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1
SIMPLE LAMP PCR DESIGN FOR LOW
RESOURCE SETTING AND MINIMAL
ENVIRONMENTAL FOOTPRINT

RELATED APPLICATIONS

This application claims the benefit of U. S. Provisional
Application No. 62/316,345, filed Mar. 31, 2016, and herein
incorporated by reference.

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH & DEVELOPMENT

Not applicable.

INCORPORATION BY REFERENCE OF
MATERIAL SUBMITTED ON A COMPACT
DISC

Not applicable.

BACKGROUND OF THE INVENTION

PCR (polymerase chain reaction) has been touted as a
method of detection for numerous biologicals by virtue of
the presence of DNA. Traditional PCR requires equipment
that cycles temperature. Loop-mediated isothermal amplifi-
cation polymerase chain reaction (LAMP PCR) is a recent
development that requires a single temperature, but virtually
all examples of its use still require some circuitry to monitor
temperature and maintain it.

BRIEF SUMMARY OF THE INVENTION

In one embodiment, the present invention takes advantage
of two materials, namely (1) an isothermal ballast material
and (2) chromogenic agent that melts at a specific tempera-
ture and displays a color change, respectively. This embodi-
ment represents an improvement in a LAMP PCR device
that eliminates the need for monitor and control circuitry.

In another embodiment, the present invention enables
LAMP PCR to be performed in a low resource setting. The
simple, reusable design permits construction of the device
with low-cost raw materials, opening the possibility of
point-of-care use for use in water quality assessment, detec-
tion of organisms (in food), and assessment of infectious
diseases.

In other embodiments, the present invention is comprised
of (i) an enclosure that (ii) contains a wax-like substance that
has been designed to melt at a predetermined temperature
such as 65° C. Blended within the wax is (iii) thermochro-
mic pigment that changes color at the predetermined tem-
perature. The device is heated by (iv) an element powered by
rechargeable battery or some other power source. LAMP
PCR is performed in wells that hold traditional materials
(small microcentrifuge tubes containing the mixture).

Additional objects and advantages of the invention will be
set forth in part in the description which follows, and in part
will be obvious from the description, or may be learned by
practice of the invention. The objects and advantages of the
invention will be realized and attained by means of the
elements and combinations particularly pointed out in the
appended claims.

It is to be understood that both the foregoing general
description and the following detailed description are exem-
plary and explanatory only and are not restrictive of the
invention, as claimed.
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2
BRIEF DESCRIPTION OF THE DRAWINGS

In the drawings, which are not necessarily drawn to scale,
like numerals may describe substantially similar compo-
nents throughout the several views. Like numerals having
different letter suffixes may represent different instances of
substantially similar components. The drawings illustrate
generally, by way of example, but not by way of limitation,
a detailed description of certain embodiments discussed in
the present document.

FIG. 1 provides a flowchart for an embodiment of the
present invention.

FIG. 2 shows a centrifuge that may be used with an
embodiment of the present invention.

FIGS. 3A-3B illustrate cell washing steps to be performed
after sample concentration.

FIG. 4 illustrates an embodiment of the present invention
for performing cell lysis.

FIG. 5 illustrates DNA extraction by adsorption to silica
for an embodiment of the present invention.

FIG. 6 illustrates an enclosure for visual indication that a
predetermined temperature has been reached.

DETAILED DESCRIPTION OF THE
INVENTION

Detailed embodiments of the present invention are dis-
closed herein; however, it is to be understood that the
disclosed embodiments are merely exemplary of the inven-
tion, which may be embodied in various forms. Therefore,
specific structural and functional details disclosed herein are
not to be interpreted as limiting, but merely as a represen-
tative basis for teaching one skilled in the art to variously
employ the present invention in virtually any appropriately
detailed method, structure or system. Further, the terms and
phrases used herein are not intended to be limiting, but
rather to provide an understandable description of the inven-
tion.

As discussed below, in one embodiment, the present
invention provides a system and method enabling LAMP
PCR. In a preferred embodiment, as shown in FIG. 1, the
present invention may be used to identify an analyte in a
solution. For this embodiment, an exemplar of processing a
water sample for the detection of DNA is illustrated but the
present invention has other applications as well.

As shown in FIG. 1, the present invention provides the
steps of collecting a sample (100) which may be a water
sample of 100 mL or some other predetermined amount to
form a first analyte. The next step is to concentrate the cells
(102). Cell lysis is performed (104) to extract DNA (106).
DNA amplification (108) is performed next followed by the
providing of a visual signal (110) to indicate the presence of
an analyte of interest.

Sample collection (100) may be accomplished in any
number of known ways including the use of a syringe. In a
preferred embodiment sample collection follows the WHO
Guideline for Biological Contaminants.

Sample concentration (102) may be accomplished in a
number of ways known to those of skill in the art. In a
preferred embodiment, as shown in FIG. 2, a novel means by
which to create a centrifuge is to use bicycle 200 having a
wheel 202 connected to a drive mechanism 204. Attached to
the spokes of the wheel 202 are one or more adapters
210-212. The adapters, clips or holders that are configured
to hold one or more flasks or test tubes 220-222 securely in
place while wheel 202 rotates. For a preferred embodiment,
to concentrate cells at the bottom of a flask or test tube and
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to concentrate the solution, which may be water, as a
tabulator a velocity of 20 mph on a 26-inch bike tire has been
found to produce up to 25 grams of analyte.

FIGS. 3A-3B illustrate additional steps to be performed
after sample concentration (102). As shown in FIGS. 3A and
3B, a primary washing step may be performed. The primary
wash may be performed by using a syringe 300 to perform
force-fed filtration in combination with membrane 310. As
the solution leaves the system, cells 320-325 concentrated
on membrane 310. A reverse wash may also be performed
but is not necessary. For a reverse wash, approximately 10
ml of pure water or some other solution may be reintro-
duced into the system so that the cells 320-325 are mixed
with the smaller amount of solution to provide a concen-
trated solution for further processing during lysis.

FIG. 4 illustrates for yet another embodiment of the
present invention which provides a means by which to
perform lysis (104). In a preferred embodiment, syringe 400
containing a concentrated solution, created as discussed
above, is connected by a luer 405, or by some other suitable
means, to a disposable mechanical cell lysis chip 410. Chip
410 may be formed on silicon wafer 412 and include a
plurality of micro-filter arrays 420 and 421 through which
the fluid flows past and towards a plurality of nano blade
arrays 422 and 423. While only two blade arrays are
designated, as shown in the insert a larger number of blade
arrays may be provided.

The blade arrays perform mechanical lysis by shearing the
cells as solution is force-fed through the array. The benefits
of'this include eliminating the need for electricity, chemicals
or other mediums. The lysate may then exit the chip through
port 450 to form a second analyte for DNA extraction (106).

As shown in FIG. 5, DNA extraction may be performed
by adsorption to silica. In a preferred embodiment, the DNA
adsorbed by silica in the presence of chaotropic salt solu-
tions with high ionic strength. A chaotrope denatures bio-
molecules by disrupting the shell of hydration around them.
This allows positively charged ions to form a salt bridge
between the negatively charged silica and the negatively
charged DNA backbone in chaotropic high salt concentra-
tions. The DNA can then be washed with high salt and
ethanol and may then be eluted with a low salt buffer for
DNA amplification (108).

Part of the DNA amplification step includes providing an
enclosure or container 600 for elution 610 may contain
nucleotides, primers, pathogen DNA, other forms of DNA
and other biological materials therein. In a preferred
embodiment, as shown in FIG. 6, enclosure 600 includes a
phase change material 612. Phase change material 612 may
be a wax-like substance that is designed to melt at 65° C. and
is blended with a thermochromatic material that changes
color at temperature. This provides a visual detection that
the heating has been completed. Heater 620 is also provided.
Heater 620 may be chemical or use a filament used in
combination with an energy source such as a rechargeable or
disposable battery.

Once the solution has been properly heated DNA visual-
ization (110) may be performed. In a preferred embodiment
visualization is performed by staining any potential DNA in
the solution with a dye. In a preferred embodiment, dyeing
may be performed using the SYBR green technique that is
known to those of skill in the art. For this technique, SYBR
green dye his positively charged and binds to DNA. The dye
absorbs blue light and emits green light to indicate the
presence of DNA.

In yet other embodiments, the present invention provides
a method and system testing a material for the presence of
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DNA without the use of an electric current. The system and
method include the steps of obtaining a sample of solution
of cells to form a first analyte; concentrating the cells in a
first analyte, which may be done with a mechanical centri-
fuge such as a bicycle wheel; lysing the cells which may be
done use of the microchip; extracting DNA from the cells to
form a second analyte. The second analyte is chemically
heated in an enclosure that contains a material that melts at
a predetermined temperature and includes a thermochromic
pigment that changes color at a temperature equal to or
greater than the predetermined temperature.

While the foregoing written description enables one of
ordinary skill to make and use what is considered presently
to be the best mode thereof, those of ordinary skill will
understand and appreciate the existence of variations, com-
binations, and equivalents of the specific embodiment,
method, and examples herein. The disclosure should there-
fore not be limited by the above-described embodiments,
methods, and examples, but by all embodiments and meth-
ods within the scope and spirit of the disclosure.

What is claimed is:

1. A method for testing a material comprising the steps of:

obtaining a sample of solution of cells forming a first

analyte and placing said sample in an enclosure;
concentrating said cells in said first analyte;
lysing said cells;
extracting DNA from said cells to form a second analyte;
applying heat at predetermined temperature to said enclo-
sure to amplify said DNA in said second analyte;

using a phase change material that melts at a predeter-
mined temperature to maintain said predetermined tem-
perature during said heating; and

detecting said DNA.

2. The method of claim 1 wherein said material is a wax
that includes a thermochromic pigment that changes color at
temperature.

3. The method of claim 1 further including a heating
element.

4. The method of claim 3 wherein the heating element is
powered by a battery.

5. The method of claim 3 wherein the heating element is
powered by a rechargeable battery.

6. The method of claim 1 wherein said cells are concen-
trated in said first analyte by locating said first analyte in one
or more containers, affixing said one or more containers to
a bicycle wheel, and spinning said wheel.

7. The method of claim 1 further including the step of
heating said second analyte by chemical heating.

8. The method of claim 1 wherein said visualization is
performed by staining DNA in said second analyte with a
dye.

9. The method of claim 8 wherein said dyeing is per-
formed using an SYBR green technique.

10. The method of claim 1 wherein DNA extraction is
performed by adsorption to silica.

11. The method of claim 10 wherein DNA adsorbed by
silica in the presence of chaotropic salt solutions.

12. A method for testing a material for the presence of
DNA without the use of an electric current comprising the
steps of:

obtaining a sample of solution of cells to form a first

analyte;

concentrating said cells in said first analyte;

lysing said cells;

extracting DNA from said cells to form a second analyte,

said second analyte is heated at a predetermined temep-
erture in an enclosure lined with a phase change
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material that melts at a predetermined temperature to

maintain said predetermined temperature during heat-

ing and includes a thermochromic pigment that changes

color at a temperature equal to or greater than said

predetermined temperature; 5
detecting said DNA.

13. The method of claim 12 wherein said cells are
concentrated in said first analyte by locating said first
analyte in one or more containers, affixing said one or more
containers to a bicycle wheel, and spinning said wheel. 10

14. The method of claim 12 further including the step of
heating said second analyte by chemical heating.

15. The method of claim 12 wherein said visualization is
performed by staining DNA in said second analyte with a
dye. 15

16. The method of claim 15 wherein said dyeing is
performed using an SYBR green technique.

17. The method of claim 12 wherein DNA extraction is
performed by adsorption to silica.

18. The method of claim 12 wherein DNA adsorbed by 20
silica in the presence of chaotropic salt solutions.

19. The method of claim 12, wherein said DNA in said
second analyte are enclosed by said phase change material.

20. The method of claim 1 wherein said enclosure is lined
with said phase change material. 25
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