CytoScan DNA Sample Requirements
Assay performance may vary for genomic DNA samples that do not meet the general requirements described below. However, the reliability of any given result should be assessed in the context of overall experimental design and goals.
• DNA must be double-stranded (not single-stranded). This can be verified using PicoGreen® quantitation. This requirement relates to the restriction enzyme digestion step in the protocol.
• DNA must be free of PCR inhibitors. Examples of inhibitors include high concentrations of heme (from blood) and high concentrations of chelating agents (i.e., EDTA). The genomic DNA extraction/purification method should render DNA that is generally salt-free because high concentrations of certain salts can also inhibit PCR and other enzyme reactions.
• DNA must not be contaminated with other human genomic DNA sources, or with genomic DNA from other organisms. PCR amplification of the ligated genomic DNA is not human specific, so sufficient quantities of non-human DNA may also be amplified and could potentially result in compromised genotype calls. Contaminated or mixed DNA may manifest as high detection rates and low call rates.
[bookmark: _GoBack]• DNA must not be degraded. The genomic DNA fragment must have Nsp I restriction sites intact so that ligation can occur on both ends of the fragment and PCR can be successful. The approximate average size of genomic DNA may be assessed on a 0.8% or 1% agarose gel using an appropriate size standard control. Control Genomic DNA can be run on the same gel for side-by-side comparison. High quality genomic DNA will run as a major band at approximately 10-20 kb on the gel. Pre-amplification methods or pre-digestion with restriction enzymes other than Nsp I have not been tested by Thermo Fisher Scientific. If other methods are desired, we recommend conducting experiments to evaluate their performance with this assay.
• DNA should be at a concentration of 50 ng/ul with at leat 15 ul of volume.
The following sources of human genomic DNA have been successfully tested in the laboratories at Affymetrix for DNA that meets the requirements described in the section ʺGenomic DNA general requirements and recommendationsʺ.
• Blood
• Cell line
Blood collection methods
The two blood collection methods that have been shown to be compatible with the assay are EDTA and Heparin.
Genomic DNA extraction and purification methods that meet the general requirements outlined above should yield successful results. Methods that include boiling or strong denaturants are not acceptable, because the DNA would be rendered single-stranded. Genomic DNA extracted using the following methods have been tested at Thermo Fisher Scientific:
• QIAGEN – Gentra® Puregene® Kit
• 5 PRIME – PerfectPure DNA Blood Kit
