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Pancreatic ductal adenocarcinoma (PDA) remains a deadly disease with a 5-

Gemcitabine Treatment and Associated Gene Expression
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currently available.

« This highlights the importance of high-throughput technologies for gene
expression analyses and drug screens.
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irectly measure multiple m ranscripts simultaneously. HIST1H3B decreased with 12 hours of gemcitabine treatment when compared to the vehicle.

* Our ability to study RNA expression has classically been limited by low HIST1H3H

detection rate (microarrays) or high cost (RNA-Seq).

« We utilized the nCounter® analysis system to measure changes in cancer-

associated gene expression in PDA cell lines caused by different drug
treatment.

 We then validated these results using traditional assays to evaluate the
sensitivity of the nCounter® analysis system.
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Figure 1: Treatment with gemcitabine resulted in changes of gene expression
when compared to vehicle in PANC-1. Experiment performed in triplicate.

PANC-1 Candidate Genes With Gemcitabine Treatment

Conclusion

 We demonstrate that high-throughput technology, such as the NanoString
nCounter® analysis system offers several advantages over traditional
techniques:

« Sensitivity
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Table 1: Candidate genes identified for validation using qRT-PCR.

relevance of the genes that were identified.

« This assay lends itself for high-throughput drug screens in order to identify
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« MiaPaca2 and PANC-1 PDA cell lines were used.

* Cells were treated with vehicle, 5-fluorouracil, gemcitabine, or oxaliplatin for
12 hours.

« RNA extraction per manufacturer specifications.

« Nanostring nCounter® PanCancer Pathways, a 770-gene panel was used to
simultaneously quantify gene expression changes with each treatment

* Genes that were found to be increased, decreased, or remain unchanged with
treatment were identified.

 Validation of identified genes was performed using qRT-PCR and
immunoblotting.
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Figure 2: Validation was performed using traditiona qRT-PCR. Genes that were
identified to decrease (HIST1H3b and HIST1H3h) reproducibly decreased with
12 hours of gemcitabine treatment. Similarly, BRCA2 was increased after 12
hours of treatment. PIM1 (control) remained unchanged with treatment. Relative
mRNA expression was compared to 18s.
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