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Quick Reference Guide

Applied Biosystems SeqScape Software v2.5 is expressly designed for mutation detection and
analysis, SNP discovery and validation, pathogen subtyping, allele identification, and sequence
confirmation.

This Quick Reference Guide describes the four workflows performed in these types of studies:

Workflow for Creating a Project
K ,! Workflow for Reviewing Data
s Workflow for Modifying Settings

tt”ﬁc&} Workflow for Exporting and Printing



Workflow for Creating a Project

All analysis in SeqScape software

occurs in a project. Before you can
create a project you must create a
project template that contains:

¢ A Reference Data Group (RDG)
¢ Analysis Defaults
e Display Settings

Once a project is created, the
project template can be used
recurrently.

Note: VariantSEQr customers
should proceed directly to Step 4
“Add Sample Files” on Page 7.

Creating a project requires that you
follow these steps:

Creating a Project

1. Import the Reference Sequence

2. Define Analysis and Display Settings

3. Create a Project Template

4. Add Sample Files

5. Analyze the Data

Step 1: Import a Reference Sequence

IMPORTANT! The Reference
Sequence format can be any of the
following:

e _ixt, ab1, .seq, .fsta files
¢ Genbank format files

¢ Aligned sequences in .fsta
(FASTA format)

The workflow described below uses
a Genbank file for your reference
data. To begin, first download a
Genbank file, then create a known
variants table.

Note: If you download a Genbank
file in the NCBI web interface,
select Display as Genbank, then Erirez Pubied eotide

Send to File to save it as a text file Search |Nucleotide =] forl

that can be imported_ Limits Preview|ndex History

Display | [GenBank | show (20 =] File =

M 1: AF2350557. Homo sapiens HLA-...[gi:12613650]




To use a Genbank file as your
reference:

1. Open the SeqScape Manager

File Edit Wiew | Tools Analysis DESearch ‘Window Help

from the Tools menu.

. Select the Reference Data
Group tab.

. Click New, then enter a name.

. Select the ROI (Regions of
Interest) tab.

Note: For information on any
of the four panes in the ROI tab
(Layer, ROI, Reference
Sequence, Reference
Segment), click Info.

. Click on the Add Ref.
Segment button.

. Select the Genbank file, then
click Import.

Note: When the Genbank file
imports, information from the
feature table populates the
Regions of Interest (ROI) table
in the SeqScape software and
layers are automatically
created.
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source 1..792
/organism="Homo sapiens”
/db_xref="taxon:9606"
/map="6pZl.3"

gene <1..>792
/gene="HLR-C"
fallele="HLA-Cw*0B02"

mRNA join{<1..270,517..>792)
/gene="HLR-C"
/product="HLA-C class I antigen"

CD3 join{<1..270,517..>792)
/gene="HLR-C" I
/codon_start=3
/product="HLA-C class I antigen"
/protein_id="ARG53742.1"
fdb xref="GI:12483747"
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&xon 517..7%2
/gene="HLA-C"
/number=3



7.

8.

Select the NT Variants tab
(RDG Properties) and select the
NT Variants you want to add to
the reference sequence, then
click Import to import a tab-
delimited variants file or a
multi-aligned sequences (.fsta)
file.

Note: When importing an AA
variants file, use a tab delimited
variants format.

Click OK.

You have how completed importing
the reference sequence.

A B (9] D E F G H
1 ,Type ROIL NT position Reference Variant Style Descr{Used by all ROIs
2fichange base |PLAB_target | 40(G C Cyan yes
3] change base |PLAB_target | 123|T C Cyan yes
I change base |PLAB_target | 56|C As Cyan yes
b change base |PLAB_target | 51T C Cyan yes

Create a tab-delimited file with column
{- " headers exactly as shown

[RDG Properties

General| ROI | 2 vVariants | Variant stle |

|x

Fosition

Feference Variant

Description | Used by all R

Step 2: Define Analysis and Display Settings

To define analysis defaults:

1.

Select Tools > SeqScape
Manager.

. Select the Analysis Protocols

tab.

. Click New, then enter a name.

4. Select the Basecalling tab,

then select the Basecaller file
and Dye/Primer file from the
drop-down lists.

. Keep the default settings for

Processed Data, Ending Base
and Quality Threshold options
unless a custom setting is
required.

. Select the Mixed Bases tab to

define the secondary peak
threshold for mixed base
identification.

Analysis Protocol Editar

General Basecalling | Mixed Bases | Clear Rangs] Filter|

r Basecalling i | Ending Base -
| ¥ &t PCR Stop
Basecaller R
[k85en || T ater B Ne in [10
DyeSet! Frimer ™ atisr |20 s

|KE,31 00_POPE_BDTv3.mob

I Aner |800 Bages

bases

-Processed Data

| & True Profile

' Do not assign N's o Basecalls

[ Quality
\ .

KASS‘QH IM's to Basecalls with QW < |15

Select appropriate files based on
data collection information

Basecalling Clear F!angel Fl\terl

rMixed Bases

[V Use Mixed Base Identification

Call IUB if 2nd highest peak

iz »= |25




7.
8.

10.
11.

12.

13.

14.

15.

16.

Select the Clear Range tab.

Keep the default settings for
Quality Value and Reference
Trimming.

. Select the Filter tab.

Keep the default Filter settings
as shown.

Click OK.

Select the Analysis Defaults
tab in the SeqScape Manager.

Click New, then enter an
Analysis Defaults name.

Select the Sample tab.

In the drop-down list, select the
Analysis Protocol you created.

In the Project and Specimen
tabs, keep the default settings.

Click Save.

Generally you will keep the defaults
for Display Settings and proceed
to Step 3, “Creating a Project
Template.”

|analysis Protocol Editor

General| Basecalling | Miced Bases Clear Range | Fitter|

[-Clear Range Methods

I~ Use ciligr range minimur and rmaximurn

Smallest clear range is the result

FistBesea=[a | & Endfae & T —
€ Bases totirifrorm 8l end [20 First bp. Lastbp
¥ Use quality values Hbases Hbases
Rermave bases fram the ends until |
fewerthan 1 basesoutof [20  have Qs < [20 s %
™ Use identification of M calls
Rermive bases from the snds [
untilthere are fewerthan [ e outef [200 bases <HMspor Zbasss < KMsper Zbazes
wiz fud [
I~ Mask 13 universal sequencing primers S —
I Use reference trimming Feterence |
Multiple clear range methods are applied in order. O
Fieference =V

Analysis Protocol Editor

General| Basecallyg| Mixed Bases| Clear Range Filter |

rFilter Settings:

Maxirum Mixed Bazes (3) 20.0
Plaxirrum Ns (3) 0 10.0
Minirnum Clear Length {bp) 50

o

Minimurm Sample Score

I Skip filtering if sample-level HIM is detected

New Analysis Settings

General I F'rmectl Speclmenl Samp\al

Hame

Analysis Def%ts Marne: |3?3U_Analys|sDeiaults|

Created: MN/A Created By:  MNA

i odified:Mi& Wodified By:  MNI&
Source: M/A

Ganarall F'rnjectl Specimen h
Betting _

Analysig Protocol: I3T3E|7HESEEIUEI’]C\HQPVUQDDﬂ

¥ Ahways use this analysis protocol

Cancel

x




Step 3: Create a Project Template

To create a project template:

1.

6.
7.

Select Tools > SeqScape
Manager.

. Select the Project Templates

tab.

. Click New, then enter a Project

Templates name.

. In the drop-down lists, select

the Reference Data Group and
Analysis Defaults that you
previously created in Steps 1
and 2.

. Keep the default Display

Settings.
Click OK.
Close the SeqScape Manager.

You now have created the Project
Template.

Step 4: Add Sample Files

To create a project:

1.

In SegScape software, select
File > New Project.

2. Enter a name for the project.

3. In the Project Template list,

select the project template you
previously created (in Step 3).

Click New.

Project Template Editor il

~Project T Description

F’rkc{TamplatE Name'IF’LAEfFlesequenc\ngPrimerSet_pﬂ

Select the icon to
Open the object |

Created: 13 hMar 2003 at 02:12:58 PST
Modified: 06 Aug 2003 at 16:52:42 PDT

Created By: unknown

Modified By: unknown

Source: PLAB_Template copied on 0B Aug 2003 at 15:52:49 PDT

T E

Reference Data GrnupIF'LAE generated on Thu 13 har 2003 at 02:12:58 LIEI
=]
=

i< |

Analysis Defaults I373D-Rasequencing copied on 28 Jan 2003 5t 13:32:18 PST

Display Settings IDB-F{ESequencing copied on 29 Jan 2003 at13:32:06 PST

File Edit View Tools Analysis DBSearch Window Help
Bloe 2stujan-xr 666 o=
| | | | ST [t

|
Project Mame:
[HLa L

Selectthe projecttemplate

[Project Template [Created [Created By | Modfied | Modified By |RDG (4D S
Hitt [Mon Oct 1117 [123456: 1234 [ Mon Oct 11 17 [123456: 12345 | Reference_Se |3730-Reseque|Detaul

PLAB-ResequencingPrimerSet_pt
p53_exon?_v2

Thu bar 13 02|unknown  |Wwed dug D6 TE|unknown | PLAB generate|3730-Reseque| DS-Re
|Thu Sep 12 21 [kosmanca: Cai[Mon Oct 11 17 |kosmanca: Cai|p53_Exon7_v|3700LR_POPE | Diefaul

‘ 2l
Type the firstfew letters of the project template you are loaking far. [HLA

(E Cancel




5. To add data to your project,

select File > Import Samples. Lookin [Baputo_pag

= asEE

Add Sample>> |

IMPORTANT! Groups of
sample files from the same
biological source must be
grouped together (into one
specimen) in SeqScape
software.

6. Navigate to your data folder,

then group your sample files
into specimens.

7. For manual specimen creation:

Files of type:  [AB1 Sequence files

a. Click New Specimen.

Rernove Sample

Hew Specimen
Delets Specimen

Auto Add>

Autornatically create
Specimen name based an
the string between these
delimiters in the sample's
name

Start
End |-

¥ Use sampls fils name

€ Uss sample name

Samples To Add:

23]
B A3-2F_05.ab1
—B 43-2R_0B.ab1
B 4397 05801
B 43-3R_06.ab1
—B A34F_05.ab1
B A34R_05.ab1
T az
B a2-2F 0z.a01
B 42-2R_04.ab1
—B 42-3F_03.ab1
B 42-3R_04.ab1
—B azaF_03.ab1
B 424R_04.ab1
=0 A1
B A1-2F_01 bt
B A1-2R_02.ab1
—B 41-3F_01.ab1
B 41-3R_02.ab1
B 41-9F 01.ab1
B a14R_02.5b1

0K Cancel

b. Select files belonging to
the specimen, then click
Add Samples.

8. For automatic specimen
creation:

a. Define the delimiters by
assigning alphanumeric
values in the Start and
End fields.

b. Select the data folder, then
click Auto Add.

Note: It is recommended that
you use a sample naming
convention such as:

IndividuallD_Gene_Exon_
WellLoc_F/R.ab1

9. Click OK.

You now have created a project
with samples and you are ready to
analyze the data.




Step 5: Analyze the Data
To analyze your data:

1. Click = (Analyze) for analysis
to begin.

Note: A progress bar
indicates that the software is
performing basecalling,
trimming, assembly, consensi
alignment and reference
comparison on your data.

After a successful analysis,

- -
. & Prc |
your data appear assembled in HE - :
o e . . —
-8 Speciment GTCCTGGTCCTTCCACTGTGCACCTGCGCGGBGASGCGACCTCAGTTGTCCTGCCCTGTGGAATGSGCTCAAGGT

the Project view.

GTECTEETCCTTCCACTETGEACETECGCEEAE6ACEEEACETCACTTETECTEOCETETEEAATEECCTCAAGET!
GTCCTGOTCCTTCCACTGTGCACCTGCGCGG] FGA GCGACCTCAGTTGTCCTGCCCTETCGAATGGECTCAAGGTS
GTCCTGOTCCTTCCACTOTOCACETOCGCOG| hGACGCOACCTCAGTTGTCCTGCCCTETOGAATG CTCAAGGTS
GTCCTGETCCTTCCACTETGEACCTOCECHG| FGA GCOACCTCAGTTETCCTECECTETOGAATERGCTCARGETS
» specinens GTCCTOETCCTTCCACTOTOCALCTOCOC00|B6A 0C0ACCTCADTTOTCCTOCCCTOTEOAATO00CTCAAGGT




Workflow for Reviewing Data

Reviewing data require that you
follow these steps:

Reviewing Data and Results

1. Review Data per Specimen and Assign Pass/Fail Status

2. Review All Data in Project View

3. View Variant Results in Mutations/AA Variants Reports

4. View Resequencing Results in the Genotyping Report

Step 1: Review Data per Specimen and Assign Pass/Fail Status

To review data by specimen:

1. In the Project Navigator

(Project view), select a VR S [ s—
SpeCi men. i Specmen? J::L‘Lwe Layer ROL: " N_o0asea_exen_2 =
Specimend onsensus
Note: The specimen view v o '
shows the sample distribution Samples
within the specimen across the
reference sequence. Forward 1
and reverse orientations are
indicated by arrows
representing sequence
coverage.
2. In the Project Navigator, open = DR e o »

the Analysis QC Report to view U speciment |
failed sample traces wed ST
(Unassembled). R i s o [ |

X Tt ':!Léapgiiiz:;ﬁws,za,A1.r e * U & B * |
NOte: Seqscape SOftware EEEZEJZZ:::Eﬁgj::ﬁi Success - [I]] Success withwarnings - € Falled Analysis - /\  System Error- @
automatically filters out low B Spmcimers PUBA2 200 Sampionasis
quality sample traces based on -y i e B
the settings in the Filter tab of R Ewiir
the Analysis Protocol. These - e Mt

. B Specimend_PLAB_21_sd4 [Fromans AL 2T ety TR T

samples are grouped in the B S LD 20450 — R -
unassembled node after T

analysis. Descriptions of the
failed samples appear in the
Sample Analysis Table (QC
Report).



Note: The Analysis QC Report
provides a list of sample traces
with possible heterozygous
indel mutations (HIMs). HIMs
are detected when two alleles
differ by an insertion or deletion
in a sample trace.

. Adjust analysis settings to
allow failed samples to
assemble in the project (see
Modifying Settings Workflow
for more detail).

Note: You may need to
modify your Filter and/or Clear
Range analysis settings and
then reanalyze data to allow
failed samples to pass
(Assembled).

. Select a Segment name, then
select the Assembly tab to
view passed sample traces
(Assembled).

Note: The Segment Assembly
displays the assembly of
sample traces within a
specimen for a specific region
of the reference sequence. To
zoom in/out, select Cntl +/-.

. Edit bases with low quality
values if necessary.

a. You can customize the bar
colors for the quality
values (in Display Settings)
and flag bases with low
quality values in red, for
example.

302 312 322 332 322 352 as2 a7z
TOTCCTACCATTTTTCTTTTAATTCCTTTTTITCTTTTAATTCCTTT TTACTTCCTTATCCATATTTTACTTT
TETCCTAGCATTTTT CTTTTAATTCCTTTE CSKTUITTCYTTATGYRTATTTTAT T TTTATGS GAATATGAACTGCACCRTTT
281 291 301 £ 21 331 341 351 3
AATCGAWGI TGYTTITY TR TNMTEECETTTTTGTTTTAATICCTTTGAGTTACTICCTTATGCATATTITTACTITAAC
279 269

st e e sl

1
Paossible Heterozygous Indel Mutations
Spesimen Sample |Pn§i|iun ‘Eizz ‘
Spacimen_NADDEEZ NADDB234up_hCG17690_114_1S856355605164.1 07 [
Spesimen_NADDSSE NADD38Edup_hC617660_114_15366056504500 ¢ 260 7

g | | Asam | spsimen | o8 Cammers
Samois bt

* ® B ° e [ ]
© @ B OE “ w

w @ B OB *

© B A A ® 0w

Specimen 4 has few samples which did not pass Compiete- [ PartatOupit- A\ Noouput- @
through filtering and assembly
Descrption table gives detalls of why samples.

failed filtering and assembly

Sample Analysis

o s vuipion J

EN
Filter Settings are setin
s the Analysis Protocol
Asamy T
Asamiy
Sroject Navigator PLAB_SeqScape_ebinar | Specimen3 i PLAB_segment_1
-1 PLAB_SeqSeape_Webinar a Layout Assembly
ig 2:3:2:; RefEnd CR-Length |CR-Start | CR-End %N's Sample Scoj %Miced Base,
assembled El 42 00
LAE_segment 1 13249 382 21 402 00 4z [
LAB_seqment_2 [13527 534 556 23 00 |44 ]
7T Specimend Fazia (FETS T EE) fan i fon
| I |
B specimena_FLAE
B Specimend_PLAE 13193 13208 13218 13223 13233
Bs 3_PLAE
B Enecimend_PLIE i
B Specimeni_PLAE i1 GCTGAGATTACTGACATAAGE CACCATOCCTGOOCCCCCACAATTAT A
ESDECWE"LPLAE L TN albnnalanlonde olo. oll0a ols
!gwmm”%gii GAGATIACTGACATAAGCCACCATECCTGECCCCCAGANTIATGA
pecimend_| h h h .
= PLAB_segment_2 52 az e 22
#-[J Specimend




b. When switching between 16630 16610 PPN X rkipe Tab Junp SetEGSIE]|
the Project view and the C 4 C 6 6 T G5 € C & G C G CCCTG CT 6 C 6 T ¢ (Tebdumplo—————
. ™ Index Pasition
Assembly view, the base R NN 10 P n oy L meerien
pOSItIOn is bookmarked for 73 63 A’Igurilhm au_lumﬁlicallg r:uldrer:ts I~ Unknawn Yariant
ke s D PO e S
R . I~ Medium OV Base
c. Make sure Discrepancy is VX0 | bigh v
checked in Multiple Tab (I O O T T O I e
J Setti if ired fa P E TR LR R e s e T E TR EE DB T MixediPurs Mismatch
ump Settings, if required. o . w T
. IV Discrepanc
Note: The algorithm i A wy f\ : A
automatically corrects for OK_| _ Cancel
sequencing errors by reviewing Tabjumpsto neiatipe. =

data quality in both directions
(forward and reverse) to arrive
at an accurate consensus.

Index Position
lnown Yariant

M Unknown Yariant
Lows QW Baze
“Jhdedium O Base
High 0% Basze

>R-Btart

6. Right-click the specimen name
to assign Pass/Fail review

Praject Mavigator

status. E-EIPLAE_SeqScape_webinar Flo . Zasz
5 Rename L ol
7. Repeat StepS 1 to 6 for all g Delete ayer ROls
i i i ENEUS
specimens in the project. 8 CDSNUBLAST Search
Paszzed
Failed

You are now ready to review your
data at the project level.

¥ ot Reviewed

Sar

Step 2: Review all Data in Project View
To review all data:

1. Examine variants between the S 0 =TT v o | 1 | e oo =] st nesfie =]

specimen consensus and the e wm;
Project Navigator _SEqScape_Webinar

reference sequence by either of - [E1PLAS_SeqScape Webina] X projectview] |

the following methods: Dopeamer,

1 Specimen2
a. Select the Character/
Dots view. In this view,
dots appear for all bases
as in the reference, and
characters appear for
variants.

b. View data by layers. Select
a layer from the Active
Layer drop-down list.

1 Spesimena
1 Specimend

Ik

INK_004864 ROIs bﬁA,axnn“J 7 ‘

sunnary ATGCCCGGGCAAGAACTCAGGACS
[T Variants
Index
[Reference

GAATGGCTCTCAGATGCTCCTGETGTTE

P Specimenl

B

FLAB_Target




C. SeIeCt the Tab Jump to Tab jumps to next:lN‘IuItipIe... 'I
Next field. In this setting,

you can select Known/ 7:2‘1% Pasit_ion
H nown Yariant

Unknown Variant. AT

Lowe OV Baze

CR_EMEdiUm Q% Baze

High 0% Basze

530 Ambiguity -

2. To add a Known Variant right- 3R-Start
click a base, then select Add
Variant. '

3. Click OK. The variant is FLAB Seqcape_Webinar .
displayed in the Overview pane Pocetien | amlconien] =
as a red bar.

PLAB_Target ROIs

B 1 | e o | 3] (0] AT | ctve Layer[NM 004854 =] | Tab jurnps to netfiuipte. -

X S AminoAcid View|

Project gatar ; _Seq ca|p27 ‘ebinar |

. E-E]PLAB_SeqScape webina ProjectView | Amplicantfiew

You are now ready to review the T Specment 4 Canplcony

1J Specimenz

variant results in reports. U Sreamans A — H‘“

1 Spesimend

4. To view Amino Acid translation, | i)
click on the Amino Acid view. L eas

|mEm

sunmary GHLHLRISRAALPEGLPEASRLHRALFRLSPTASRSWDVIRFLRROLSLARPQAI
ld Varianes | ....... ... b e
Inaex 111 121 131 141 151

[Reference-Ad GHLHLRISRAALPEGLPEASRLHRALFRLSPTASRSWDVTRPLRROLSLARPOAL
¥ Specimenl |SHLHLRISRAALFEGLFPEASRLERALFRLAZTASRSWDVTRFLRROLSLARFQAL
» Specimenz GCHLHLRISRAALPEGLPEASRLHRALFRLSPTASRSWDVTIRPLRROLSLARPQA]
» specimens GHLHLRISRAALPEGLPEASRLHRALFRLSPTASRSWDVTRFPLRROLSLARPQAL
» Speciuend |FHLHLRISRAALPEGLPEASRLERALFRLEFTASRSWDYTRPLRROLSLARPQAI

Step 3: View Variant Results in Mutations/AA Variants Reports
To view variant results in reports:

1. Select the desired layer using e

the Active Layer drop-down H } ‘ }
list, and highlight the project ey [TTTETETCCTAGCATIITTOITTTARNTTC LTI TOTITTARTTECTTITOAGTTACITECTIRT S CATAT

IT variants

narme within the Project il |- e o e g o sl e <ot e o g e o

eference

Navigator. et [TTTCTOTCETIOC AT ITTARTICC T ITIO TIITAATRCE
St tieiciai arrirrerterante LerrEit vt it At A
Note: To view results at the A Wl
e T

specimen level, highlight the
specimen name.

- analysis AC Report

2. Select Analysis, then select
Report Manager.

Example_HIMProject
11 Dot 2004 st 17:18:22 POT

11 0ot 2004 st 17:19:21 POT
HiM

] A Variants Report

{0 Specimen Statistics Report
~[&] Sequence Confirmation Report

[ Base Frequency Report -

| B

11 D6t 2004 st 17:10:08 POT
Reference_Ssquence_17630
41 Dot 2004 8t 17:45:22 POT

11 0ot 2009 st 17:18:22 POT
11 D6t 2004 st 165507 POT

3. In the left pane, select the
Mutations Report. e |

he content in this report;

Mutations
s dependent on the Acive Layer | : e . :
. i [ron [Positen[Longth [e[a@¥ [Knewm |83 Change
ojsctSpecimen evel TES T @ m
4. In the right pane, view M A e
mutations in the Mutations Beample_HMProject Ret_aq17600 5 f sub i Ly
Reseqiroen 84 ' s s
Table 321 7 HiM 15
o s o1 an 1 Sub 1 [RESI (S ]

5. In the Mutations Table, click
on a base change to link the
mutation to a specimen
consensus in the Project view.

Note: You can review the
mutation by looking at its
quality value and its position
in a region of interest (ROI).



i Report Manager - Projoct PLAB_ SeqBeane. Webinar

Note: You can sort mutations

by quality value, type, and so S U
on by double-clicking any of f o L
the column headers. To remove T

a column, right-click, then T R e
deselect the column name. e

Froject
FLAB. SeqScape _ebinar

6. Click the triangle icon next to . ——
the specimen name to view the ———————
Project View | ampli
sample electropherogram. le ” — |
Note: Look for mutations at “:“:jm ””?T?;?”Tf??f?;f???f?”??;j??“?.‘?.‘v.;?.‘??7?.‘?;?T?”T?f?:;“T.“?.‘f?“;??ff‘
the specimen level or 2= T ey T v e

Clcktaview. IlII||||l||IIII|Illllllllllllllllllg it
 electtopherograms, |

T LJM J\ W\{W _J‘ WWWWW \ L( I T ”W M J_M/”w

vt i,
7. Open the Mutations report to = S48 2001 b e -
view the amino acid effect (AA : V‘MNNVWWWVAWWI
Change/Effect column) for
translated regions.

“confirmed” mutations due to
bidirectional coverage.

8. Click any of the amino acids in AR vartants
the AA Change Column to Specimen A Change ‘Posmor\ ‘Ler\glh ‘Type ‘Knowr\ ‘NT Change Description
. . Specimen? wqL 14 1 Sub no 40G=C RO -
navigate to the AA Variants ’ NM_304834_sxon_1 [
Repor‘t. Speciment B63([T,5] 63 1 Sub no :‘‘i"T_T;DV:‘/"E'F;S‘I_eXon_1 J
Speciment E326G 326 1 Sub no B854 RO
9. Click an AA Change to link the EE
AA . ‘t t . Speciment 0327 [0,E] 327 1 Sub no B89C>S ROI
variant 1o a specimen HM_0049684_sxan_2
consensus in thepAmino Acid Fpeemen e bR aan
view. i e v
Specimen? E3Z6G 326 1 Sub no EEIEA_>_6_R_D\ R ;‘
Note: To adjust how the x|
report displays text results, . Fleranic Sinnsre Seinas
. - eport ay Settings ariants Settings
click Report Settings, then Rapzwﬁ"’; 3z..| A Verarts Seting
deselect Wrap Text.
To view reports and data I” Harizantsl Seralling
simultaneously, select Window > Fant farial |
Tile in the main menu. size [10=]
¥ “wirap Test
Ok Cancel




Step 4: View Resequencing Results in the Genotyping Report

IMPORTANT! The Genotyping
Report contains some tables that
are filled with the VariantSEQr™
Resequencing System project
templates.

To view resequencing results in a
report:

1. In the Navigation pane, select
the project name.

Note: To view results at the
specimen level, select the
specimen name.

2. Select Analysis, then select
Report Manager.

3. In the left pane, select
Genotyping Report.

Spenimgr\smfgpnﬂ

Specimen2
Gene Summary
Gene Symbol FLAB Gene Hame prostate differentiation factor -
Gene Aliases FOF, MIC1, GDF15, MIC-1, NAG-1, Chramesams 19 :I
FTGFE, GDF-15
Cytogenatio Band 18p13.1-13.2 LacusLink I 0518 hd
1| | »
Transcript Table
Layer Amplison I Assay |Asay |8 Exon |Intron
Taget | Targst | Reguistery Length |Length
Stat  Length | Length
Hid_D04864 FLAB_z5 12832 300 0 [ o -
H_onagea PLAB_27 1208 a0 0 a
Hid_D04864 PLAB_42 13z6s 356 0 o o
HM_D04g64 PLAB_25 13542 454 0 4 o
Hid_D04864 FLAB 24 13868 Az 0 7 0 -
4 | >
Resequencing Coverage
Specim [FGR  [FGR  |FGR [FGR |&5'Rep |5'Reg |5'Reg |5 Reg |Exon [Exen [Exon [Exon [intion [intron [intion |intran
en Cov. | AvgQ¥|Fwd | Rev |Cow | AvgQV|Fwd | Rev | Cov. |AvgOV Fud  Rev |Cow. |Avg@V Fwd | Rer
Cov.  Cov, Cov.  [Cow. Cov.  Cov, Cov.  Cov.
Spesim 1000 452 4000 258 00 00 00 00 1000 462 1000 858 00 00 00 0O
anz
Genotype Table
pecimen T /157  NM_004264_eson_1
Specimen2 T A

4. In the Resequencing Coverage
Table, review the resequencing
coverage percentage for each
specimen.

Note: The resequencing
coverage is based on the target
regions.



5. In the Project view, add
genotypes in the Genotyping
Report by right-clicking a base,
then selecting Add Genotype.

Note: To view the genotypes
for each specimen, open the
Genotyping Report.

6. Review the genotypes to
compare variants or bases
across specimens in a project.

If you completed reviewing your
data, and reanalysis is required,
go to “Workflow on Modifying
Settings” on the next page. If
reanalysis is not required, you
can go directly to “Workflow on
Exporting and Printing.”

PLAE_SeqScape_Webinar
Frajectiew | amplicanview|

PLAB_Target ROIs

smmary k
NT Variants
Tndex
Reference

P Specimenl
b specimenz
P Specimend

P Specimend

AGTGAGAGTCTCAGTCC
AGTGAGAGTCTCAGTCC
AGTGAGAGTCTCAGTCC
AGTGAGAGTCTCAGTCC

Add Yariant

Add Genotpe

‘Show Genotypes List



Workflow for Modifying Settings

You can make modifications to your
analyzed project by changing the
settings (analysis, reference or
display) after reviewing your
analysis results.

Modifying settings requires that you
follow these steps:

Modifying Analysis Settings

1. Modify Analysis Settings in the Project

2. Modify Reference Settings in the Project

3. Modify Display Settings in the Project

4. Apply a Project Template to an Existing Project

Step 1: Modify Analysis Setting in the Project

To modify analysis settings for all
samples in a Project or Specimen:

1. Select Project or Specimen
Name in the Project Navigator.

2. Select Analysis > Sample

Manager File Edit View Tools | Analsis DBSearch Window Help
S NENE fnalyze iR p

Report Managr

Crl+1

Apply Project Template...

RDG Froperties
Analysis Defaults
Analysis Settings

Display Seftings...

Cirl+D

Cirl+E

CHrl+

3. If you want to adjust the

Basecaller and Dye Set/Primer
file, select the desired settings,
then click Apply.

4. Click OK to close the Sample e
Manager. B

Note: In the project, a red I i i
slash through the files that you

adjusted indicates the samples
are ready to be reanalyzed.

Edit Anabyris Protacol

1 0D0OOGI 2866

Kabep
DO PGS KB bep
0DOUD019RES.. KB ben
DUOUOUT PAGE. KB ben
0DOUOU1 9805, K8 bep
0UO00E1 96 KB bep
0U000U19895. KB bop
0U0UONT 7G5 KB bep
0000019805, KB ben

1 OD000DIUEGE. KB bop
00000019896, KB bep

Apply Arisbais Pratocal

3730_POP?_BD!
KE_3730_POF7_BOTWS

M e

o i i
KB_3730_POF7_BOTvimed 1122 1557
i o goranies st log
¥B_1730_POF7_EDTvimob 1089 (1503
T e T T
e o sora ek Tiss o
I mrie ot

x|

sz jan |
L)
1567 7est

-
n
(]
(]
(]
1588 7oz n
u
n
(]
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5. Click = (Analyze) to analyze
the specimen.

If you need to adjust more than the
Basecaller and Dye Set/Primer File:

1. Create a new Analysis Protocol
in the SeqScape Manager. (See
Step 2 on Page 4).




2. Select the desired samples in
the Sample Manager, then click
Apply to apply the Analysis
Protocol.

3. Click OK to close the Sample
Manager.

Note: In the project, a red
slash through the specimen/
files that you adjusted indicates
that the samples are ready to
be reanalyzed.

4. Click = (Analyze) to reanalyze
the data.

If you are adjusting the Analysis
Settings in a Project for just one
sample:

1. Select the sample in the
Project Navigator.

2. Go to Analysis > Analysis
Settings and make your
modifications to the settings.

IMPORTANT! The change
applies only to the selected
sample and does not modify
the Analysis protocol created in
the SeqScape Manager.

Note: A red slash through the
selected sample indicates the

sample is ready to be analyzed.

3. Click on the ' icon to
reanalyze the data.

Apply Enalysis

x|
Choose an Analysiz Protocol that will be applied to the set
of zelected zamples.

Analysis Protocol: 3100 =

2100

3100_SR_POPE_BDTwl_mixed_v2
3130_RezequencingProtocol
3700LR_FPOFS_BDTw1 w2

File Edit Yiew Toals |Ana|ysis DBSearch ‘Window Help

EF = | % | = Analyze Ctrl+R
————————| Sample Manager... r
:I;I&I—RI | 1 Report kanager Crl+1 |
| Apply Project Template... I
Project Mavigator RDG Properties... Cirl+0 [

2] PLAB_SeqScape_t Analysis Defaults...
U Speciment I Analisis Saﬂinas. Ctrl+B
T U S—i:aanmainsimb\ Display Settings... Cirl+Y

- & PLAB_segment_1
B Specimen?_PLAB_28_&7¢
B Specimen2_PLAB_27_Al.r
B Specimen2_PLAB_27_s4f
B Specimen2_PLAB_42_A2¢
B specimenz_PLAB 42 451
B Specimen?_PLAB_25_&0f
B Specimen2_PLAB_ 24 ABr
B Specimenz_PLAE_24_&1f

= PLAB_zearnent_2

[+ U Specimend

U Specimend

S Unassembled
Specimend_PLAB_25_A3f

PLAB_segment_1

= PLAB_zearnent_2




Step 2: Modify Reference Settings in the Project

To make changes such as adding
variants to an existing reference:

1. Click rdg in the project view. Flle Edt Yiew Tools Anabsis DBSearch Window Help z T |
dEr Oe iBsal-xrBEEEm 9 roject |
2. Select the ROI tab. REENT [ T Rl e e o |

3. Modify the reference settings
within a project by:

° Changing the COdOn General ROI| NTVariants | A& Variants | Variant Syle |
Start Number for Loy
amino acid trans|ati0n ol m _LPRESE_. . .PRS88_Target. . LPRSSE_. . 2|
e RN | 1] i 00,11 [t oazrzs 1] i o0]
¢ Modifying the a i 1 il Ibhcris. . [bhoTiBi0s70. | bhoTiaL.|
. 5 ¥ 1] Tbherz2. IheTzzrsan_..|  Ibherean.
translation frames 4 | -
® Changing the ROI M‘ t:j::riame iW Codon Staumber [{ Orentation
Start numbering in the Deete Lo e E— | T S s I |
ROI pane -
ROl Name, [Segment [Sen Start [Sen End |ROIStart |ROILength | Translation | Golor |on Layer 3
Y Add|ng Variants and |1 & PRSSE_exonResion! PRSSE_exonRedie 318 0 CIE] r U=l
~ . 2 & PRSSE_exonRegionz PRSSE_exonRegis 2275 4068 2275 1794 r [ Usl
Changlng variant |3 |NM_002773 exon 1 PRSSS_exonRepie 287 371 1 s I i
4 |PRS56_Target_exon_1 PRSS6_exonRegic 267 371 1 55 [mi -
Styles or colors |5  |hCT2279736_exon_1  PRSSE_exonRegic 267 371 1 65 [ [ lini ﬁ
4 < ’ [»
Note: These modifications are
saved only within the existing
project. They do not change in
the original Reference Data
Group that you created in the
SeqScape Manager.
Step 3: Modify Display Settings in the Project
To modify the Display Settings
within a project:
1. In the Project view, click ds Fle Edit Yiew Tools Anabsis DBSearsh Window Help
(Display Settings) to modify HEE(ES0E%e - x|r @HEE 6=
viewing options. (@ CEBEEILT LI e e e e e A ‘

2. Select the Bases tab.

3. Change the color scale as x|

desired to modify the quality General Basss | Electrapheroram] Views |

value bars. -Base Font ~Quality Values
4. Select the Views tab. N cococo N I
Funt Stle: ? =

Base Scale The color scale for the Quality
Value bars can be modified.

—
Show base number every |10 bases

 Base Colors

Base Syl
Al oM o |
Oher (v Ry




. Increase the number of bases
you want to display in the
Project view as indicated in the
EP Window field.

. (Optional) Select Italicize
Reverse Strand.

Note: The display settings
show 70 bases and italicize
reverse strands by default.

[Edit Display Settings
General| Bases | Electropherogram Views |

rGertral View Settings
Characters/Dots: ﬂ
Electropherograms: | K]

| B
NT Tab Jump: [Muliple -
A4 Tab Jump: [Muliple -

¥ Show Owerview:
View Column Selector: | £
"Sample View Settings

Original Sequence: 1%

rSpecimen View Settings
[¥ fal

Canfidence Bars:

& Reverse Strand

Clear Range

Bhiowr &1 m

[ Amplicon View Settings
Arnplicon Coverage

Zoom Factor:

rProject View Settings

Disalay Mode E H| )

EP Windaw (bp): [70

Shown GT Pos on
Hidden GT Fos. on
~Expanded NT

[ Summary

[¥ Variants

[ Index

[¥ Reference

[¥ Reference-a4

[ Callapsed NT
 Summary
IZ 1T Variants

[ Index
¥ Reference

~Expanded A4
% Surnmany
[ & Variants
I Index
I¥ Reference-t4




Step 4: Apply a Project Template to an Existing Project

To make changes to an existing
Project Template:

1. Select Tools > SeqScape
Manager, or simply click
Tooltip.

2. Modify the data objects within
SeqScape Manager and re-
select the same data objects
within the Project Template to
apply changes.

3. Click Open Folders to verify
your modifications.

4. Click OK to close the Project
Template editor.

To apply the modified Project
Template:

1. Open the project.

2. Select Apply Project Template
(Analysis menu).

3. Select the appropriate Project
Template from the drop-down
menu.

4. Click = (Analyze) to reanalyze
the data with the modified
template.

Note: All previous edits are
lost.

Project Template Editor

Project Template Description
Project Template Name [PLAB-ResequencingPrimerSet_p{

Created: 13Mar2003 at02:12:58 PST Created By: unknown

Modified: 25 Aug 2004 at14:02:15 PDT

Source: PLAB_Template mpiad on 06 Aug 2003 at15:52:48 POT

Template Elements

Modified By: Pratimal23: Pratima Sahni

Reference Data GreuplFLAB generated on Thu 13 Mar 2003 at 02:12:58

==

Analysis Defaults |373U-Hasaqusn:mn copied on 29 Jan 2003 at13:32:18 PST

==

Display Settings IDS-Hecequencmg copied on 29 Jan 2003 at13:32:06 PST

Comments

=]

|FLAB projecttemplate for AB Resequencing Primers Set

7]
aﬁ Apply New Project Template

Ndme

Project Temnplate: PLAB-ResequencingPrimerSet_pt

T E

Selected Project Template:  |PLAB-ResequencingPrimerSe... LI

HLA-C_3100P0PE_mixed_v2
p53_exon?_v2

Reference Data Group
Analysiz Defaults:
Display Settings:

uencingPrimerSet_pt
FRES8Template
TesthMitochondrial




Workflow for Exporting and Printing

In this workflow we review optional
selections for exporting and printing
your analysis results.

Exporting and Printing

1. Select Export Options for an Analyzed Project

2. Set Print Options at Project/Specimen/Segment Levels

To determine which printing and
exporting options are available in
SeqScape, select a level in the
Project Navigator from one of the
four choices:

— Project

— Specimen

— Reference Segment

— Sample

1. Select File > Export, File > File |Edit View Tools Analsis DBESearch Window

Print.

Qpen Project...

Mew Project Wizard...

Cloze Project

Cirl+1
Cirl+0

Chrl+wf

Save Project

Save Project As..

Cirl+5
Altrd,

Import Samples To Project...
Impart Text Segment...

Export

Crl+hA
Cirl+T

Print...

Ctrl+P

Step 1: Select Export Options for an Analyzed Project

To export a selected report from a
Project:

1. Open the project.

2. Select Report Manager
(Analysis Menu).

3. Select Export > Report.

Cirl+

Sample Sequence File...

CReport... )

4. When the Export window fRrihtS
opens, select for the format
tab-delimited text (Microsoft
Excel®), PDF, HTML, or XML.



To export all reports automatically
after analysis:

1. Select Tools > Options.

2. Select Export Reports After x|
Analysis, then in the Format General | Users | Authentication | Audit] Electronic Signature |
drop-down list, select a format LiD3  sepces ot b
¥ Export Reports after Analysis
to export. e o]

I Export Project after Auto-Analysis

Folder to auto-export reports and projects {0 sfter analysis

CDocurents and Settings\pradhaaalivy Documents

3. Browse to set a target directory
for the file.

4. Click OK.

Note: Once a project is
reanalyzed, the reports will
automatically export to the
set directory.

To export alignment files:

1. Select the project (Project File Edit View Tools Anshsis DBSsarch ‘Window Help
Navigator), then select File > New Project o e = |E
Open Project... Ctrl+0
Export. You can export the N Projoctwizad | o | ) | e
nucleotides project alignment Close Project Ol
i i i Save Project S5 e quencingFrimerSef
or the amino acid project S Proioc e, |2 lAmjzmmsw i
allgnment. Import Samples To Prajsct Ctrl+h ‘
Cirl+T ,;m;|F{mma_largel_pmmotel

Note: Thereference sequence
and the specimen consensus

Cul+F Project Alignment - Amino Adid...

4 Project Alignrment - Nucleotides r

1 PLAB-ResequencingPrimerSet Library Search Resdits

sequences also export. Impart Samples Ta Project il [ A
Import Text Segment. Cirl+T [
2. (Optional) Select File > Export I ] cor:ereus Seauence

Print... Crl+P Aligned Sample Sequence..

for the Specimen level/
Reference Segment level to
export the consensus
sequence or the aligned
sample sequence.

3. (Optional) Select
Electropherogram to export
the Sample Sequence.



Step 2: Set Print Options at the Project, Specimen, Segment Levels

Select All Data to print the
specimen consensus sequences
and the reference sequence.
Selecting All Data does not print
the Electropherogram data.

Select Only the Visible Data to
print only visible data.
Consequentially, only the displayed
electropherogram data (specimens)
are printed.

Note: The electropherogram
data for the full project are not
printed. Only the data that display
in the Project window prints.

From the Specimen view, you can
print only the data that are
displayed.

From the Segment Assembly view,
you can print all data and the visible
data that are displayed.

By selecting a sample you can print
the sample electropherogram.

For more information on Using
SeqgScape software v2.5, refer to
the SeqScape Software User
Manual.

|
~Print

© Dnlythe
(‘ SR
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