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ABSTRACT Figure 3. Blunt versus Tailed Ligation. /Flgure 5. Oligo Assay: Comparison of Lucigen Reagents
with competitor N and R reagents.
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maximizes A-tailing and subsequent ligation to T-tailed adapters. —r— I Lucigen’s reagents and then . » e 1
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that must be end repaired and phosphorylated before self ligation is 0] =:“=='.‘= %1 formation of chimeras when 50% GC Template AT-Rich Template (80%)
possible. A-tailing prevents self ligation and chimera formation. The separated on a 10% - :g | 7
results demonstrate an essentially chimera free target with over 80% Ethidium Bromide acrylamide gel. No chimeras 2 1 S %
efficiency of T-tailed adapters ligated in a single step compared to formed with the A-tailed > 60 S 40 -
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less biased library with fewer chimeras than libraries produced with Figure 4. T4 Ligase Titration. LUCIGEN N R LUCIGEN N R
competitor’s Kits. Template 90-mer DNA was end A double strand oligonucleotide (Fig. 2a) was end repaired and A-Tailed
repaired and tailed with Lucigen with Lucigen one-step reagents or with the competitor ‘N’ quick 454
METHODS AND RESULTS W 99 reagents and then ligated to T- sample prep master mix and the competitor ‘R’ library prep kit. Tailed
O 80 e tailed, Texas Red labeled oligonucleotides were then ligated to a fluorescent probe (3’ Texas Red)
_ _ _ _ \ E 70 - /— — ° adaptors. Ligations were with a single 3’ T or 3’ C overhang. Reactions were separated on a 10%
F!gure_ 1. Diagram of Gene_rallzed Sam p_Ie _Preparatlon for NGS o 60 R Incubated at 25°C for 30 minutes acrylamide gel and visualized with UV light (a). Gels were then stained
Libraries. Sample preparation for the majority of NGS platiorms = 50 - with variable units of ligase and with ethidium bromide (b). Percent ligation to probe indicates the
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Genomic DNA | Briefly, highly pure genomic DNA , ranging T4 DNA LIGASE (pl) ligation reaction is optimal with 2 | | Tests with competitor kits show a high percentage of G-Tailing, and
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/Figure 2a. Schematic of Oligonucleotide Tailing Assay. Our end \ Genomic DNA was sheared and 500 ng each used in Lucigen’s and competitors N and R’s sample preparation processes. 25 ul End Repair

repair, tailing assay allows us to quantify the efficiency of tailing and and Tailing reactions were followed by the addition of FAM-labeled adapters and T4 DNA ligase. After ligation, samples were purified with SPRI
differentiate between A-tailing and G-tailing, as Taq DNA polymerase beads and sizing solution and quantified with an Agilent Bioanalyzer. Results show that Lucigen’s reagents and protocol produce more

will add non-templated purines (both A and G). In addition, in the labeled product (labeled molecules per ng DNA) than that produced by competitors N and R. For these comparisons, all reagents used were
absence of tailing, a ladder of chimeras will be visible indicating blunt from individual kits except for adapters, which were the same for all experiments. Fluorescence (Mol/ul) was measured with a Synergy 2
ligation. Target DNA consists of a double strand 90-mer that must be Microplate Reader using a standard from kit ‘R’. Quantification of DNA was made on an Agilent 2100 Bioanalyzer with High Sensitivity chips.
end repaired and kinased before it is ligatable. Adapters are labeled Data includes graphic (a), pseudo images (b) of completed libraries and quantification of library fluorescence (Mol/pl) and DNA (ng/ul) (c).

target or G-tailed target, respectively. Target that is end repaired but not
tailed will form chimeras when ligated. Target that is G-tailed will ligate e

with Texas Red and have either a T-tail or a C-tall for ligation to A-tailed \ Fluorescence per ng DNA (Mol/ng) was calculated by dividing values for Mol/ul by ng/ul. The average of two replicates is shown at the bottom. /
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