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@ Welcome Message () FASTQ Qual ity Check (Dataset) 2 | FASTQ Quality Check (ERR1248631_1.fastq) | FASTQ Quality Check (clean_ERR1948631_1.fq) | @' *Chart: Adapter Conten

FASTQ Quality Check

Name: Dataset

Overall Results

Name Per Base Sequence Quality Per Sequence Quality Scores Per Base Sequence Content Per Sequence GC Content Per Base N Content
ERR1948631_1 fastq FAIL

clean_ERR1948631_1.1q FAIL

Name Sequence Length Distribution Adapter Content Overrepresented Sequences Sequence Duplication Levels Report
ERR1948631_1.fastg FAIL WARNING FAIL (H:)
clean_ERR1948631_1.fg | WARNING WARNING FAIL

The FASTQ quality check task is performed by nine analysis modules. The fable above provides a quick evaluation of whether the resuits of each module seem entirely
normal (pass), sightly abnormal {warning) or very unusual (fail). Mote that theze evaluations must be taken in the context of what is expected from the library. For example,
some experiments may be expected to produce libraries which are biased in particular ways. Therefore, the summary evaluations should be treated as pointers that guide the
preprocessing of the libraries.

* P PASSP
p WARNING P
p FAIL P

375
35.0¢

Per Base Sequence Quality (Sanger / lllumina 1.9 encoding) [SRR3233859 _1.fastq]

ANMSTNONOOT OISO T
HeANNMM S

145-149
150-151

Position in read (bp)

Per Base Sequence Quality (Sanger / lllumina 1.9 encoding) [clean_paired_SRR3233859_1.
fastq.gz]

Quality

Pasition In read (bp}
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* Genome Analysis Module 1
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z Variant Calling | BAM s QN I KV

Alignments per Category

Read Alignments
0 5,000,000 10,000,000 15,000,000 20,000,000 25,000,000 0,000,000 000,000 40,000,000 45,000,000

Read Alignment (BWA) Results

Input 1: Reference Genome Sequences

ERR2935851

Samples

assembly

Sequences Minimum Length | Maximum Length | Average Length | Total Length
1 4045279 4,045,279 4,045,279 4,045,279

Input 2: FASTQ Files

File Name Sample Name Format Sequencing Relative Alignments per Category
ERR2035851_1 fastq gz, ERR2035851_2 fastqgz | ERR2035851  FASTQ | Paired End s m om om o m om e eAomensen e s m
Results Overview
Globals 3
%ERR}J?SE‘S]

Duplicated . s

Sample TAloital!lments Mapped upplementary Unmapped Reads E;ﬂlcatmn
g (estimated)
46,358,042 / 623,990/ 504 3887 42 318,677 1

ERR2035851 | 46,852430 98.724% 1.320% 1.266% 90.131% 994

BAM
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Variant Calling Algorithms

(O BCFtools

Variant calling can be done applying BCFtools in two steps. The first step, BCFtools
mpileup, reads the alignments and for each pesition of the genome constructs a vertical
slice across all reads covering the position ('pileup’). Genotype likelihoods are then
calculated, representing how consistent are the observed data with the possible diploid
genotypes.

The second step, “bcftools call” then evaluates the most likely genotype under the
assumption of Hardy-Weinberg equilibrium {in the sample context customizable by the
user) using allele frequencies estimated from the data.

(®) Freebayes

FreeBayes is an haplotype-based variant detector and is a great tool for calling variants
from a population. FreeBayes is a Bayesian genetic variant detector designed to find small
polymorphisms, specifically SNPs (single-nuclectide polymorphisms), indels (insertions
and deletions), MNPs (multi-nucleotide polymerphisms), and complex events (composite
insertion and substitution events) smaller than the length of a short-read sequencing
alignment.

We recommend using BCFtools for diploid species and Freebayes for haploid/polyploid
species.

[ ) [ o= ) ]

BCFtools

Freebayes
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Variant Calling
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Results
VCF File Saved as: /home/enrigue/OmicsBoxWorkspacefireebayes ewvci.gz . .
’ - o ’ Proportion 'Quality / Depth'
6,000
Type of variant | Frequency
5,000
SMNP 3546
MIXED 2 4,000
&
[ =
MNP 182 % 3000
INDEL 269 o
[F
2,000
Number of alleles in a variant = Frequency 1,000 I II
2 3989 0 --...l.--- .
: ° tsqys.hlf\ & N e e e w"w“@@@_@m“@&&‘&ﬁ@@@é@'
B 1 Q’@x”'\"\“’\“’mwww@é‘@%"‘a“’a"'&é"wb‘é’u@ﬁo}‘
QUALDP
8 4

VCF N/ VCF
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. S Phred Quality
Variant Filtering Report
30

Input Data
freebayes.vcf.gz 25
Results 5 20

Number of variants before filtering Mumber of variants after filtering Percentage filtered g 15

3950 1001 74.7222% %

i
10

Parameters

o 2 5 . . l

Proportion 'Quality / Counts' | 2.0 -

R Read oo 5 6 — . —

r T T T T T T T T T T T T 1
Check Reads in Both Strands | true 119 © & @ ,\@ \'19 \59 \é) \%Q q?? .1,'19 q}@ q’,éh
Check if Reads are Balanced | true o o @ é) . . . . . . . . .
¥ L & > © & & & 5o 1

Average Mapping Quality 50.0 ~ ~ ~ ~ ~ % v v

Phred Quality 10

Remove Multiple Alleles true QUAL
References /1 8

> L)

« Danecek P et al. (2021). Twelve years of SAMtools and BCFtools. GigaScience, 10(2).
« OmicsBox - Bioinformatics made easy. BioBam Bioinformatics (Version 3.0.23). March 3, 2019, www.biobam.com/omicsbox. N l
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@ Variant Annotation Primary Table: Variant_Annotation_Table X |

Table entries: 6,160,785

Effect of the Variants

Genetic Consequences

Name Count (% severe)
3 prime UTR wariant 245132 (50.46%)
5 prime UTR wariant 183205 (52.19%)
Coding sequence vasiant 1126 (34.465)
Dawnstream gene variant 4239528 (13.22%)
Frameshif variant 24584 (73.17%)
INCOMPpIets terminal codon vanant 26 (38 46%)
Inframe deletion 15753 (58.14%)
Inframe insertion 28597 (54.26%)
Intergenic variant 1451735 (66.70%)
Iniron vanant 573908 (45.65%)
Missense variant 212727 (55.08%)
Non coding transeript exon variant | 29552 (44,01%)
Non cading transcript variant 23776 (0.01%)
Prosen alieng vanan 13203 (55.21%)

Insertion : 116,184 (1.89%) —
Deletion : 148,007 (2.4%) —

Indel 1,136,452 (18.45%)

SNP : 4760,128 (77.26%)

200,000

= Type of variation = Chromesome / Scaffoid = Location = Reference Variation = Gene HVIE pvalue " Hide Side Panel
12 12799772 T 0.33508 < Actions
12 2888017 G I 0.33508 9.8E-6 & Charts
10 9274040-9274041 A CACCCCA 051090329400 0.33508 1364
10 9197655 c T 0.33508 Lt boslmn e w
[Deletion] 9 9984505-9984507 T6C 0.33508 5.66-1 Crrife [g‘
9 2980052 T < 0.33508 \
5 27484429 T G .U5059055255[I 0s05g055260... 0.33508 1.1E-], o P it ‘E
5 14051811 c T 0.33508  taprt
3 36141153 T c 0.33508
3 13905110 G 0.33508 1562
2 28041890-28041891 cc cceee 0s02g0685200:0502g0685350 033508 8.1E-4
2 24099896 G c 0s0290612100;0029061220... 0.33508 5.6E-1
[insertion] 2 3909531-3909532 ARAC .050290171500 0.33508 A
1 40985634 c T 0s01g0934200:0s0190934300 0.33508 5.36-1
e N P PR R e I
@ Progress| @ varian Annotaton Report X SO = 5 [ velcome Message @ *Chart Type o ariation Distibwion X £17 805 = 8 |(@ charc Diswibution of indel Lengens x |
Type of Variation Distribution - Distribution of Indel Lengths :

e

Number of Nucleotides Involved
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Show Annotation Details
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