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(fastq) (fasta) (gtf)
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IsoQuant Filgeng

biosciences & nanosciences

& Identification and Quantification with lsoQuant O b4

Input

IsoQuant is a tool for the genome- based analysis of long RNA reads, such as PacBio or Oxford Nanopore.
IsoQuant allows to reconstruct and quantify transcript models with high precision and decent recall. If the
reference annotation is given, lsoQuant also assigns reads to the annotated isoforms based on their intron and
exon structure. IsoQuant further performs annotated gene and isoform quantification.

Minimum input requirements are long-reads datasets and a reference genome,

Mote: This tool makes use of free cloud computation rescurces, This is an introductery offer and may change in a
future release depending on the overall rescurce consumption of this feature,

Reads as FASTA/C or BAM 1File  Clear Add Files izl

C¥lsers ¥Deckiop¥SRR39620130.fastq . :/ _b‘ >Z;-‘— 9 (fa Stq )

Read Strandness MNone ~

Reference Genome Browse...
I \ ALY
C:¥Users ¥Downloads¥GCF_000001405.26_GRCh38_genomic. fna¥GCF_000001405.26_GRCh38_ge J 7 4 l/ /Z‘_ 7 J l \ (fa Sta )

Default




IsoQuant Filgeng

biosciences & nanosciences

& |dentification and Quantification with lsoQuant O *

Annotation Inputs

Use Reference Annotation [ -] @
G Annotati B e . P ’ ~ ) 3 N —
enome Annotation FOWSE. .. T— 'T _g (gtf)
C¥Users ¥Desktop¥1105webiar¥demod¥sganti3¥sqanti3_transcriptome.gif
Detailed Gene Database a (7]
Uze Short Reads a a
Short-Read BAM Files OFiles Clear Add Files o

p S3—pMJU—ROVYYEDIF—H
(AT>3>)

Default < Back Run Cancel



IsoQuant Filgeng

biosciences & nanosciences

©) Identification and Quantification with IsoQuant a X ©) Identification and Quantification with IsoQuant a X

Algorithm Options Output

(i) The file already exists and it will be overwritten,

Isoform Definition Options Output File Prefix demo @
Data Type ONT dRMNA or cDMA Reads v @
Save Transcript Model Annotations a (7]
Full-Length Transcripts O (2]
Matching Strategy Flexible v @ Transcript Model Annotation Browse...
. . a
Splice Correction Default ONT v @
Model Construction Default OQNT e o Save Extended Annotations [}
Report Mono-Exenic Transcripts O (2]
Extended Annotati
Quantification Options Kended Annotation
a
Transcript Quantification Unique Only v @
Gene Quantification Unique Splicing-Consistent v @ Count Table Outputs
Reference Gene Counts [ /]
Reference Transcript Counts a
Transcript Counts a
Please Cite:
- Prjibelski AD., Mikheenke A., Joglekar A, Smetanin A., Jarroux L, Lapidus AL and Tilgner HLUL (2023). m
Accurate isoform discovery with IsoQuant using long reads. Mature biotechnology, 41(7), 915-918.
- Dale, R. (2023). gffutils v0.12. Retrieved 2024, from https://github.com/daler/gffutils. m

Default < Back Run Cancel Default < Back Mext > Run Cancel
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IsoQuantdDitif] Filgeng

biosciences & nanosciences

NM_OUO[J'Iﬁ.; z :

NM_000029.3 a

MNM_0001304 1

NM_000143.3 :3

2 demo_transcript_model_counts.box oo f
NM_000228.2 1

. NM_000302.3 |

2 demo_reference transc rpt_counts.box e Ll ik
NM:OUO}QE.} l2

NM_000642.2 :2

2TSASINUT > RS EDHTIY NF—4 i -

NM_000702.3 1

transcri pt_mOdE|_CountS: ISOQuant_C}r?Eﬁéﬂt@ﬁEE%:E?) I/(:i%m NM_0007603 :1
reference_transcript_counts: UJ 7 L > XA CIREESNIZEREETT)LICEHL NM_000631.3 L

NM_000848.3 17

D OUT.extended_annoctation.gtf

D OUT.transcrnipt_models.gtf

7J)F—>3>F—4
extended_annotation: IsoQuant CIRESNICHEEEYETILEU I 7 L X TREENZESIL
Transcript_models: : IsoQuant CiIRESNCESEYTTIL



SQANTI3

8 Curation of Long-Read Transcriptomes with SQANTI3 a X

Input 1

SQANTIZ is utilized for quality control and transcriptome identification in long-read data.

The required inputs are mapped and collapsed long reads (GTF or FASTX format), or PacBio HQ (IsoSeq) long
reads, along with a matching version of the reference genome and its structural annotation.

O Transcriptome Annotation File

Transcriptome File Browse...

C¥lsers ¥Desktop¥1105webiar¥demo4¥0UT extended_annotation.gif

(O Transcriptome FASTA/Q File

File with Transcriptome Sequences Br
() Raw Long Reads
File with Raw Long Reads Br
Reference Genome Browse...
C¥lsers Downloads¥GCF_000001405.26_GRCh38_genomic.fna¥GCF_000001405.26_GRCh38_ge
Genome Annotation Browse... I
C:¥Users? Downloads¥GCF_000001405.26_GRCh38_genomic.gtf¥GCF_000001405.26_GRCh38_ge
Default Run Cancel

&, EHREHT7)F—33a>F—4 (gtf)

UJ7L 2RSS J L (fasta)
UIJ7L2RAT7 ) F7—33> (gtf)

Filgeng

biosciences & nanosciences
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SQANTI Filgen¢

biosciences & nanosciences

&) Curation of Long-Read Transcriptomes with SQANTI3 (m] x & Curation of Long-Read Transcriptomes with SQANTI3 O X

Input 2 Input 3

SOQANTI3 can utilize short-read data, which is highly recommended. These reads, not necessarily from the same

In order to add details, SQANTI3 can use other information: annotations of starts and endings of transcription,
experiment as the long reads, can validate junction existence during filtering.

and abundance of full-length transcripts,

Use Short-read Support O 7] Transcription Start Site Annotation File O Bre
Short-read Files OFiles Clear Add
File With PolyA Motifs O Bre
File With PolyA Peaks O

Paired-End Configuration

Upstream Files Pattern _1 @

Downstream Files Pattern

|
a
©

File With FL Counts (] Bre

Default < Back Run Cancel Default < Back Run Cancel

3—RMNJ—ROVYYE>DF—I%IEE ESRBAIET —9 R EDHRBT —F&IEE
(AT7>3>) (AT>3>)
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SQANTI3

-

Filgen

&) Curation of Long-Read Transcriptomes with SQANTI3

Configuration

SOANTIZ performs transcriptome characterization and artifact filtration, ensuring the retention of authentic
isofarme, False positives can be addressed through machine learning, conventional filtering, or the application of
custom JSON rules.

Quality Control

Min. Length of Reference Transcript ‘200

O

ATAC GCAG,GTAG

e
e

Skip ORF Prediction

Set of Splice Sites

Window for Adenine Content Calculation ‘20

Filtering Method -

Machine Learning
ML Filtering

Classification Threshold 0.7

Adenine Percentage

Retain FSM
Filter Mono Exonic Transcripts

Custom Rules Filtering

JSON File

Default < Back

Cancel

T1IVF VU LD DRMES & RE

biosciences & nanosciences

S Curation of Long-Read Transcriptomes with SOANTI3

Configuration

The SQANTI3 Rescue Step is designed to be run after the filtering step and uses the long read-based evidence
provided by discarded isoforms to recover transcripts in the associated reference transcriptome.

Rescue Transcripts a

- @
v @

Rescue Mono Exonic Transcripts All Mono Exonic

Rescue Mode Automatic Mode

Default < Back Cancel

REEYDLAF1—ZITOIHNESHZIRE
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SQANTI3DH N

2 cganti3_report.box

= sganti3_results.box

BSENODHMELR—bH

results

= Category ¥

Novel Not In Catalog

Type of Isoform

Full Splice Match

Incomplete Splice
Match

Novel In Catalog

Nowvel Not In Catalog
Genic Genomic
Antisense

Fusion

Intergenic

Genic Intron

Total

report

= Subcategory = Isoform = chr

ltranscript?OS.N_. lNC7000006.12
.tran5:r|pt2'\D.N‘.. .N[_[]D[IO[I'\.'I'I
.transcript?ti?.N_. .NC_UDDO'IQJU
transcript70.NC_.. [NC_000012.10
.transmptEZE.N_. .N[_[]D[IO'IB.'I[I
.transcript3TE.N_. .NC_UDDO'I6.1U
transcript488.N... [NC_000012.12
.trans:nptEUB.N‘.. .NC_UDUOT\.TU
.transcript?ﬁti.N_. .NCJDDO'IHU
transcript82.NC_.. [NC_000011.10
.trans:npt%d.N‘.. .NC_UDUOU'.’.M
.transcriptESE.N_. .NC7000006.12
transcript1642... |NC_000001.11
.trans:riptBE?m. .NC_UDOOO‘\.H
.transcript1358m. .NC700000‘\.11
transcriptb16.N... |NC_000023.11
.trans:riptEGE.N‘.. .NC_UDOOZB.H

Number before
filtering

95258 (99.58%)

80 (0.08%)

11 (0,01%)

20 (0.02%)
0 (0.00%)
1(0.00%)
0 (0.00%)
4(0,00%)
0 (0.00%)

95384 (100.00%)

Number after
filtering

= Length| = Exons
1082
248

485

609
223

751

488
526

1359

1087
1156

593

593
458

580

1844

93569 (99.89%)

72 (0.08%)

11 (0.013%)

13 (0.01%)

0 (0.00%)

0 (0.00%)

0 (0.00%)

4 (0.00%)

0 (0.00%)

93669 (100.00%)

2
2
4
4
.2
4
4
6

.

= Gene ID

novelGens 2

novelGene_1
C190rf33
RPS15
MT1G
2G16
RPL41

RPS3
STARD10
IGF2
TMEM176A
TOMME
GASS
S100A6
510046
RPLIO
IGBP1

Full Splice Match:
UIJ7 L2 REDTE—H

Novel In Catalog:

= TranscriptID

novel
novel
novel
novel
novel
novel
novel
novel
novel
novel
novel
novel
novel
novel
novel
novel

novel

= Gene ..

.| = RT swi.. = All Ca...
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes
False Yes

BTV > OfREHENE

Novel Not In Catalog:

T+ >

Intergenic:

B{RFfEnRiE

A

Filgen

biosciences & nanosciences

= Codin....

coding

nan_cod..

non_cod...

coding

nan_cod..

coding

non_cod...

coding
coding
coding
coding

non_cod...

non_cod...

coding
coding
coding
coding

=

= Predic...

False

False

False

False

False

False

False

False

False

False

False

13



IsoQuant2 (2ER) Filgeng

biosciences & nanosciences

D sganti3_transcnptome.gtf T NIVITBEHDT ) FT—>3>57—4

S Identification and Quantification with IsoQuant m} X

Annotation Inputs

Use Reference Annotation ] 0
Genome Annotation Browse.. @
C¥Users¥l. _. . .___ . _ Desktop¥1105webiar¥demo4¥sqanti3¥sqanti3_transcriptome.gtf

Detailed Gene Database @] (7]
Use Short Reads @] (7]
Short-Read BAM Files OFiles Clear Add Files 0

SQANTI3TWHAHEThEY ) F—>3>7—F&ERL.
BEIsoQuantZx1{T
Default < Back Run Cancel
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E-mail: support@filgen.jp
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