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reactions. The performance of the PCR assays for Sanger
sequencing is shown for reference human genomic DNA
with known mutations and for eight examples of clinical
samples of FFPE-extracted DNA where Sanger sequencing
was able to resolve low-quality, ambiguous base calls by
NGS sequencing.

Figure 8. Sanger sequencing shows the presence of ClinVar
ID 94898(benign), SNV C>G ( red arrow) in RECQL4

Study 1: Assay Validation using human genomic
Reference DNA

Commercial Oncology Reference standards (e.g. Horizon
Discovery, Acrometrix) with known mutations, when
available, provide a way to to validate individual
PrimerDesigner assays for their ability to detect genetic
variants.

We validated two PrimerDesigner assays targeting the
KRAS hotspot mutation sites analyzing a sample generated

Study 3 : Confirmation sequencing of 8 non-
concordant NGS-variant calls on FFPE-extracted

DNA samples

A set of eight conflicting variant calls in two different NGS
platforms (Table 2) was used to show that Sanger
sequencing using the PrimerDesigner assays is able to
resolve ambiguous NGS variant assignments.
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sequencing (Table1). In some instances, highlighted in
yellow, a definitive sequencing answer is found in only one
sequencing direction due to additional sequence content
such as homopolymers or heterozygous indels obscuring
the sequencing results of the opposite strand.
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Figure 2. Primer Designer™ Tool User Interface [1] Primer Designer Tool, Application Note , 2013,

https://documents.thermofisher.com/ TFS-Assets/LSG/brochures/primer-
designer-tool-app-note.pdf

Figure 6. PCR reaction setup, T-cycling, ExoSap It treatment
and QC of the PCR-amplicons prior to Sanger Sequencing
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