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Analyzing your nCounter Data 

Step1: Data QC 
Positive Control Probes (POS A-F):  Your nCounter® CodeSet is manufactured with a set of 6 internal, positive control probes 
(labeled POS_A through POS_F). A corresponding RNA target for each control probe is also present in the CodeSet, at 
concentrations ranging from 128fM to 0.5fM in a 4 fold titration, and therefore added equally into all hybridizations. Consequently, 
any variation in raw counts for positive control probes represents systematic variation introduced by pipetting, sample purification, 
and imaging. Data normalization using positive controls will adjust for these systematic sources of variation. Since RNA samples are 
added into hybridizations separately, positive control normalization does not account for variations in total RNA input into the assay. 

Negative Control Probes (NEG A-H): a set of 8 Negative Control probes are also included in your CodeSet. Since no RNA target 
is included for these probes, negative control counts represent the non-specific carry-over of Reporter Probes (background) in the 
nCounter® assay. 

Positive Control Performance: Linearity of Counts vs. RNA Concentration 
RNA concentrations in the hybridization for positive control targets are listed in the data file and range from 128fM (POS_A) to 
0.125fM (POS_F) in a 4-fold titration. The expected correlation of positive control counts to RNA target concentration is R2>0.95. 

Result 

 
 

 

This graph demonstrates the linearity of the nCounter platform. The square of the Pearson Correlations (R2) of Positive control RNA target 
concentration vs. counts is plotted for all 96 samples. Inset: 6 POS control probes counts (y-axis) are plotted vs. RNA target concentration (x-axis) 
for one representative assay. 


