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DNA isolation

Ethical approval was granted by...(if needed)

Blood / Tissue: Genomic DNA was extracted from ... using DNeasy Blood &
Tissue Kit (QIAGEN)

FFPE: Genomic DNA was extracted from ... using QIAamp DNA FFPE

tissue kit (QIAGEN)
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Library preparations and Sequencing

Exome capture was performed using the SureSelect Human All Exon V6
(Agilent Technologies) according to the manufacturer’s instructions. The
quantity of libraries were assessed by Qubit® 2.0 Fluoromete. The quality

and size of libraries were measured by 2100 Bioanalyzer High Sensitivity

DNA Assay according to the reagent kit guide. For Illumina sequencing, the



qualified libraries were applied to 2x150 bp paired-end sequencing on

[llumina HiSeq X-ten platform (Illumina).
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Reads Mapping

FASTQ files were aligned to human reference genome (hgl9/GRCh37) by
BWA v0.7.13. The aligned files (sam/bam format files) were sorted by
samtools (1.3) firstly, then duplicates were flagged by using Picard (2.2.4).
By using GATK v3.5, reads were locally realigned and base qualities were
recalibrated. Finally, mapping statistics include coverage and depth were
generated from recalibrated files by BEDTools (2.16.1) and in-house
perl/python scripts.
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Variant calling and annotation

Variants (SNVs and indels) were genotyped from recalibrated BAM files
using the multi-sample processing mode of the Unified Genotyper tool from
the GATK. Then VQSR (Variant Quality Score Recalibration) was used to
reduce false positive of variant calling. Copy Number Variation was
identified by XHMM (eXome Hidden Markov Model) v1.0. SNVs and indels
were annotated using ANNOVAR software against multiple databases
including HGVS variant description, population frequency, disease or

phenotype and variant functional prediction.
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