NEBNext® enzymatic solutions for DNA methylation profiling of highly damaged DNA inputs
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Advances in Next Generation Sequencing (NGS) technologies have enabled large-scale quantification of ~ Methylation and library quality metrics Robust CpG correlations in target enriched tumor-normal matched EM-seq v2 libraries
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« EM-seq v2 libraries produce higher library yield and data quality compared to bisulfite libraries.

Figure 1. Libraries were prepared in duplicate from 10 ng of normal liver FFPE tissue DNA (DIN 3.5; BioChain  Figure 3. Libraries were prepared using 100 ng of tumor-normal matched FFPE patient sample DNA. FFPE DNA was o - e | _ o
 UltraShear fragmented libraries exhibit lower duplication, chimeras and non-proper pairs resulting in

Institute). FFPE DNA was fragmented by NEBNext UltraShear (enzymatic) or Covaris (mechanical) followed fragmented by NEBNext UltraShear or Covaris followed by EM-seq v2 and 8 PCR cycles. Libraries were sequenced (2x100

by EM-seq v2 conversion and 10 PCR cycles or Covaris shearing followed by sodium bisulfite conversion and  hases) on an lllumina NovaSeq 6000. 18 million total reads were used for analysis and aligned to the human hs1+controls higher quality libraries with higher fraction of useable reads.
12 PCR cycles. Libraries were sequenced (2x100 bases) on an lllumina NovaSeq 6000. 387 million total reads  genome. (A) Ten different patient tumor-normal matched samples with DINs ranging from 1.8-5.8. (B) Average library yields » Robust, high-quality EM-seq v2 libraries can be prepared with varying quality of tumor-normal FFPE
were used for the analysis and aligned to the human hs1+controls genome. (A) UltraShear fragmented  for each matched tumor/normal sample. C) Percent methylation detected in the CpG, CHG and CHH contexts for EM-seq matched samples and used to detect differentially methylated sites in genes of interest.

libraries produce higher yields. (B) GC coverage plot showing better GC representation for the EM-seq v2 5 |ipraries. UltraShear libraries exhibit higher overall CpG methylation and lower CHG and CHH levels compared to  ACKNOWLEDGEMENTS
libraries compared to bisulfite libraries. (C) Covaris and UltraShear EM-seq V2 libraries have longer inserts  ~qvaris libraries.

than bisulfite converted libraries.
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