Data File S1. Representative examples of case studies for QC of Illumina and Roche 454
data using NGSQC toolkit.

Several datasets in different FASTQ variants and FASTA files were downloaded from
NCBI SRA database, and analyzed using QC tools. The statistics showed significant
improvement in the quality of filtered data as compared to the input data in most of cases. We
have successfully utilized the toolkit for QC of Illumina and Roche 454 data in our recent
studies for de novo assembly and characterization of chickpea transcriptome [1,2]. A few

examples of case studies are given below.

1. Roche 454 data downloaded from the SRA accession number, SRR034685, was converted
to the FASTQ format using “fastq-dump” tool of the “sratoolkit” provided by SRA, which
generated sanger variant of FASTQ format. Roche 454 data in FASTQ file was converted to
Roche 454 format using our FastqTo454.pl tool. QC analysis of this data using 454QC
generated HQ filtered data and quality statistics. 26% of reads containing homopolymers of
length greater than 7 bp were trimmed. Reads of low-quality and shorter than 100 bp
accounting for 3% and 17% of total reads, respectively, were trashed and finally 80% of HQ

reads were filtered.

2. lllumina data from SRA accession number, SRR094181, was converted to fastg-sanger
variant of FASTQ format using tools of SRA toolkit. As IHluQC can detect any FASTQ
variant, these FASTQ files were subjected to QC analysis directly and HQ filtered data with
various statistics was exported. At default parameters, IIluQC trashed 8.9% low quality and
2% reads containing primer/adaptor sequences and exported rest of 89% reads as HQ filtered
data.

3. Recently, we used both PE (SRR063783) and SE (SRR063784 and SRR063785) read
Illumina data, totaling about 135 million reads, for de novo transcriptome assembly, which
was pre-processed using NGS QC toolkit [1]. More than 8% of the reads did not meet our
quality filter criteria and were discarded. Further, the quality statistics graph showed decrease
in quality values for few bases at the 3’ end, which were trimmed using TrimmingReads.pl
and used for de novo assembly. The validation of assemblies showed better assembly results
with filtered data obtained after QC and trimming of reads as compared to filtered untrimmed
data [1].
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