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S Short-Read Quality Assessment with FastQC [m] X

Input

@ @ @ @ @ @ @ €3 You must select files or a directory.
- - - - - -

general genome
tools analysis

FASTA Tools
FASTCQ Tools
BAM Tools
Genome Browser

Venn Diagram

genetic transcript functional meta

variation omics analysis genomics

> |

» Short-Read Quality Assessment with FastQC

» Short-Read Preprocessing with Timmomatic

» Long-Read Quality Assessment with LongQC
Convert FastQ to FastA

Merge FastO/FastA Files
Demultiplexing with CutAdapt

workflom The FASTQ Quality Check tocl provides an easy way to perform a quality contrel check on sequence data coming
from high throughput sequencing pipelines, The analysis is performed by nine modules which provide a quick
overview of whether the data looks good and there are no problems or biases which may affect downstream
analysis. Results and evaluations are returned in the form of charts and tables. This tool is based on the popular
FastQC software.

Input Reads 0 Files | Clear | | Add Files 6

[ _EEBO7AIN5QCY — )Lz tcE)

Default < Back Next > Run Cancel

ETOYYINZIE5(EE
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& Short-Read Quality Assessment with FastQC m] X

Configuration

Additional Adapter Sequences O
Additional Contaminant Sequences ]
Chart Read Length Binning 9

Wersion Details:
- FastQC 0.11.8

Please Cite:

Andrews S. (2010). FastQC: A Quality Control tool for High Thoughput Sequence Data. Retrieved 2018, from m
http:/fwww. bioinformatics.babraham.ac.uk/projects/fastge.

Default < Back Next > Run Cancel
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Per Base Sequence Quality (Sanger / lllumina 1.9 encoding) [SRR3233859_1.fastq]

BR
] H
35.0
2s ]
00 Al
275 Pl AN
@ Welcome Message | @ FASTQ Quality Check (Dataset) 53 | @ FASTQ Quality Check (ERR1948631_1.fastq) | @) FASTQ Quality Check (clean_ERR1948631_1.fq) | @) *Chart: Adapter Conten| o P ERRN
e A f
b4 [ 1
F225 b
2

FASTQ Quality Check %200

MName: Dataset

Overall Results

Name Per Base Sequence Quality Per Sequence Quality Scores Per Base Sequence Content Per Sequence GC Content Per Base N Content
AN NO~S00 -
ERR1948631_1.fasig FAIL 0
[}
clean_ERR1948631_1.fg FAIL n
Position in read (bp)
Name Sequence Length Distribution Adapter Content Owerrepresented Sequences Sequence Duplication Levels Report
ERR1948631_1 fastq EAIL WARNING EAIL @ Per Base Sequence Quality (Sanger / Illu;:isr;;.:;.:' encoding) [clean_paired SRR3233859_1.
clean_ERR1948631_1.fg WARNING WARNING FAIL 5 -
36|
The FASTO quality check task is performed by nine analysis modules. The table above provides a quick evaluation of whether the results of each module seem entirely 3l i
normal (pass), sightly abnormal {warning) or very unusual (fail). Note that these evaluations must be taken in the context of what is expected from the library. For example, 3z cord =i |
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 A P =]
preprocessing of the libraries. 20/ L
81— 4
73 » o » IS § : i
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[—1
IEE (PASS)

HIMCEE (WARNING)
2% (FAIL)
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Position in read (bp)
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general genome genetic transcript functional ’ @
tools analysis variation omics analysis genormcs workfloy “‘“‘ “‘ o L]
FASTA Tools > | ' o
FASTQ Tools > Short-Read Quality Assessment with FastQC e
BAM Tools > Short-Read Preprocessing with Timmomatic s o
Genome Browser > Leng-Read Quality Assessment with LongQC stricness °

Venn Diagram Convert Fast() to FastA Qualy Trimming *% /‘Z 7:;': I\IJE\/O“Hsﬁ
Merge FastQ/FastA Files 'ﬁ" "M : I\UE\/U ?ﬁEgQC€?T5

Demultiplexing with CutAdapt
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& Contaminant Removal ] X

Contaminant Removal
) Please add input files,

Remove sequences that are considered contaminants with Bowtie2. E.g. Human gut metagenomics NGS read data
may contain a considerable amount of human DNA although the libraries were already cleaned in vitro, With this
tool you can map the reads against a target genome to only keep the unaligned and contaminant free data. Bowtie2

- - is not recommendable for long-read sequence data in this configuration.
meta iy
P Mote: This tool makes use of free cloud computation resources. This is an introductery offer and may changein a
QEI'IU mics wurkﬂ WS future release depending on the overall resource consumption of this feature,
Load > [ ftaxonomic_classification.005.2 D Sequencing Data Single-End Reads v @
Taxonomic Classification * Contaminant Remowval

Reads OFiles Add Files 0

Metagenomic Assembly Kraken 2 ‘

Metagenomic Gene Prediction Database Info @IJ_ F;_g%ljj ‘

Paired-End Configuration

Define the pattern to distinguish upstream files frem downstream files. The pattern is searched right before the file
extension, and the start of the name should be the same for both files of each sample.

@OContaminant Removal%ziEiR o

Downstream Files Pattern _Rz2 0

IBEEY /LOEMBZIEE o= B e
U77 I/\/ZOEJA?‘_Q% Target Genome Bronze.. | @
ANTBILHE]HEE
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Alignment Overview

Global
Sample  Total Ali pped / C L 1C i Free Dup Reads ) Rate
control2 185,179 3570.019% 185,144 /99.981% 1/0.001% 294
controld 237,711 471 0.02% 237.664 /99.98% 3/0.001% 6.82
control4 237,450 167 0.007% 237,464/ 99.993% 0 1}
control3 132,728 2370.017% 132,705/ 99.983% 0 1]
smokings 33,077 1/0.003% 33,076 /99.997% 0 1]
smoking4 9,810 2070.204% 9,790/ 99.796% 3/0.031% 1785
smoking1 29,645 4170.138% 29 604 / 99.862% 14/ 0.047% 2963
smaoking3 25,220 10/0.04% 25,210/ 99.96% 0 0
smoking2 8,297 421 0.506% 8,255/ 99.494% 3/0.036% 2.56
control5 234,046 1/0% 234,045/ 100% 0 1}
ACTG Content
Sample A's C's Ts G's N's GC (%)
control2 1,158 1 27.697% 0954/22.818% | 1,097/ 26.238% 972/23.248% 1] 46.07
controll 1.607/25919% @ 1.412/22774% 1,678/27.065% 1.503/24242% 1} 47.02
control4 614/ 28.088% 530/ 24 245% 495/ 22 644% 547 125023% 0 4927
control3 615/ 25.445% 494/ 20 439% T04/29.127% 604 /24 99% [} 4543
smokings 51/27.273% 51/27.273% 34718.182% 51/27.273% 0 5455
smoking4 8117 26.4% 709/23.079% 7197 23.405% 833/27.116% 0 502
smoking1  1,685/25.871% | 1,641/25.196% | 1,532/23.522% | 1,655/25.411% 1} 50061
smoking3 343/124.189% 368/ 25.952% 351/ 24.753% 356/ 25.106% [1} 51.08
smoking2 1,614/23.655% | 1,730/25.355%  1.,716/25.15% | 1,763 /25.839% 1] 51.19
controls 20/ 25.974% 19/ 24.675% 1117 14.286% 271 35.085% 1} 50.74
Coverage
Sample  Mean Standard Deviation
control2 0x 0.001X

~rntralt

ny

n ANy

Samples

Relative Alignments per Category

Read Alignments (%)
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meta
genomics workflows

& Kraken 2 O

Load b F: ftaxonomic_classification. 0052

Taxonomic Classification 3
Metagenomic Assembly
Metagenomic Gene Prediction

Contaminant Removal
Eraken 2
Database Info

Configuration

Enable Filter

-

biosciences & nanosciences 4

S Kraken 2 O x

Input

€ You must select files or a directory.

Kraken 2is a taxonomic sequence classifier that assigns taxonomic labels to short DNA reads. It does this by
examining the k-mers within a read and querying @ database with those k-mers. This database contains  mapping
of every k-mer in Kraken's genomic library to the lowest common ancestor (LCA) in a taxonomic tree of all genomes
that contain that k-mer, The st of LCA taxa that comrespond to the k-mersin a read are then analyzed to create a
single taxonemic label for the read; this label can be any of the nedes in the taxonemic tree. Kraken is designed to
be rapid, sensitive, and highly precise.

Note: This taol makes use of free cloud computation resources. This is an introductory offer and may change in a
future release depending on the overall resource consumption of this feature.

Datsbase RefSeq v @

Sequencing Data [Single-End Reads - @

Fasta
Reads, Contigs or Genes Paired-End Reads 9

Paired-End Configuration

Define the pattern to distinguish upstream files from downstream files. The pattern is searched right before the file
extension, and the start of the name should be the same for both files of each sample.

Upstream Files Pattern R1 (7]
Downstream Files Pattern Rz (7]
Default < Back Next > Run Cancel

DKraken27z2iR

QYU—RT—5%Z A1

Kraken Confidence Filter |{J.{.'|5

@

Minimum Hit Groups |2

e

Version Details:
- Kraken 2.1.3
- Ref5Seq 2024.04: archaea, bacteria, fungi, protozoa, viral

Please Cite:

- Wood DE. and Salzberg SL. (2014). Kraken: ultrafast metagenomic sequence classification using exact
alignments. Genome biclegy, 15(3), R46.

&

- Wood DE., Lu ). and Langmead B. {2019). Improved metagenomic analysis with Kraken 2. Genome biclogy, 20 [Fas

(1), 257.

Default < Back Mext = Run Cancel
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= Rank | = Taxld = Scientific Name el e e el e e e el — e | — cunges | = rymez ||| b Hide Side Panel
unclassified 0 Unknawn 144289 = Actions
| | : - w1 1° N[y | |
(2654248 Mesorhizobium sp. INR15 HA RIVR) l,J:D*i 2 % ey | < Chorts
2588711 Pel ifi —_ kS 1
| pegone i EESCIFR T BN TEET | B i
1916956 Synechococcus sp. SynAcell ° 0
2654249 Mesorhizobium sp. NBSH29 0 U
1720344 Psychrobacter sp. AntiMin-1 o o o o |1 o o o o 0 0 0 Rarefaction Curves
2 Bacteria <bacteria> 158 13w |66w |56 47w 40w [13. |19. [14. 37059 4098 284656 Diversity Curves
_1310?9 _lenobacter _0 _1 _1'I 3 _6 _2 _'[J _O _0 _0 _0 _0 PCoA Plat
] Azorhizobium 0 1 2 6 5 0 2 1] 0 0 0
I I — - I ! I I I | I I I I I I < Export
7 Azorhizobium caulinodans 0 1 7 2 6 5 0 2 1] 0 0 0
] Buchnera aphidicola 0 0 1 0 0 2 0 1 0 0 0 1
1179672 Flavnhacterium <n. KRSO721 n n 1 1 1 1 n 1 n n n 1
——— —1 == — :I: » S
EERIE(CRI I SIERDEJMERINET .
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VABL
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VAB3

VMBL

VMB2
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[Diversity Curve]
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Species Rarefaction Curves [results_tax B_new]
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< Actions
Summary Report Ht
Add Samples Mg,
Diff. Abundance Analysis Mg

DFCFEDFER DY A RIRILHS
Differential Abundance Analysis%i&iR

&) Differential Abundance Analysis of Taxa (ftaxenomic_classification.005.2)

Filtering and Normalization

Filgeng

biosciences & nanosciences

Differential Abundance Analysis of Taxa is a tool to identify Operational Taxonomic Units (OTUs) that significantly

differ between two microbial communities,

This feature is based on edgeR, which is part of the Bioconductor project.

Filter OTUs with low counts

Minimum Sample Filter

Counts per Millicn

Calculate normalization factors

Mormalization Method

Default

@

TMMwsp

QERTIIIVI =T

Cancel
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S Differential Abundance Analysis of Taxa (ftaxonomic_classification.005.2)

Experimental Design

Experimental design

Experimental Design

Sample
f.PAB1
f.PAB2
f.PAB3
f.PMB1
f.PMB2
f.PMB3

f.VAB1
fAuan?

Select Samples

Select Factor

Centrast Group

Test against remaining
Reference Group

Pairing Factor

Exclude not selected samples

Default

Preta
Preta
Preta
Preta
Preta
Preta

Verde
Varda

Q@FBRT Y1 >INV e A1
J>hO—-)VEE. TANFZIETE

] X
o
Browse... e
Location Time
Afternoon A B C
Afismoon | e nen lon b
reta ernoon
:Ifterhoon 3 |PABZ Preta ifternoon
urn!ng 4 |PAB3 Preta ffternoon
Morning b |PMBI Preta Morning
Morning i |FMBZ Preta Morning
Afternoon 7 |FME3 Preta Morning
Afrarnnnn g |VABIT Yerde fifternoon
O 8 |VABZ Yerde ffternoon
10 |YAB3 Yerde fifternoon
Location 11 VMBI Yerde Morning
|preta 12 |YMBEZ Yerde Morning
13 |YME3 Yerde Morning
14 “ -
Verde 6 o EA—L P s N
EERTHA > I/ INIR YT
None 19 OBHEITEILRETELSD
HIEEIDFHERNTPAIELT
u e HHOULTHEFT,
< Back Run Cancel

&) Ditferential Abundance Analysis of Taxa (ftaxonomic_classification.005.2) O >

Statistical Test

Test at Specific Level Genus ~ B
Statistical Test
Exact Test O 9
GLM Test GLM Likelihood Ratio Test ~ e
Robust e
Please Cite:

Robinson MD., McCarthy D), and Smyth GK. (2010). edgeR: a Bioconductor package for differential expression e
analysis of digital gene expression data. Bioinformatics (Oxford, England), 26(1), 139-40.

Default < Back Next = Run Cancel

@EDDFAPERCTI U TLEER T DNMETE
Runihy>% 70w 9 3L BTh RIns N2
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@ Table: taxonomic_classification I@ Metagenomics Differential Abundance Results: taxonomic_classification_odat &3

1,027 of 1,027 O =3
N ‘ = Tags = Tavald = Scientific Name =fc = logFC = Pvalue = foR =1r I Hide Toolbar
1 698776 Cellulosilyticum 9.5944 2.26219 0.08771 0.23337 2.91587 || Actions
2 630749 Spongiibacter -6.21314 -2.63532 030332 0.47851 1.05953 Summary Report
3 920812 Gibbsiella 159187 0.67072 057597 0.6815 031279 Set Over/Under Tags
4 1204360 Siansivirga 1403284 |-381074 010363 025584 264875 Sy @
5 295595 Candidatus Hepatoplasma -3.60657 -1.85063 0.4667 0.57957 0.52077
I I | | I Heatmap
6 2282742 Desulfofarcimen -3.60657 -1.85053 0.4667 057857 052077
7 | UNDER | 2004797 Luteitalea -7.3956 -2.88667 1.2033E-6 1.8724E-5 2357194 A
8 2282740 Desulfallas -1.46261 -0.54854 0.69094 0.76309 0.15807

> [ OmicsBowWorkspace

TANMAERENIZIGA=5—,
REESNTOTUDEBEDL MR-k

Dataset: taxonomic_classification ODAT

Overview

« Total features: 1,027
« Contrast Group: VAB, VMB

Filter...

@

. ﬁer&nw Group: PAB, PMB

Results

Owver-represented (logFC = 1): 77

Under-represented {logFC < -1) : 90

Experimental Design

Sample Lib. size (pre-filter) Lib. size (postfilter)
PAB 17,541 17,541 1.694

Ditferentially abundant (DA) features (FDR < 0.05): 170

OTU Differential Abundance Testing Report

Preta

1 1695 Brevibacterium -2.1776 12274 0.15785 0.33407 190473
2 lans
. 2 DOMEYIERI T EEINHSNIZOTUIC =
= OVER (77) UNDER (%%) 0AIMMIEEINZET, -
@ Progress | @ File Manager 52 | @) Application Messages | =0 [[@ Welcome Message | ) OTU DA Report (taxonomic_classification ODAT) 53 |

Aok s

MNorm. factor Location Time

Afternoon

A R)NRILDS
t— YT OIERERIRE (RATFAR)
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https://filgen.jp/Product/BioScience21-software/BioBam/index.htm
https://filgen.jp/Product/BioScience21-software/BioBam/OmicsBox_demo_install.pdf

biosciences & nanosciences ;

BRVWEDES:: 714 0Pz kA et
TEL 052-624-4388 (9:00~17 : 00)
FAX 052-624-4389
E-mail: biosupport@filgen.jp
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