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Accurate quantitation of a next-generation sequencing library is essential to
maximizing data output and quality from each instrument run. gPCR is widely
accepted as the most effective method for library quantitation by both users and
manufacturers’, as qPCR methods measure only sequenceable library fragments
with a high level of accuracy and consistency. The NEBNext Library Quant Kit for
lllumina presents a simple, robust method for quantitation of lllumina libraries.
Here we demonstrate the effectiveness of the Kit for a broad range of library
types and sizes as well as advantages offered by gPCR quantitation for obtaining
optimal cluster density and user-to-user consistency. The NEBNext Quant Kit
offers an efficient and cost-effective gPCR library quantitation workflow for users
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1: Introduction

2: Quant Kit Workflow and qPCR Data

Time
5 min.

10 min.

20 min.
60 min.

10 min.

Total:
Ql 45 min

Bio-Rad CFX96 Touch™: Linear amplification plot, No ROX normalization
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3: Library Quantitation Consistency 4: Accurate Library Quantitation Produces Optimal Cluster Density
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NEBNext Library Quant Kit Performance Across Library Type and Size

5: Cluster Density from Various Quantitated Libraries

Input: sRNA  R. palustris H. influenzae E. coli Jurkat  R. palustris H. influenzae R. palustris  Jurkat E. coli H. influenzae
Library Size: 153 bp 310 31 341 633 638 656 900 946 958 963
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Libraries from 150-963 bp from indicated genomic input were first
quantitated using the NEBNext Library Quant Kit, then diluted to 8
pM and loaded onto a MiSeq (v2 chemistry; MCS v2.4.1.3).
Library concentrations ranged from 2—-140 nM, but resulting raw
cluster density for all libraries was 790—-1300 k/mm? (ave. =1160).
Optimal cluster density was achieved using concentrations
determined by the NEBNext Library Quant Kit for all library sizes
and gDNA or sRNA inputs.
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6: Range of Library Sizes and Types Quantitated

P. falciparum

A selection of libraries successfully

Hnfuenzac E. col Quant Kit Liraries are plotied by size
sRNA PCR-Free _ R. palustris H. influenzae ranging from smaller libraries (SRNA,
BEI Mix Jurkat Jurkat FFPE) at 150—230 bp to largest
(human) : : libraries at 980 bp. Various source
FFPE lerary Size gDNA were used (e.g. human from
FFPE, PCR-Free, ImmuneSeq, IMR-
0 bp 200 400 600 800 7000 90, Jurkat), ranging from 20-70% GC
sRNA  R. palustris ImmuneSeq E. colj ~ contentas indicated by text color
_ : . Libraries were prepared with
(A. thaliana) IMR-90 H. influenzae  R. palustris NEBNext, llumina TruSeq™, and
E. coli KAPA library prep kits. No dependence
GC Content on size or GC content was observed in
20%m e 7 )% library quantitation.
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7: Summary

Quant Method « NEBNext Library Quant Kit provides reliable gPCR
NEIECNI:Xt KAPA gPCR | Bioanalyzer library quantitation of lllumina libraries
T oraros T 75 . L|bra_ry guants are more reproducible and consistent
Workflow Time oh 1h vs. Bioanalyzer, KAPA | |
Ease of Use " T * Accurate library quant produces optimal sequencing
Reproducibility + ¥ cluster density
Cluster Density + +4 « Easy-to-use quant tool at NEBiocalculator.neb.com

* NEBNext Library Quant Kit contains a provided Library Dilution Buffer, uses 4

standards (vs. 6 in KAPA), and does not require additional pipetting of water to reaction

mixes.

 NEBNext Library Quant Kit accommodates libraries
150-1000 bp, 20-70% GC, various prep methods
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