
NGS sample QC







https://www.nirsoft.net/utils/hash_my_files.html http://implbits.com/products/hashtab/

md5sum mysequencing_1.fq.gz



https://www.bioinformatics.babraham.ac.uk/projects/fastqc/



https://www.bioinformatics.babraham.ac.uk/projects/fastq_screen/



https://sequencing.qcfail.com/



http://multiqc.info/

multiqc .







https://ccb.jhu.edu/software/kraken/

https://github.com/marbl/Krona/wiki

S. marcescens is involved in hospital-acquired 
infections (HAIs), particularly catheter-
associated bacteremia





Phi X 174
ΦX174

First DNA based genome to be sequenced 
in 1977 by Fred Sanger

Control for illumina sequencers

Used for base quality calibration

Sometimes added as spike-in for low diversity libraries

What is PhiX??



https://jgi.doe.gov/data-and-tools/bbtools/bb-tools-user-guide/bbmap-guide/



bbduk.sh in1=AA_GBS_trimmed_1.fq.gz  out1=AA_GBS_trimmed_phiX_filtered_1.fq.gz 
ref=/home/wfl/programs/bbmap/resources/phix174_ill.ref.fa.gz,/home/wfl/programs/bbmap/resources/sequencing_artifacts.fa.gz k=31

bbduk.sh in1=AA_GBS_1.fastq.gz out1=AA_GBS_trimmed_1.fq.gz minlen=40 ktrim=r k=23 mink=11 hdist=1 tbo tpe
ref=/home/wfl/programs/bbmap/resources/adapters.fa maxns=0 qtrim=r trimq=10





http://seqanswers.com/forums/archive/index.php/t-42552.html

https://drive.google.com/file/d/0B3llHR93L14wd0pSSnFULUlhcUk/edit

hg19_main_mask_ribo_animal_allplant_allfungus.fa.gz

bbmap.sh minid=0.95 maxindel=3 bwr=0.16 bw=12 quickmatch fast minhits=2 
path=/path/to/hg19masked/ qtrim=rl trimq=10 untrim -Xmx23g in=reads.fq outu=clean.fq
outm=human.fq

Remove Human – from Brian Bushnell







Adapter trimming

Adapter read-through



Before trimming:



Trimmomatic:

Before trimming:

java -jar /mnt/d/EucMel/programs/Trimmomatic-0.36/trimmomatic-0.36.jar PE -threads 8 -phred33 
/mnt/d/EucMel/DATA/AllDATA/Allosyncarpia_ternata_11530_R1.fastq 
/mnt/d/EucMel/DATA/AllDATA/Allosyncarpia_ternata_11530_R2.fastq 
/mnt/d/EucMel/DATA/trimmed/Allosyncarpia_ternata_11530_forward_paired.fq 
/mnt/d/EucMel/DATA/trimmed/Allosyncarpia_ternata_11530_forward_unpaired.fq 
/mnt/d/EucMel/DATA/trimmed/Allosyncarpia_ternata_11530_reverse_paired.fq 
/mnt/d/EucMel/DATA/trimmed/Allosyncarpia_ternata_11530_reverse_unpaired.fq 
ILLUMINACLIP:/mnt/d/EucMel/programs/Trimmomatic-0.36/adapters/TruSeq3-PE-2.fa:2:40:15 LEADING:3 
TRAILING:3 SLIDINGWINDOW:4:15 MINLEN:50



Before trimming:

Bbduk:

bbduk.sh in1=/mnt/d/EucMel/DATA/AllDATA/".$samplefilename."_R1.fastq 
in2=/mnt/d/EucMel/DATA/AllDATA/".$samplefilename."_R2.fastq 
out1=/mnt/d/EucMel/DATA/bbtrimmed/".$samplefilename."_trimmed_1.fq 
out2=/mnt/d/EucMel/DATA/bbtrimmed/".$samplefilename."_trimmed_2.fq 
minlen=80 ktrim=r k=23 mink=8 hdist=1 tbo tpe
ref=/mnt/c/bbmap/resources/adapters.fa maxns=0 qtrim=r trimq=10
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