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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210

This International Searching Authority found multiple (groups of)
inventions in this international application, as follows:

1. claims: 1 (completely), 4-30 (completely)

A method of high throughput quantification of a specific
mRNA in whole blood, comprising the steps of:

(a) collecting whole blood;

(b) removing erythrocytes and blood components other than
leukocytes from the whole blood by filtration to yield
leukocytes on a filter membrane;

(c) lysing the leukocytes on a filter membrane to produce a
lysate comprising mRNA;

(d) transferring the ]ysate to an oligo(dT)-immobilized
plate to capture the mRNA; and

(e) quantifying the spec1f1c MRNA using spiked control RNA.
A lysis buffer for high throughput mRNA quantification,
comprising: ‘

(a) a sufficient concentration of detergent to lyse a
cytoplasmic membrane;

(b) a sufficient concentration of salt that the stringency
does not exceed that of 4*SSC;

(c) a buffer to maintain pH in the range of 7.0-8.0;

(d) 1.4-1.75 M guanine thiocyanate; and

(e) 200 [mu]g/ml-20 mg/ml proteinase K.

A high throughput mRNA quantification kit, comprising:

(1) a high throughput mRNA quantification device comprising
(a) a multi-well plate, said multi-well plate comprising:

i) a plurality of sample-delivery wells;

ii) a leukocyte-capturing filter underneath said wells;
1i1) an mRNA capture zone underneath said filter, said mRNA
capture zone having oligo(dT)-immobilized thereon and

(b) a vacuum box adapted to receive said plate to create a
seal between said plate and said box.;

(2) a hypotonic buffer;

(3) ethanol; and

(4) a lysis buffer comprising 1.4-1.75 M guanine
thiocyanate; and 200 [mu]g/ml -20 mg/ml] proteinase K.

A method of lysing cells using the lysis buffer as disclosed
herein above.

2. claim: 2 (completely)
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210

A method of high throughput quantification of a specific
mRNA in whole blood, comprising the steps of:

(a) collecting whole blood;

(b) removing erythrocytes and blood components other than
Teukocytes from the whole blood by filtration to yield
leukocytes on a filter membrane;

(c) lysing the leukocytes on a filter membrane to produce a
lysate comprising mRNA;

(d) transferring the 1ysate to an oligo(dT)-immobilized
plate to capture the mRNA while applying spec1f1c antisense
primers; and

(e) quantifying the specific mRNA.

3. claim: 3 (completely).

A method of high throughput quantification of a specific
mRNA in whole blood, comprising the steps of:

(a) collecting whole blood;

(b) removing erythrocytes and blood components other than
Teukocytes from the whole blood by filtration to yield
leukocytes on a filter membrane;

(¢) lysing the leukocytes on a filter membrane to produce a
lysate comprising mRNA;

(d) transferring the 1ysate to an oligo(dT)- 1mmob111zed
plate to capture the mRNA; and

(e) quantifying the spec1f1c mRNA while app1y1ng specific
antisense primers.

4, claims: 31-51 (completely)

A method of determining a definite quantity of target mRNA
in a blood sample comprising:

(a) collecting whole blood;

(b) removing erythrocytes and blood components other than
Teukocytes from the whole blood to yield leukocytes;

(c) lysing the leukocytes with a lysis buffer containing
spiked control RNA to produce a lysate comprising mRNA and
spiked control RNA;

(d) transferring the lysate to an oligo(dT)-immobilized
plate to capture the mRNA;

(e) quantifying the sample mRNA and spiked control RNA;
(fé determining the percent recovery of spiked control RNA;
an

(g) determining the definite quantity of mRNA by applying
the percent recovery determined in step (f).

5. claims: 52-53 (completely)

A method of synthesizing cDNA in solution upon poly-A RNA,

comprising application of specific antisense primers during
cDNA synthesis.
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210

6. claims: 54-93 (completely)

A method for quantifying a first specific mRNA comprising a
particular sequence from a sample, comprising:

a) spiking said sample with a known quantity of a second
specific mRNA;

b) purifying poly-A mRNA from the sample;

c) producing cDNA from the mRNA in the sample;

d) quantifying an amount of cDNA corresponding to each of
the first and second specific mRNA's in the sample; _

e) determining a percent recovery of the second specific
mRNA; and

f) applying the percent recovery of the second specific mRNA
to determine the starting amount of the first specific mRNA.

7. claims: 94-119 (completely)

A method of detecting mRNA indicative of a cellular response

to a bioagent, comprising:

a) exposing cells to a bioactive agent;

b) Tysing the cells with a lysis buffer comprising a known

quantity of a specific control mRNA;

d) purifying poly-A mRNA from the lysate;

e) producing cDNA from a specific sequence of native mRNA
_and from the specific control mRNA;

f) quantifying an amount of cDNA corresponding to the

specific native and specific control mRNAs;

g) creating a graph comprising the amount of recovered

specific native mRNA on the y axis and the recovered

specific control mRNA on the x axis; and

h) using the graph of step (g) to determine the amount of

mRNA produced in response to exposure to a bioactive agent.

8. claims: 120-145 (completely)

A method of detecting mRNA indicative of a cellular response
to a biocagent, comprising:

a) exposing cells to a bioactive agent;

b) lysing the cells with a lysis buffer comprising a known
quantity of a specific control mRNA;

c) purifying poly-A mRNA from the lysate;

d) producing cDNA from a specific sequence of native mRNA
and from the specific control mRNA;

e) quantifying an amount of cDNA corresponding to the
specific native and specific control mRNAs;

f) creating a graph comprising the amount of recovered
specific native mRNA on the y axis and the recovered
specific control mRNA on the x axis; and

g) comparing statistical differences among multiple points
on the graph of step (f) to detect mRNA produced in response
to exposure to a bioactive agent.
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210

9. claims: 146-171 (completely)

A method of identifying an individual expressing abnormal
Tevels of mRNA:

a) exposing cells to a bioactive agent;

b) lysing the cells with a lysis buffer comprising a known
guantity of a specific control mRNA;

d) purifying poly-A mRNA from the 1ysate

e) producing cDNA from a specific sequence of native mRNA
and from the specific control mRNA;

f) quantifying an amount of cDNA corresponding to the
specific native and specific control mRNAs;

g) creating a graph comprising the amount of recovered
specific native mRNA on the y axis, the recovered specific
control mRNA on the x axis, and a regression line;

h) rotating the x-axis of the graph of step (g) to align
with the regression line;

i) determining the normal range of mRNA quantities from the
graph of step (h); and

j) detecting the individuals with mRNA quantities falling
outside of the range of normal mRNA quantities.
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