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Next-generation sequencing (NGS) target enrichment
protocols are in high demand for preparation of Illumina
sequencing-ready libraries from samples of varying quality and
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was used and is programmed in the protocol to shear the
genomic DNA on-deck. All sequencing results shown in Figure
2 are from libraries generated from DNA using the large
capture V8 probe set and were down sampled to T00X raw
sequencing depth. Single nucleotide polymorphism (SNP)
calling was completed using the Agilent SureCall Software
(Figure 3). Inter- and intrarun contamination assays were
performed using 50 ng of input DNA for all eight samples
(15,000 copies). Every other sample was spiked with one
million copies of Alien 6 DNA fragment (239 bp) which
contains a specific DNA sequence absent from the human
genome and can be explicitly detected using a sensitive gPCR
assay. A Tagman gPCR assay specific to the Alien 6 DNA was
used for the pre- and postcapture samples. It was used
postrun to rule out intrarun contamination and in the following
run to rule out inter-run contamination. Quantification of copies
per uL sample was completed using a standard curve (spiked
samples were pre-diluted at 100X; data not shown). The
sequencing data from each pool was aligned to all 192
indexes. When fewer than eight samples per run were
sequenced, alternate samples were sequenced. Any sample-to-
sample or index contamination would likely be higher over a
shorter distance and thus more likely to contaminate
neighboring wells. Therefore, sequencing alternate samples
allowed for capture of contamination throughout the process,
from mixing the index pairs and plating into the strip tubes,
through the Magnis library prep and target enrichment steps,
sample collection, and quantification (Figure 4).

Figure 2. DNA-XTHS2 Magnis Yields, CVs, & Sequencing Metrics Figure 5. Magnis Inter-Run Contamination Assay - PrePCR  Figure 4. Magnis Contamination Assay

RERIES Conclusions

For all sequencing metrics, the Magnis NGS Prep system is The Agilent Magnis NGS Prep system consistently generates sequence-
equivalent in generating output libraries for all input DNA quality ready libraries from small, medium, and large probe panels using a simple
grades, regardless of shearing method (Figure 2). setup and without the need for extensive training.

Similarly, in all Magnis-generated libraries using AlO-Lung bait,
mutations for all Input DNA types are detected (Figure 3).

No sample-to-sample or run-to-run contamination was detectable for the
dual indexed libraries.

No reads above noise level were detected for no template control
(NTC) samples, or samples that were not added to the
sequencing pool (Figure 4).

SNPs down to one percent allele frequency were detected with Magnis
prepared libraries using the AlO-Lung Probe set.

Sample processing using the fully automated Magnis instrument gave high
No interrun contamination above noise level was detected library complexity even for challenging samples. (Data not shown.)

(Figure 5).

No intrarun contamination above noise level was detected. (Data
not shown.)
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