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General pipeline

DNA
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Sanger sequencing results

Reagents
Template DNA
ddATP ddTTP ddGTP ddCcTP

Polimerase

a2,
e

® 0 06 ©0

Primers
TTTTIT

dNTPs
1 'L.l. T

@ Fluorescently labelled DNA sample

R RRRRRRRRERRRRRRRRERRRREE C)
RRRRRRRRRRRRRRRRRRRREL 2

R RRRRRERRRRRRRRRE.

https://www.genscript.com/gsimages/news/sanger-sequencing-vs-next-generation-sequencing-1.jpg

@ Primer annealing and chain extension

l-iilllllllllll]lllllll

Capillary gel electrophoresis and
fluorescence detection

DNA Sample

:

Laser

Detector |--::-4

@ ddNTP binding and chain termination

T @ T
]

)

. <

i SRRNNRNANEN|

&5 /o .

l ddNTPs stops chain extention

S RRRRRRRRREL

@ Sequence analysis and reconstruction

GACTAGTCTG

1 Nucleotide 10



Primers used for sequencing

ITS5

V8G,, SRER
Il ssu 5.85 tsu ||
ITS1 <= ITS2 < feiis’

ITS1f - forward

ITS4 - reverse




Primers used for sequencing

ITSS,
ITS1F
Y9G, SRER
120, ST, TSy
Il ssu 5.85 - su |
ITS1 <= ITS2 < ey’

oo
ITS1f - forward ﬁ
1TS54 - reverse w

consensus - a B




Primers used for sequencing

VG, SR6
WD ety 505
Il ssu 5.8S tsu ||
ITS1 <= ITS2 < iedsy’

D1y
ITS1f - forward ﬁ
1TS54 - reverse w

reverse reverse sequence a
consensus - a B




Primers used for sequencing

VY9G, sSRé
20, OISt T3,
Il ssu 5.85 ~su |
ITS1 & (T80 e

E?; ENl.4b

s
ITS1f - forward ﬁ
1154 - reverse w

reverse reverse sequence

align it with forward one

consensus - a B




Primers used for sequencing

Y9G, SRE
o, 1S, 185,
Il ssu 5.8S tsu ||
ITS1 <= ITS2 <Rl

IT2

s
ITS1f - forward ﬁ
1154 - reverse w

reverse reverse sequence

align it with forward one

consensus



Download the test results

https://ibe.biol.uw.edu.pl/wp-content/uploads/sites/22/2022/09/test-results.zip

MNazwa Data modyfikacji
o) 6ITS4 07.09.2022 22:35
¥ 61TS1f 07.09.2022 22:35
o 6ITSIf 07.09.2022 22:35

% 61154

ATGGSTGGCWCTACTGATCCGAGGTCACCATAGAAAAATTTGGGT TTTGGCAGAAGCTCACCGAGCACCTGTAACGAGAG
ATATTACTACGTTCAGGACCCAGCGGCGCCGCCACTGATTTTAGAGCCGGCCATTGCTGACATAGACTCAATACCAAGCT
AAGCTTGAGGGTTGAAATGACGCTCGAACAGGCATGCCCCCCGGAATACCAAGGGGCGCAATGTGCGTTCAAAGATTCGA
TGATTCACTGAATTCTGCAATTCACATTACTTATCGCATTTCGCTGCGTTCTTCATCGATGCCAGAACCAAGAGATCCGT
TGTTGAAAGTTTTAACTATTATATAGTACTCAGACGACAATAATAAAAAGAGTTTTGGTATCCTCTGGCGAGCATACAAG
GCCCGAAGGCAGCTCGCCAAAGCAACAAAGTAATAATACACAAGGGTGGGAGGTCTACCCTTTCGGGCATGAACTCTGTA
ATGATCCTTCCGCAGGTTCACCTACGGAAACCTTGTTACGACTTTTACTTCCTCTAAWTKGACCAAGAGA

Typ Rozmiar
1KB

244 KB

Plik SEQ 1 KB

Q 244 KB

10 20 30 40 50 60 70 80
G GSTTA GCTTC GTA GTGAWTGCGGAGG TCAT TACAGAGTTCATGCCCGAAAGGGTAGACCTCCCACCCTTGTGTATTATTACTTT

920
G

I 803, 2248 B1
-’} H
i |
4 \
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https://ibe.biol.uw.edu.pl/wp-content/uploads/sites/22/2022/09/test-results.zip

How to see your results?

X R — ® \ P . R
Username:

lizpawlowska |

Password:

|........ |

| Log In “ Enter As Guest |
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FAST TRACK TO GENE ANNOTATION AND GENOME ANALYSIS

LoG out Julia Pawlowska

Public Browsers & Transfer
Projects Select Project Type*
Phylogenetics: Barcoding: Name Your Project *
Annotate
DNA O rbel
a Genomic . _ Project title;
Sequence O Protein O col Ve A
o O mtDNA O 16S T Q_SJ' w ~
Genomes
Using TARGeT O Viral O s
Select Sequence Source * Description
Determine
Halmmn“;":gg % {lﬁgﬁ%gm tracelfiles or sequences in FASTA format: Total characters (max.140): 0
a':?“t . | Wybierz pliki | Nie wybrano pliku “

Sequencing

Enter sequences in FASTA format (max 150kb):

Metabarcodin ! /
Analyalg .
~
Import trace files from DNALC m

Select a set of sample sequences:

- * Required information




FAST TRACK TO GENE ANNOTATION AND GENOME ANALY SIS

LoG out Julia Pawlowska

Public
Projects

Annotate
a Genomic
Sequence

Prospect
Genomes
vsing TARGeT

Determine
uance
Relationships

Next
Generation
Sequencing

Metabarcodin
Analyulg .

‘(
Sequence\)hw@‘*\
N

Sequence Trimmer) CR

Select Data )

BLASTN

Pair Builder ) @& ) ®(

MUSCLE )

Consensus Builder) (RD.( Upload Data )
Key ®-( Reference Data )

(R) Run

@® Running
O View

@ Error

X Blocked

Project Information

test results

Project ID - 263911 Project type - DNA
User - Julia Pawtowska Input seqs

Affiliation D= Ref seqs

Status - @ private O Public Parameters

<

PHYLIP NJ )

PHYLIP ML )

Browsers & Transfer

Export to
GenBank

Description




LoG out Julia Pawlowska

Sequence Viewer

My
Projects

6_ITS1f [ &
6_ITS4 [ §

Public
Projects

%
3
%0
2

Sequence Viewer)

= A R AP AT AARPARPAPPET TE T = AT T AT TALPT T T

GCCCGAAAGGGTAGACC CCCACCC G GTA A ALC GTTGCTTTGGCGAGQG

Annotate SequenceTrimmer) B sl R R R  wnc cunnnnnnlsBR R R R R R Rl
a Genomic . 50 60 70 80 20 100
Sequence

Pair Builder )

Prospect
unan'?ng GConsensus Builder) ‘ ﬂ /'\ r
| | | A |
Determine Key m ‘* “ m‘ “ \/ ﬂf\ l f ﬂ\ﬂ (\ﬂ
nelast'ﬁaqnusm:g: R) Run A ‘ e i | ‘ A4 ‘ - BN SR ll l “ .
® Running ! '
s.igw,::ﬁ.’.‘} . O View
uencing
® o x ] v [
Metabarcoding - (3 M
Analysis

Project Information

test results

Project ID S 283911 h
User S Julia Pawrowora ooy

Affiliation = Ref segs

Status - @ private O Public Parameters



LoG ouT Julia Pawlowska

-é—ﬁo A

Sequence Trimmer

My aa\,eﬁ‘
Projects P2 R
Public (i) Your sequences have been trimmed @,
Projects Sequence Miewer
% 6_ITS1f &n § TTCGTAGTGACCTGCGGAGGATCATTACAGAGTTCATGCCCGARAGGGTAGACCTCCCACCCTTGTGTATTATTACTTTGTTGCTTTGGE
Annotate Sequence Trimmer 6_ITS4 «~» . TGEATCCGAGGTCACCATAGRRRRATTTGGETTTTGGCAGRRGCTCACCGAGCACCTETARCCAGRGATATTACTACGTTCAGEACCCAGE
a Genomic - '
Sequence 1 »
Pair Builder )
Prospect
Genomes !
using TARGeT Consensus Builder
Determine Key
Sequence .
Relationships R] Run
R Running
Next ;
Generation - O View
Sequencing
@ Ermror
X! Blocked
Metabarcoding X
Analysis
Project Information
test results
Project 1D - 283911 -
User SJulia Paws ) )
Affiliation S = Ref seqs

Status - @ private O Public Parameters
' Glossary }



FAST TRACK TO GENE ANNOTATION AND GENOME ANALYSIS
LoG out Julia Pawlowska

> il .
Pair Builder

P Ny ts M
rojec
j 6 _ITS1f TTCGTAGTGACCTGCGGAGGATCATTACAGAGTTCATGCCCGAAAGGGTAGACCTCCCACCCTTGTGTA  E V F; Auto Pair

6_1TS4 TGATCCGAGGTCACCATAGAAALATTTGGGTTTTGGCAGAAGCTCACCGAGCACCTGTAACGAGAGATA Try auto pairing ®

Public

Projects Sequence Viewer

.
3
%0

(i) Enable Self Pairing

Sequence Trimmer @ Enable @

Annotate
a Genomic .

Sequence .
Pair Builder —/
/,
Prospect (\/
s Consensus Builder . . S
using TARGeT ccell Would you like to pair these
two sequences?
Determine Key GT q
Sequence .
Relationships R) Run
® Running
Next i
Generation - O View
Sequencing
0 Error
X Blocked —_—
Metabarcoding - .
Analysis f

Project Informatio

fest resulls
Uescription
Project 1D - 283911 Project type : DNA
User S Julia Pawlowska Input seqs
Affiliation S = Ref seqs

Status - @ private O Public Parameters



LoG ouT Jilia Pawlowska

FAST TRACK TO GENE ANNOTATION AND GENOME ANALYSIS

>

«ﬁe o
Projects ™

Public
Projects

Sequence Viev«.‘er)

Sequence Trimmer)

Pair Builder /

Consensus Bui

Annotate
a Genomic ([l
Sequence

Prospect
Genomes
using TARGeT

Determine

Ke
Sequence Y

Relationships R) Run
® Running
Next :
Generation . o View
Sequencing
(3 Error
Blocked
Metabarcoding &
Analysis

Project Information

test results

Project ID 1283911

User - Julia Pawtowska
Affiliation =

Status - @ pPrivate O Public

' Glossary j

Pair 6_ITS [M

6 ITS1f
& ITS4
Consensus

[Trim Copsensus] (7)

Project type
Input seqs
Ref seqs
Parameters

- DNA

4

AN

Consensus Editor

ACCTGCGG-AGGATCATTACAGAGTTCATGCCCGAARAGGE(
: .GTAACAAGGTTTCCGTAGGTGAACCTGCGGAAGGATCATTACAGAGTTCATGCCCGAARGG(
i GTAACAAGGTTTCCGTAGGTGAACCTGCGGAAGGATCATTACAGAGTTCATGCCCGAARGE(
»




FAST TRACK TO GENE ANNOTATION AND GENOME ANALYSIS

LoG out Julia Pawlowska

Browsers & Transfer

Annotate
a Genomic [ 10 R B f—SS W
s"q"""“[ Select Data =N

using TARGeT

Determine O select all

Sequence
Relationships |’ O User data

(i) Save Your Changes

Next PRI BT R AT Once you have selected the

Generation sequences you wish to align, you
Sequencing must click save below.

Metabarcoding | Save Selections
Analysis

(i) Download sequences

Click below to download
selected sequences in FASTA
format.

.' ﬂlﬂnnnn:



FAST TRACK TO GENE ANNOTATION AND GENOME ANALYSIS

LoG out Julia Pawlowska

My
Projects
‘ DP#ELGM ‘ Seguence Viewer\

g selected-seg-283911 — Notatnik — a

Browsers & Transfer

Dlik Edytuj  Wyéwiet!

>consensus 6 TTS

TCTCTTGGTCMAWT TAGAGGAAGTAAAAGTCGTAACAAGGTTTCCGTAGGTGAACCTGCGGAAGGATCATTACAGAGT TCATGCCCGAAAGGGTAGACCTCCCACCCTTGTGTATTATTACTTTGTTGCTTTGGCGAGCTGCCTTCGGGCCTTGTATGCTCGCCAGAGGATACCAAAACTCTTTT
TTGTCGTCTGAGTACTATATAATAGTTAAAACTTTCAACAACGGATCTCTTGGTTCTGGCATCGATGAAGAACGCAGCGAAATGCGATAAGTAATGTGAATTGCAGAATTCAGTGAATCATCGAATCTTTGAACGCACATTGCGCCCCTTGGTATTCCGGGGGGCATGCCTGTTCGAGCGTCATT
CCTCAAGCTTAGCTTGGTATTGAGTCTATGTCAGCAATGGCCGGCTCTAAAATCAGTGGCGGCGCCGCTGGGTCCTGAACGTAGTAATATCTCTCGTTACAGGTGCTCGGTGAGCTTCTGCCAAAACCCAAMATTTTTCTATGGTTGACCTCGGATCAGGTAGGGATACCCGCTGAACTTAAGCAT
TAAGCCGGAGGA

sequencing /7 must click save below.

Metabarcoding | Save Selections

Analysis

(i) Download sequences

Click below to download
selected sequences in FASTA
format.

|
' MlAaesary
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