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Example 1

[0070]  In this section, examples of experiments using the quantitation method according to
various embodiments are described.
[0071]  In this example, the Assay and Primer = targeted 4 cancer promoter regions, ea

with different primer sequences as follows:

Resay

Assay Forward  Reverse  Template
Az FD RO ATARTTGAGGOTOOIATARRAGE b i

Ty

T
o]
<=

A2 KR H 8 AGASTTGAGGATOOTATAGAS

A& B3RO R R : CTITTITTTGARAGET S5hAGTC ITGATASTGAGECE
MIFIRL R R CTITTHTTEGABAGETUGARGTE CAGAGAMTARITGAT TS ATAGE

ASLFLRE R L o R e T

ASEFLRG FL B

A R OED Ri CETAGATIGALE ROSTTIGTITABEGRE

BOHGAGTGAGRARTY

S0ELRS B RS
[0072] Master Mix = SYBR®Select Master Mix

[0073]  Sample = Synthetic Templates
[0074] Assay | =Primer G, Assay 2 = Primer A

[0075] To
ific ratios. 12 levels of methylation states were generated : 100%, 99%, 90%, 75%,

nerate samples of various methylation levels, the AlIC and AllU templates were

mixed at sp

60%, 50%, 35%, 20%,10%, 5%, 1% and 0%.

[0076]  An exemplary plate layout is illustrated in FIG. 4.

[0077]  Replicates = 2 technical replicates. 10uL reaction mix per well.
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Example 1

[0070] In this section, examples of experiments using the quantitation method according to

various embodiments are described.

[0071] In this example, the Assay and Primer = targeted 4 cancer promoter regions, each

with different primer sequences as follows:

Assay Forward Reverse  Template Assay

AO02_FO_RO FO RO AGAATTGAGGGTGGTATAGAAGC CGTCGAGGTTCGAGAAGG AO02FORO
AO02_FO_R2 FO R2 AGAATTGAGGGTGGTATAGAAGC CGAGTTTAGGGAGGCGTATATAG AO02FOR2
A44_F3_RO F3 RO TTTTTTTTCGAAAGGTCGAAGTC CGTTTAGTTTTTGATAGTGAGGGG A44F3R0
Ad4_F3_R2 F3 R2 TTTTTTTTCGAAAGGT CGAAGTCGAGAGAAATAATTGATTTCGATAGG A44F3R2
AS51_F1_R1 F1 R1 TAGGGATGTTTTTGCGTTTTC CGTCGGGGAAGGTAGGTTC AS1F1R1
AS51_F1_R4 F1 R4 TAGGGATGTTTTTGCGTTTTC CGGTTTCGGGTTTAGTTATTTGT A51F1R4
A54_FO_R2 FO R2 GGTAGATTGAGGGCGGTC CGGTTTGTTTAGGTGGGG! AS54F0R2
A54_F2_ RS F2 RS GGGGAGTGAGGAGTCGC CGGGATAATGCGGCG AS4F2R5

[0072] Master Mix = SYBR®Select Master Mix
[0073] Sample = Synthetic Templates

[0074] Assay 1 = Primer G, Assay 2 = Primer A

Template ID Synthetic Template Sequence

A51_AlIC CGGGTAGGGATGTTTTTGCGTTTTCGGGCGGTTTCGGGTTTAGTTATTTGTT CGTCGGGGAAGGTAGGTTC

A51_AllU UGGGTAGGGATGTTTTTGUGTTTTUGGGUGGTTTUGGGTTTAGTTAT TTGTTUGTUGGGGAAGGTAGGTTC

A54_AlIC GGTAGATTGAGGGCGGTCGGGGAGTGAGGAGT CGCGGGGAGAGAGTCGCGGCGTTTTCGGGATAATGCGGCGGCEGTTTETTTAGGTGGGGCGCGTGCEGTTATTT
A54_AllU GGTAGATTGAGGGUGGTUGGGGAGTGAGGAGTUGUGGGGAGAGAGTUGUGGUGTTTTUGGGATAATGUGGUGGUGGTTTGTTTAGGTGGGGUGUGTGUGGTTATTT
AD2_AlIC AGAATTGAGGGTGGTATAGAAGC GGGTAAAGGGGCGAT CGGATTCGAGTTTAGGGAGGCGTATATAGGGGGCGT CGAGGTT CGAGAAGG

A02_AlIU AGAATTGAGGGTGGTATAGAAGUGGGTAAAGGGGUGATUGGATTUGAGTTTAGGGAGGUGTATATAGGGGGUGTUGAGGTTUGAGAAGG

A44_AlIC GCGAGGGAGAAATCGGTCGTTTTTTTTCGAAAGGT CGAAGTCGAGAGAAATAATTGATTTCGATAGGTTTGTTTCGTTTAGTTTTTGATAGTGAGGGG

A44_AllU GUGAGGGAGAAATUGGTUGTTTTTTTTUGAAAGGTUGAAGTUGAGAGAAATAATTGATTTUGATAGGTTTGTTTUGTTTAGTTTTTGATAGTGAGGGG

[0075] To generate samples of various methylation levels, the AlIC and AU templates were
mixed at specific ratios. 12 levels of methylation states were generated : 100%, 99%, 90%, 75%,
60%, 50%, 35%, 20%,10%, 5%, 1% and 0%.

[0076] An exemplary plate layout is illustrated in FIG. 4.

[0077] Replicates = 2 technical replicates. 10uL reaction mix per well.
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