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EGFR Exon 20 T790M Mutation

« Digitally verified Horizon Discovery Cell lines were diluted to provide a range of concentrations

ABSTRACT:

Background: Blood-based mutation analysis from circulating free DNA (cfDNA) is becoming very
Important for molecular demographics and diagnostics where no tumor is available as well as in the
pharmacodynamic monitoring of the patient during therapy. ICE COLD-PCR technology is capable of

Utility in Monitoring cfDNA during patient treatment
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The use of areference sequence oligonucleotide (RS-oligo) complementary to one of the wild-type
strands results in linear amplification of the wild-type sequences but exponential amplification of any
the sequence alterations that are present in the sample.

IGV view of NGS and Sanger Sequencing Results

Diseases with limited Tumor Tissue Abbreviations: SD, Stable Disease; PD, Progressive Disease
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CONCLUSIONS:

Transgenomic’c proprietary MX-ICP is designed as an upstream process that can be
used with various sequencing platforms for the simultaneous detection of:

Multiple Sequence Alterations (all known and unknown mutations in one reaction)
Multiple Genes (MX-ICP provides sufficient sample for targeted resequencing)
Multiple Samples (NGS allows simultaneous screening of many patients)

MX-PCR minus ICP

5% EGFR Exon 19del
NGS: 5.59%

MX-PCR plus ICP

In order to increase throughput (turn-around time) as well as address the limited amounts of DNA

present from cfDNA samples, Transgenomic has developed a multiplex approach for ICP using —_— = —r— e ——

multiplexed ICE COLD-PCR (MX-ICP) which consists of a multiplexed PCR (MX-PCR) reaction coupled A e " e

to ICP. The use of a Veriti Thermal cycler allows PCR amplification of up to 6 different Tc ‘s. The

determination of the appropriate RS-oligos for each ICP reaction has been ascertained in order to

ensure that they work within these 6 constrained temperature ranges. This allows the simultaneous

amplification of many different ICP assays using one PCR instrument.

Development of the Transgenomic’s proprietary MX-ICP assay provides an enrichment process that
- - - - - - NGS Output: 0%

can be used upstream of methodologies used for analysis of mutations, insertions/deletions or other e ————————

NGS: 97.7%
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The Veriti Thermal Cycler is useful for MX-ICP for 6 different Tc’s.

I——
E3

33333

33333

sequence alterations. , e —— | e —

Process Used to Generate Results

MX-ICP provides a PCR product that can be used on different sequence analysis
platforms

Overview: MX-ICP Enrichment R ——

Standard PCR (pre-amplification)
| Wild-Type

Sanger: EEH746_A750d el

0.005% EGFR Exon 19del
NGS Output: 0% NGS Output: 73.6%

Transgenomic’s MX-ICP assay was used in conjunction with downstream seguencing
platforms for the detection of the EGFR Exon 20 T790M point mutation and the
common EGFR Exon 19 deletion at levels < 0.01%
v  Sanger sequencing was able to detect the low level mutations for T790M but not
the EGFR Exon 19 deletion.
v'"NGS was able to detect the T790M mutations at these low levels when the MX-PCR
was followed by ICP.
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1. Use of a Veriti Thermal cycler with e o —— - e
Transgenomic’s proprietary MX-ICP was used o e T e
for amplification of DNA from:

1. Constructed plasmids
2. Cell Line DNA
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