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Figure 3. 4-Plex RT-PCR and Simple Western Quantification of Lung Cancer-associated Transcripts.

Lung cancer RNA fusions and other transcripts can be multiplexed and quantified in a dose-dependent manner using a
reference gene (TBP). A) Quantification of EML4-ALK fusion, PD-L1, PD-L2, and TBP transcripts in NSCLC cell line H2228. B)
Simple Western results for PD-L1 mRNA quantification of cell lines with known differences in expression were consistent
with their underlying abundance as reported in literature®2: A549 < PC9 < H460 < H441. Note that elevated TBP expression
was observed in the H2228 cell line; this result is consistent with reports from RNA-seq in databases such as Expression
Atlas3. C) Relative expression levels of PD-L1 on Simple Western for all cell lines were consistent with orthogonal platforms
(2100 Bioanalyzer, 3500 Genetic Analyzer and 7500 Real-Time PCR) when normalized to TBP*. For each platform, the same
RT product and input was used for PCR. Similar trends in PD-L1 expression were observed when the data were normalized to
total RNA input.

~6 hours from Analyte to Analysis protein abundance.
Figure 1. Study Design and Workflow for Co-detection of Nucleic Acids and Protein on the Simple Western System.

Nucleic acids and protein were isolated from lysates of cell lines or FFPE tissue specimens. PCR amplicons were hapten-labeled
using multiplex RT-PCR followed by co-injection of labeled amplicons and proteins into a single capillary for detection and
quantification on the Simple Western system.

 This multi-omic technology may improve the integration of different classes of NSCLC biomarkers, as well as in other disorders where combinations
of RNA, DNA and protein biomarkers can accelerate precision medicine.
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