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Library Preparation

Nextera DNA
Sample Prep Kit

Step 1: Tagmentation of Template DNA
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Step 2: PCR to Add Adapters and Indices
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Step 3: Cleanup and Sequence
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Library validation methods
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NGS Experiments

Library Preparation
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http://support.illumina.com/

MiSeq Resources

Online Training

* MiSeq: Introduction to the MiSeq System
* MiSeq: Sequencing Chemistry

* MiSeq: Getting Started

MiSeq: How to Start a Run

MiSeq: Instrument Washes

MiSeq: Imaging and Base calling

MiSeq: Data analysis overview

Documentation

* MiSeq User Guide
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First images

MiSeq first DNA samples
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DNA sequencing run
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Results MiSeg experiment
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Results NextSeq500 experiment

File  Edit
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Conclusions

« NGS Library preparation is research oriented
e Solutions on the market
* Flexible
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Conclusions

Success depends not only on accurate library
guantification.

Characteristics of the Library (diversity, size, etc)
are important.
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NGS Experiments at INAB

Sphaerococcus Sludge Fish
Transcriptome Metatranscriptome 16S Metagenomics

di‘ 4 ‘&
Human RNA/DNA Kefir Haslea ostrearia Influenza
Transcriptome/ 16S-ITS Metagenomics Genomic, de novo Virus mutations

Amplicon analysis
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Data Analysis
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Bioinformatics skills
essential for
troubleshooting,
contamination
monitoring, library
validation, etc.
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Comparison of NGS platforms

Quality analysis of sequencing runs from the same RNA sample!

lon Torrent MiSeq
Reads:497466 Reads:849523

Quality scores across all bases (Sanger [ lumina 1.9 encoding)
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Quality scores across all bases (Sanger [ lumina 1.9 encoding)
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FastQC analysis
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Comparison of NGS providers

Quality analysis of sequencing runs from Red Algae RNA samples

Laurencia glandulifera- China

GC distribution over all sequences
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Laurencia MPO437-INAB

GC distribution over all sequences
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Comparison of NGS quality plots

Mouse mMRNA-Belgium Human mRNA-INAB

Relative enrichment ower read length Log2 Obs/Exp
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NGS Team

* Antonios Makris

* Notis Argiriou

e Anastasia Chatzidimitriou

e Sofia Michailidou

« Evangelia Mouchtaropoulou
 Evangelia Stalika

« Mata Laidou

e Kostas Pasentsis
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