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Per Base Sequence Quality (Sanger / lllumina 1.9 encoding) [SRR3233859_1.fastq]

F—IHERITN. FROWCEHET ZRIBNRL D ER

@ Welcome Message (D FASTQ Quality Check (Dataset) &2 | FASTQ Quality Check (ERR1348631_1.fastg) | FASTQ Quality Check (clean_ERR1948621_1.fq) | @ *Chart: Adapter Conteni

FASTQ Quality Check

Mame: 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.faslg FAIL
clean_ERR1948631_1.1g FAIL

Position in read (bp)

Name Sequence Length Distribution Adapter Content Owverrepresented Sequences Seguence Duplication Levels Report
ERR1048631_1 fastg EAIL WARNING EAIL @ Per Base Sequence Quality (Sanger / IIlll;:lsr::‘.lg.:| encoding) [clean_paired_SRR3233859_1.
clean_ERR1948631_1.fg WARNING WARNING FAIL (] 3l ==

The FASTQ guality check task is performed by nine analysis modules. The table above provides a quick evaluation of whether the results of each module seem entirely
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,
some experiments may be expected to produce libraries which are biased in particular ways. Therefore, the summary evaluations should be freated as pointers that guide the

preprocessing of the lioraries.

Quality
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Position in read (bp)
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RNA-Seq de novo assembly
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Hit ¢
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OmicsBoXT(EA—HIFVR L THBRIRZRT BENAIEE"

GO Mapping : GO termzHUS
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https://filgen.jp/Product/BioScience21-software/BioBam/index.htm
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(®) Transcript-level Quantification

fastqg + fasta
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The transcript-level guantification tool estimates gene and isoform expression from RMNA-5eg
reads (FASTQ). It is based on the RSEM software package, which allecates multi-mapping reads
among transcripts using an expectation maximization approach. This tool requires a set of
reference transcript sequences (FASTA), such as one produced by a de novo transcriptome
assemnbler. It is executed via the BicBam Bicinformatics Cloud Platform.
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'TRINITY_DN10550_c0_g_i1.p2 7 0
'TRINITY_DN10550_c0_g1_i1.p1 52 31
"TRINITY DN412_c0 g1 i20,p1 1027 11044
(TRINITY_DN19849_c0_g1_i1.p1 16 '8
"TRINITY_DN27230_c0_g7.i1p1 5 9
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r" r' r' « Pairwise Differential Expression Analysis
reee > RPIHATERORIWRICLD, S EREREMEERU RN CRIAT 5BET AT
. « Pairwise Differential Expression Analysis (Without Replicates)
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Time Course Expression Analysis
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Experimental Design .
| experimental_design - AEE

Sample Genotype JriILF) \EE FHO) =RV A
- Sample Genotype
SRRADA4961 wild_type SPRADAAOET  wild type s -
SRR4044962 wild_type SRI0UIGD  uild tyee RIREERZ A I71( IV 2 AR
SRR4044963 7B1_mutant mutan 3 —
CRRA044964 J81 mutant SRRA044964  7BI mutant (FTXEIDFTEART 1))
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*Pairwise Results: counts_mice_results 53

21,392 0F21,392

=Tr ST =T [ enen | e | e

1 235203 104643 006547  [5.75428 086105 096271 |

2 333715 1.91657 0.93853 -3.31512 065095 0.77289

3 319415 5.93735 2.56982 -3.30754 0.15281 0.24562

4 mm (235283 766326 293796 200063 1062767  |73124E7 | { %:t% ]
5 259279 -1.0074 -0.01063 5.49537 09626 1 1 |n
6 Com 259277 665341 |-2.73400 04483 (000454 001188 |

7 235281 1.40105 0.48651 -2.44831 0.48308 0.62589

8 104709 144855 053461 | 0.97567 049692 064029

9 320407 22134 1.14626 -3.47167 1 1

10 [Em (320405 1418019 |-3.82581  |4.56283  |L8021E-24 |7.655E-23

7yILFaL -k AU F1L - boATIFENT-TILDERREN S,
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13 320400 107406 -0.10307  |-2.24487 1 1
14 260297 176154 081684 -0.93893 047 061221
15 [ 260299 -8.84562 |a.71402 |23400E18  [5.8490E17 |
16 116731 -1.75002 336402 1 1
17 104732 -3.47919 325074 2266265 1007064 |
18 103406 129735 037557 248284 0.36875 050263 o
Y4 W 7J W

20 104718 2.49063 131651 5.74437 007328 013301 > I q:
21 547127 180941 -0.85552  |3.01372 7111264 000227 .
2 547109 13601 044372 |-226423 071616 083479
23 104721 150558 050032 |6.55243 000155 0.00455
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& Combined Analysis (KEGG, Reactome) O *

Input

The analysis extracts and combines pathway information using Gene Ontelogy terms, Enzyme codes and
sequence data as input.
This information can be provided in various formats:

= FASTA file with nuclectide or protein sequences, Linking method: BLAST against Reactome and EggMeg search
for KEGG.

= Annotation file (.annot) which contains gene ontelogy and/or enzyme codes. Linking methed: 1D matching.

» OmicsBox project file (box) which can contain both, sequence information and annotations (recommended).

Sequences (box, fasta, .annot) Browse... e

ChUsers\Marta\Downloadshtesting\fasta_file.box |

Pathway information will be more meaningful when combined with expression data, Differential expression has to
be provided as .box file. Pairwise comparisons as well as time series are supported. These files can easily be
generated from any count table from within OmicsBox.

Differential Expression Data (\box) O Browse... a
Pathway Enrichment Analysis

Gene Set Enrichment Analysis ﬂ
Fisher's Exact Test fj

Default < Back Run Cancel

biosciences & nanosciences

INFTHRRRLIZE I 7A VRIS TE o

S—4> A&k (.fasta. .box) . GO/ EC7./)7—>3> (.annot. .box) .
FreEZ2omAs (.box) #ELT7(IV%EIR,
=1>74957—=49D (.box) ITrAI)

AIETYERR UTeRT DA X054 L—ZRED
Differential ExpressionA7>1/h (.box) %3&iR
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& Combined Analysis (KEGG, Reactome) O .

Configuration Reactome Pathway Analysis

Reactome is free, manually curated and peer-reviewed database of over 2500 pathways. Pathway consists of
reactions, Reactions are defined as any event in biclogy that changes the state of a biclogical molecule like e.q.

binding, activation, translocation or degradation. Reactome includes inferred orthologous reactions of +15 non-
hurnan species.

Run Reactormne Pathway Analysis G
Pathway Linking Options

Run Blast to link via Protein [Ds ﬂ
Link with GeneOntology Terms Ll 'ﬂ
Fittering Options

Keep Most Specific Pathways ] ﬂ
Give Pricrity to Taxon | G
Top Priority Taxon Homeo sapiens ﬂ
Blast Expectation Value 1.0E-3 ~ ﬂ
Include Categories Disease, Gene expression (Transcription),Protein Incaliza| > ﬂ

Please Cite:

Fabregat A et al. (2018). The Reactome Pathway Knowledgebase. Nucleir acids research, 46(D1], D849-D655. m

Default < Back Run Cancel

ReactomeT —AN—R(CEEITHTE

E MOEDZICHBIFZ/I AV IA ERGDIEEINET —IR—=ZIEH, D150
JEE MEDHETESNZANYVOI EEZA TN,

« Reactome®/\AI1A(CBEET B IR TOUNiprotd >\ IEDESI ST
NAALT—AR=A U TBLASTZEIT,
ABUIT7PAIICGO termshSEN 315G (FZ0EHZHERAL. T—IN—ID
[BHREAADIFBENTES,

« | AU RV TENERB DR RSN -Z3hEFIN5.,
KA IA (SPEBRY AR SN T LS,

— #ERELVTHAFT-IIVC, EROBVWIY NMNESFTEDRTEEN DD,
CDFTE CRJRERPRDFALILIZIS N -2 K ZE T B

* CloudBlast TEREEMTEN zshComputation UnitshEEENF T,
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& Combined Analysis (KEGG, Reactome)

- . KEGGT —IN—R(CBII B E"
Configuration KEGG Pathway Analysis

K3, BoFIERLE, HilRTOTX £M%R. AR BIUEERBEREOD
- N SHp A S °

KEGG pathway maps is a collection of manually drawn maps representing the melecular interactions, reactions t&)@ﬁ?*ﬁﬁ{lﬁﬁﬁ A }im\ BJ:UB&’{%?\“J |\Ij_00)§|] E:E&-% = Q} \lel/r?‘y

and relational networks for metabolism, genetic informatien processing, envirenmental information processing j@] l/qt EI\

and cellular processes ameng others, A pathway map is a molecular interaction and reaction network diagram ~dS0

represented in terms of the KEGG Orthology (KO) groups. KO groups are molecular functions represented in terms
of functional orthelogs.

Run KEGG Pathway Anlysis a «  BeHl (fastadrq)l) BEXSNIIBEEGGNOG

Pathway Linking Options 7)7—23>J74)b(.annot or .box)H"5x5NIcHEEnzyme Codesh
Lk KEGG Orthologs vi Egghiog o KEGG/SRII/ ZARZR T BIhIfERAEIN 3.

Link via Enzyme Codes (7]

Filtering Options

Include Categories | Genetic InformationPresessing Cellular Processes,Envil > @)

Please Cite:

o MRODTIVOHEIRT DECLD AREEND/NRITAENRLS
g‘zaih;a _Jl:\g and Goto 5. (2000). KEGG: kyoto encyclopedia of genes and genomes, Nucleic acids research, [as :n(j:\ I\/U“Ja"x\/ hﬁg*ﬁ't“ %?féﬂé%%*ﬁﬁ;@ﬂ%E(:jiZd)?g%
e 52 BEREEN 55,

Default Mext = Run Cancel

T AHEBER T DTV 1Y - IREMEETT .
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@ Pathways Table: combined_pathways_analysis [@ Pathways Table: combined_pathways_analysis_auxin_vs_melatonin & l

= Database = Pathway =D | = Species | — #Diff. ExprSeqs & | = GSEATag = GSEANES ‘ = Fisher Tag =
Huntington disease k005016 None 2 2.7651854 0.003
Amyotraphic lateral sclerosis |ko05012 |None 3 . |31286435 |0.003
Cerenavirus disease - COVID-19 |koos171 [ None 3 ' |5.471308 0.003
Alzheimer disease ko05010 None 4 TOP] 2.3306258 0.045
Siyrene degradation |ko00643 |None 3 . . |o.003
Amincbenzcate degradation ko00627 None 5 . 0.001:
KEGG Pathways of neurcdegeneraticn - multiple diseases | ko05022 | MNone B . | 2.3956614 UNDER] .0.022
Trehalose bicsynthesis |R-MTU-268688  |Mycotacteriu.. |7 . . l0.038
e | i Foo0s
Flavonald blosyrehesis . @ Retrieve Selection Mapping Data of: > | e -3.1903944 0.000
Cellular hexose transport ) . 0.036
PPARA activates gene expressicn | @ Extract Selection to New Tab ) e | 21538667 [0.036
Insulin resistance Copy Row \ | | |o.010:
Galactose metabolism Copy Cell | BOTTOM -1.8304862 0.008
Lengevity reguiating pathway - mullipleg Create ID List of Column: Pathway ‘ 1 1 .0'005
Cyancamino acid metabolism (D Create ID-Value-List of: Pathway and: = L (B0TTOM |-2-5056581 |0.008
Nitrogen metabolism ! BOTTOM -1.8590983 0.000
Antigen processing and presentation @ Create C‘ate_gon’f (I ] (CRIIA EE T bl BOTTOM -2.9050708 0.006
Tryptophan metakolism 0 Lreats DERIEES clh_ir_t_o_f_(_:olumn: Palth.‘f?_y . 3 EoTrom |-2.0113273 |0.00a
Starch and sucrose metabolism ko00500 None 2 BOTTOM -2.0570998 0.008
Phenylpropancid bicsynthesis |kon0940 [None |22 [BorTom |-a.4628797 |0.006
MAPK signaling pathway - plant |ko04016 [None |24 [BoTTom |-27887363 |0.00a
KEGG Plant hormone signal transducticn |kona075 |None |28 fEotrom |-3.00218 |0.045

=T RICBREMIBNI R 14 MFEENT - TILAFC.
2= ADFEIEDE . IO F A MEITICL DRIV B RIE(C L DY — MMBEENS.
EERERZROIBID. FERT—INOIT(NAIL T EMANE R 2B HEDE TERT S,

ROZERNCFHIRT DAL ZFRFD/AI11%ZY — hU. IIUYF A MEROSNIZAJTOPF(EBOTTOMD A2 ISV T S B,
INUCED, ZOZERN(CFHIRT DBLF eI OHETHICIONYF A bENNZADI1/Z B DI BT EN AT EE,
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PI3K-Akt signaling pathway
Pathway ID: ko04151

Search Q v @
View mode Group by sequences v @
Paint expression data in the map @
Show only results with differential expression data @

~ Advanced heatmap options:

The parameters of the provided diff. expression analysis are:
Primary Exp. Factor: Stage Contrast/Reference: Lactate/Pregnant
This pathway was found significantly enriched by GSEA, with the following results:

GSEA [bottom | ES: -0.0750

NES: -1.6239

Linked KO Sequences: [ o]

15 sequences with: @ ©
(€8] 1FNA (Ko:K05414)

Interferon Alpha (IFNA)

» Associated Expression:
Lactate Virgin Pregnant

15964
15974
230298
319146
435791
45645
245646
545648
545649
545650
545651

245652

545654
545655
® o

12 sequences with:

CooDooooon
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E-mail: biosupport@filgen.jp



