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NanoString 
Analysis Report 

This Report contains both a NanoString QC Report and a 
NanoString Analysis Report.  NanoString service was performed 
on the 12 RNA samples using the Human Pan Cancer Pathway 
Panel.  The panel contains 770 genes from 13 cancer-associated 
canonical pathways including: MAPK, STAT, PI3K, RAS, Cell 
Cycle, Apoptosis, Hedgehog, WNT, DNA Damage Control,  
Transcriptional Regulation, Chromatin Modification, and TGF-beta 
pathways. The NanoString run was successful and the samples 
passed NanoString QC.  Samples were normalized to the 40 
housekeeping genes and then sample analysis was performed.  
Sample analysis, heat map analysis, and pathway mapping were 
performed on the data.  
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NanoString QC Report 
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Field of Views 

Imaging QC refers to the percentage of FOVs successfully counted by a digital Analyzer scan. 
Consistently reduced percentages can be indicative of an issue associated with the nCounter 
instrumentation. 80% is the Canopy Biosciences FOV cutoff for quality control. 
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Binding Density 

The mean binding density is measured in spots per square micron. 
Acceptable probe count measurements are between 0.05 and 2.25 spots per square micron. 
When too many probes are present, the Analyzer may not distinguish each individual probe accurately. 
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Positive Control Linearity 
   

This assay contains a variety of positive control probes targeting molecules added during the production of the 
kit.  Positive control linearity is a correlation analysis in log2 space between concentrations of added targets 
and the resulting counts.  Low correlation values (below 0.95) may indicate an issue regarding hybridization. 
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fM Detection Threshold   

fM detection threshold is a calculation of limit of detection based on positive and negative control 
probes.  
The 0.5 fM positive control probes must produce raw counts significantly higher than the mean of 
the negative control probes. 
Detection threshold below the minimum value indicates hybridization difficulties.  
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Controls   
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Housekeeping Genes 
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NanoString Analysis Report 
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HEAT MAP ANALYSIS 
Unbiased clustering was performed to generate a heat map analysis of the 12 samples.  
The average linkage clustering method and the kendall’s tau distance method 
measurement were employed to generate the data.   
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Untreated vs Treated Scatter Plot 
A scatter plot was generated using the average of the untreated 
samples vs the average of treated samples.  

1	

10	

100	

1000	

10000	

100000	

1	 10	 100	 1000	 10000	 100000	

Tr
ea
te
d	

Untreated	

Untreated	vs	Treated	



www.canopybiosciences.com Page 12 

Untreated vs Treated Volcano Plot 
A volcano plot was generated. Untreated samples were assigned to be the 
reference and treated samples were compared to untreated samples. The 
Benjamini-Yekutieli procedure, which controls the false discovery rate, was 
employed to generate an adjusted p-value. 
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Untreated vs Treated Top Genes 
The top 20 genes with a p-value of ≤0.05 and a log2 fold change of >1 or <-1 are 
listed in the table below. The Benjamini-Yekutieli procedure, which controls the false 
discovery rate, was employed to generate an adjusted p-value (BY.p.value).   

Gene	Name Log2	Fold	Change P-value BY.p.value
Rsad2 3.38 0.00000268 0.0088
Ifit3 2.78 0.00000431 0.0088
Usp18 2.48 0.0000101 0.0138
Cdkn1a 1.68 0.0000312 0.0264
Oasl1 2.41 0.0000323 0.0264
Oas3 2.27 0.0000555 0.0378
C3 2.53 0.0000725 0.0386
Ifit2 2.03 0.0000769 0.0386
Mx2 2.43 0.0000902 0.0386
Ifit1 2.4 0.0000994 0.0386

Cmpk2 2.11 0.000104 0.0386
Xaf1 1.35 0.000146 0.0497
Ifi35 1.04 0.000214 0.0581

Tnfaip3 1.38 0.000219 0.0581
Cxcl10 2.13 0.000223 0.0581
Abca1 1.77 0.000228 0.0581
Ifih1 1.47 0.000274 0.0623
Vcam1 1.11 0.000275 0.0623
Ccl5 1.64 0.000398 0.0812
Prf1 1.73 0.000595 0.0945
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Untreated vs Treated Pathway Mapping 
Untreated samples were assigned to be the reference and treated samples were 
compared to untreated samples. Pathway mapping was performed on genes with a 
p-value of ≤0.05. A significant pathway is defined as having three or more 
differentially regulated genes.  Log2 fold change is shown in red (up-regulated) and 
green (down-regulated).  Grey is no change in expression.  White are genes not 
included in the NanoString panel.  20 pathways were analyzed: HTLV-1 infection, 
Herpes simplex infection, Tuberculosis, PI3K-Akt signaling pathway, Influenza A, 
Pathways in cancer, Jak-STAT signaling pathway, Hepatitis B, Toll-like receptor 
signaling pathway, Measles, Osteoclast differentiation, Epstein-Barr virus infection, 
Chagas disease, TNF signaling pathway, Cell adhesion molecules, Natural killer cell 
mediated cytotoxicity.  Three pathways are highlighted below and on the following 
two slides.   

Toll-Like Receptor Signaling Pathway 
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G1 vs G4 (Tumor D) Pathway Mapping 

Cytokine-Cytokine Receptor Interaction Pathway 
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G1 vs G4 (Tumor D) Pathway Mapping 

Cell Adhesion Molecules 
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CONCLUSIONS 
NanoString service was performed on the 12 RNA samples using the Human Pan 
Cancer Pathway Panel.  QC analysis and sample analysis was performed 
including heat maps, scatter plots, volcano plots, and pathway mapping. 
 
 
 
 
For questions on the report please contact info@canopybiosciences.  
 
For additional analysis please contact sales@canopybiosciences for a quote.  


