invention will be an aqueous
preparation containing the target nucleic acid (i.e., ribonucleic acid (RNA), deoxyribonucleic
acid (DNA)) and any contaminating amplicons, with either (or both) the target nucleic acid and
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the amplicons in single-stranded form. For example. the target nucleic acid may comprise
randomly sheared genomic DNA fragments. The preparation will be in a form suitable for use in
a nucleic acid amplification procedure, in accordance with known techniques. Target nucleic
acid will typically comprise nucleic acid fragments of from about 5.000 nucleotides in length to
about 200,000 nucleotides in length (with lengths representing an average of the lengths found
in the preparation). Within the target nucleic acid is the sequence of interest to be amplified

The sequences for amplification can range from as few as ten base pairs to several thousand,
with base pairs of about 15 to about 200 preferred.

The length of amplicons to be degraded by the method of the present invention will vary
depending upon the particular nucleic acid amplification method by which the amplicons are
produced, but will usually be at least about 25 nucleotides in length, and typically will be not -
more than about 2,000 nucleotides in length. When the amplicons are produced by Strand
Displacement Amplification (SDA), they will typically be not more than about 200 nucleotides in
length. '

Decontamination to remove contaminating amplicons in a sample containing target
nucleic acid sequence may be carried out by any suitable means. including using double strand
specific exonucleases and single strand specific exonucleases. Hence, decontamination reagents
may contain one or more single strand or double strand specific exonuclease. For example, R.
Griffis, PCT Application WO 91/00363 (published 10 January 1991) discloses a method of
decontaminating a PCR reaction product with a 5' lambda exonuclease. Similarly, Y. S. Zhu et
al., Nucleic Acids Res. 19, 2511 (1991), disclose the use of exonuclease III for removing
amplicons from a PCR reaction product. Both the lambda exonuclease and exonuclease I1I are
double-strand specific exonucleases. Any single strand-specific exonuclease can be employed in
carrying out the present invention so long as it is capable of degrading the amplicons. Examples
of suitable single-strand specific exonucleases include, but are not limited to, exonuclease VII
(see, e.g., J. Chase and C. Richardson, J. Biol. Chem. 249, 4545-4552 (1974); J. Chase and C.
Richardson, J. Biol. Chem. 249, 4553-4561 (1974)), exonuclease I (see, e.g., R. Brody.,
Biochemistry 30, 7072-7080 (1991)), Pfu DNA polymerase from Pyrococcus furiosus
(Stratagene, Lajolla, CA), DNA polymerase I from Escherichia coli. klenow fragment from
DNA polymerase I of E. coli, T7 DNA polymerase, T4 DNA polymerase, spleen exonuclease
(/. Biol. Chem. 253: 424 (1978), T5 D15 Exonuclease (Nucleic Acids Research 19:4127
(1991), "Vent" DNA polymerase from Thermocuccus litoralis (New England Biolabs, Beverly.
MA), and DNA polymerases which have 3'-5' exonuclease activity.. DNA polymerases having
3'-5' exonuclease activity employed in carrying out the invention should be capable of degrading
phosphorothioate linkages if the amplicons to be degraded‘are the products of SDA. See
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can not). It will be appreciated that the exonuclease need only degrade the amplicons
sufficiently so that the amplicons will not serve as a substrate for a subsequent nucleic acid

amplification reaction (i.e., produce a false positive result from a nucleic acid preparation which
would not otherwise serve as a substrate for the amplification reaction but for contamination by
the amplicons).

Alternatively, the decontamination step of the process may be performed using the
techniques taught in U.S. Patent No. 5,035.996 or published European Patent Application No.0
415 755 A2, both of which are incorporated herein by reference. These patent publications are
owned by Life Technologies Inc. and describe decontamination techniques wherein one of the
four normal ribonucleotides or deoxyribonucleotides used in the amplification procedure is
replaced with an exo-sample nucleotide. Then, after amplification, any amplicons which may
contaminate another sample are subjected to a physical, chemical, enzymatic, or biological
treatment to render the amplicons containing the exo-sample nucleotide substantially
unamplifiable. A preferred exo-sample nucleotide is deoxyuridine (dUTP) when the target
nucleic acid is DNA. When dUTP is utilized as the exo-sample nucleotide, the contammatmg
amplicons are subjected to enzymatic treatment with uracil DNA glycosylase (UDG) to render
the amphcons unamplifiable.

Amplification of a selected, or target, nucleic acid sequence may be carried out by any
suitable means. See generally D. Kwoh and T. Kwoh, Am. Biotechnol. Lab. 8, 14-25 (1990).
Examples of suitable amplification techniques include, but are not limited to, polymerase chain
reaction (PCR), ligase chain reaction (LCR), Strand Displacement Amplification (SDA),
transcription-based amplification (see D. Kwoh et al., Proc. Natl. Acad Sci. USA 86, 1173-1177
(1989)), self-sustained sequence replication (or "3SR")(see J. Guatelli et al., Proc. Natl. Acad
Sci. USA 87, 1874-1878 (1990)), the QB replicase system (see P. Lizardi et al., BioTechnology

" 6, 1197-1202 (1988)), nucleic acid sequence-based amplification (or "NASBA")(se¢ R. Lewis,
Genetic Engineering News 12 (9), 1 (1992)), the repair chain reaction (or "RCR")(see R. Lewis,
supra), and boomerang DNA amplification (or "BDA")(see R. Lewis, supra). Strand
Displacement Amplification (or "SDA"), is preferred. i _

Strand Displacement Amplification may be carried out in accordance with known
techniques. See generally G. Walker et al., Proc. Natl. Acad. Sci. USA 89, 392-396 (1992). G.
Walker et al., Nucleic Acids Res. 20, 1691-1696 (1992). For example, SDA may be carried out
with a single amplification primer or a pair of amplification primers, with exponential
amplification being achieved with the latter. In general, SDA amplification primers comprise. in
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restriction site for the restriction enzyme employed in the reaction, and an oligonucleotide
sequence which hybridizes to the target sequence to be amplified and/or detected. The flanking
sequence, which serves to facilitate binding of the restriction enzyme to the recognition site and
provides a DNA polymerase priming site after the restriction site has been nicked, is preferably
about 15 to 20 nucleotides in length; the restriction site is functional in the SDA reaction (i.e..
phosphorothioate linkages incorporated into the primer strand do not inhibit subsequent nicking-
-a condition which may be satisfied through use of a nonpalindromic recognition site): the
oligonucleotide probe portion is preferably about 13 to 15 nucleotides in length.

SDA is carried out with a single amplification primer as follows: a restriction fragment
(preferably about 50 to 100 nucleotides in length and preferably of low GC content) containing
the sequence to be detected is prepared by digesting a DNA sample with one or more restriction
enzymes, the SDA amplification primer is added to a reaction mixture containing the restriction
fragment so that a duplex between the restriction fragment and the amplification primer is
formed with a 5' overhang at each end, a restriction enzyme which binds to the restriction site on
the amplification probe (e.g., Hincll) is added to the reaction mixture, an exonuclease deficient
DNA polymerase (e.g., an exonuclease deficient form of E. coli DNA polymerase I, see V.
Derbyshire, Science 240, 199-201 (1988)) is added to the reaction mixture, and three dNTPs
and one dNTP[S], with the dNTP[S] selected so that a phosphorothioate linkage is incorporated
into the primer strand at the restriction site for the particular restriction enzyme employed (e.g..
dGTP, dCTP, dTTP, and dATP[S] when the restriction enzyme is Hincll) are added to the
reaction mixture. The DNA polymerase extends the 3' ends of the duplex with the dNTPs to
form a downstream complement of the target strand. The restriction enzyme nicks the
restriction site on the amplification primer, and the DNA polymerase extends the 3' end of the
amplification primer at the nick to displace the previously formed downstream complement of
the target strand. The process is inherently repetitive because the restriction enzyme
continuously nicks new complementary strands as they are formed from the restriction site, and
the DNA polymerase continuously forms new complementary strands from the nicked restriction
site. '

SDA can also be carried out with a pair of primers on a double stranded target DNA
sequence, with the second primer binding to the 3' end of the complementary strand. so that two
sets of repetitive reactions are occurring simultaneously, with the process proceeding
exponentially because the products of one set of reactions serve as a target for the amplification
primer in the other set of reactions.
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reaction can be eliminated by exploiting the strand displacing activity of the DNA polvmerase

and adding a pair of "bumper" primers which bind to the substrate at a flanking position 5' to the
position at which each amplification primer binds. Each bumper primer extension product
displaces the corresponding amplification primer extension product. Amplification primers,
which are present in excess, then bind to the displaced primer extension products, and upon
extension, a double-stranded DNA fragment is formed which can then serve as a substrate for
exponential SDA with that pair of amplification primers.

Polymerase chain reaction (PCR) may also be carried out in accordance with known
techniques. See, e.g., U.S. Patents Nos. 4,683,195; 4,683,202; 4,800,159; and 4,965,188 (the
disclosure of all U.S. Patent references cited herein are to be incorporated herein by reference).
In general, PCR involves, first, treating a nucleic acid sample (e.g., in the presence of a heat
stable DNA polymerase) with one oligonucleotide primer for each strand of the specific
sequence to be detected under hybridizing conditions so that an extension product of each
primer is synthesized which is complementary to each nucleic acid strand, with the primers
sufficiently complementary to each strand of the specific sequence to hybridize therewith so that
the extension product synthesized from each primer, when it is separated from its complement,
can serve as a template for synthesis of the extension product of the other primer, and then
heating the sample to separate the primer extension products from their templates if the
sequence or sequences to be detected are present. These steps are continued cyclically,
preferably in a thermal cycler, until the desired degree of amplification is obtained. Detection of
the amplified sequence may be carried out by adding to the reaction product an oligonucleotide
probe capable of hybridizing to the reaction product (e.g., an oligonucleotide probe of the .
present invention), the probe carrying a detectable label, and then detecting the label in
accordance with known techniques. -

Ligase chain reaction (LCR) is also carried out in accordance with known techniques.
See, e.g., R. Weiss, Science 254, 1292 (1991). In general, the reaction is carried out with two
pairs of oligonucleotide probes: one pair binds to one strand of the sequence to be detected; the
other pair binds to the other strand of the sequence to be detected. Each pair together
completely overlaps the strand to which it corresponds. The reaction is carried out by, first,
denaturing (e.g., separating) the strands of the sequence to be detected, then reacting the strands
with the two pairs of oligonucleotide probes in the presence of a heat stable ligase so that each
pair of oligonucleotide probes is ligated together, then separating the reaction product, and then
cyclically repeating the process until the sequence has been amplified to the desired degree.
Detection may then be carried out in like manner as described above with respect to PCR.
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The foregoing is illustrative of the present invention, and is not to be construed as limit-
ing thereof, as numerous alternatives to those methods and devices described above which
incorporate the present invention will be apparent to those skilled in the art. The invention is
accordingly defined by the following claims, with equivalents of the claims to be included

therein.
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That Which is Claimed is:
I An apparatus for performing a biological process comprising:

(a) an sample well for introduction and removal of a liquid biological sample.
(b) at least one reaction chamber wherein reagents for the biological process are
affixed at discrete locations therein, said reaction chamber in fluid communication with
the sample well; _
(©) a pneumatic chamber in pneumatic communication with the reaction chamber and
sample well; and
(d)  apneumatic port in the pneumatic chamber for connection of the apparatus to a
pneumatic aspiration/dispensing means, said aspiration/dispensing means causing the
~ flow of liquid biological sample between the sample well and the reaction chamber.
2. The apparatus of claim 1 wherein said apparatus is elongate in shape with the sample
well and the pneumatic port formed at opposite ends thereof, and the reaction chamber
positioned therebetween. |

3. The apparatus of claim 1 further comprising a liquid flow control means positioned
between the sample well and the reaction chamber.
4. The apparatus of claim 3 wherein the liquid flow control means comprises a

microchannel.

5. The apparatus of claim.1 wherein the biological process performed has a
decontamination step to remove contaminatiﬁg amplicons and a nucleic acid amplification step.
and the reagents necessary for these steps are disposed on an inner wall of the reaction chamber
at different areas such that the biological sample is subjected to the decontammatlon step prior
to the amplification step.

6. The apparatus of claim 1 comprising two reaction chambers a first reaction chamber in
direct fluid communication with the sample well and a second reaction chamber in indirect fluid
communication with the sample well through said first reaction chamber and in direct pneumatic
communication with the pneumatic chamber.

7. The apparatus of claim 14 further comprising liquid flow control means positioned
between the sample well and the first reaction chamber and the first reaction chamber and the
second reaction chamber.

8. The apparatus of claim 15 wherein the liquid flow control means comprises a
microchannel.
9. The apparatus of claim 20 wherein the biological process performed has a

decontamination step to remove contaminating amplicons and a nucleic acid amplification step,
and the reagents necessary for the decontamination step are affixed to an inner wall of the first
reaction chamber and the reagents necessary for the nucleic acid amplification step are affixed to
an inner wall of the second reaction chamber.
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10. A method of performing a biological process comprising the steps.
(a) introducing a liquid biological sample into a sample well;
(b) moving the sample from the sample well to a reaction chamber where the sample
contacts reagents; and
(c) moving the sample from the reaction chamber back to the sample well for removal

therefrom.
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. REPLACED
NUCLEIC ACID AMPLIFICATION METHOD AND APPARATUS ™
Abstract of the Disclosure

L3V

The present invention relates to an apparatus for performing a biological process and is
particularly useful for processes which include amplicon decontamination and nucleic acid
amplification steps. The apparatus includes a sample well for introduction and removal of a
liquid biological sample, at least one reaction chamber containing dried reagents in fluid
communication with the sample well, a pneumatic chamber in pneumatic communication with
the reaction chamber and sample well, and a pneumatic port in the pneumatic chamber for
connection of the apparatus to a pneumatic aspiration/dispensing means which causes the flow
of the liquid sample within the apparatus.
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NUCLEIC ACID AMPLIFICATION'METHOD AND APPARATUS
Abstract of the Disclosure

The present invention relates to an apparatus (10) for performing & biological
process and is particularly useful for processes which include amplicon deconta-
mination and nucleic acid amplification steps. The apparatus (10) includes a
sample well (11) for introduction and removal of a 1iquid biological sample,

at Teast one reaction chamber (19) containing dried reagents in fluid communi-
cation with the sample well (11}, a pneumatic chamber (23) in pneumatic com-
munication with the reaction chamber (19) and sample well (11), and a pneumatic
port (12) in the pnéumatic chémber (23) for connection of the apparatus to a
pneumatic aSpfration/dispensing means which causes the flow of the liquid
sample within the apparatus. ' ' '

. Fig. 28
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