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Introduction

ForenSe@ Wniversal Analysis Software is a DNA -to-data forensic software solution and is a
part of the MiSeq FGx=¥orensic Genomics System. The softwareperforms analysis of
sequencedgenetic Sample information and works in combination with the ForenSegmtDNA
Control Region Kit and the MiSeq FGx instrument.

The ForenSeq Universal Analysis Software comes preinstalled as a dedicated server with a
user interface specific for mtDNA forensic genomics, and enablesRun setup, Sample
management, analysis, and report generation.

,} NOTE
Some laboratories may choose to or need to perform internal validation studies in order to
develop interpretation guidelines for casework and DNA databasing using the ForenSeq
Universal Analysis Software. It is possible that some features and recommendations detailed
in the guide are not part of your analysis requirements , analysis routine, or necessary for

high -quality analyses.
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Software Functions

The following is a workflow outline of functions administered by the software

1. Create an account with a user name and password for access to the ForenSeq
Universal Analysis Software and the MiSeq FGx instrument.

2. Create aRun. Input Sampleindex combinations, Sample types. Enter information
manually or import a text (*.txt) file.

3. The MiSeqFGxuses two software applications in tandem to produce images of
clusters on the flow cell, perform image analysis, and call bases.

a. During the Run, MiSeq FGx Control Software captures images of clusters on the
flow cell for image analysis, aswell asoperates the flow cell stage, gives
commands to dispense reagents,and changes temperatures of the flow cell.

b. RealTime Analysis (RTA) software performs image analysis, base calling,and
assigns a quality score to each baséor each cycleasthe Run progresses. The
completion of analysis by RTA and transfer of files initiates analysis on the
ForenSeqgUniversal Analysis Software.

4. Using data from RTA, the ForenSegUniversal Analysis Software aligns reads to make
variant calls. The ForenSegUniversal Analysis Software provides quality indicators
intended to assist when interpretation or troubleshooting mi ght be considered.

5. Review Run analysesand generatereports in the ForenSeqUniversal Analysis
Software.
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ForenSeq Universal Analysis Software Concepts

The following concepts and terms apply to the ForenSeq Universal Analysis Software:

Table 1 Concepts and Terms

Concept Description
Action Provides option (s) such as editing Sample information or downloading
Sample, Projector Reports.
Amplicon The product of PCR amplification of a targeted region of interest from
input DNA template.
Amplicon End Last nucleotide position of a targeted mtDNA amplicon, inclusive of PCR
Coordinate primer sequence. Together, the Amplicon Start Coordinate and the

Amplicon End Coordinate provide the coordinate range of nucleotides
for eachtargeted amplicon.

Amplicon Start
Coordinate

First nucleotide position of a targeted mtDNA amplicon, inclusive of
PCR primer sequence. Together, the Amplicon Start Coordinate and the
Amplicon End Coordinate provide the coordinate range of nucleotides
for eachtargeted amplicon.

Analysis Method

A collection of settings and thresholds used to inform the analysis of
sequencing datato generateallele or variant calls. A collection of settings
and thresholds used to inform the analysis of sequencing data to
generate allele or variant calls.

Analysis State

Sample Analysis States are as follows:

New: Analysis by the software has not yet begun
Queued: Analysis is in line to begin processing
Processing: Analysis by the software is in progress

Completed: Analysis by the software completed
successfully

} Errored: Analysis did not complete successfully

e e

Analytical If the read count for a mtDNA nucleotide call is less than the value of the

Threshold user-adjustable Analytical Threshold (%), then the nucleotide call is not
visible in the Ul nor reported as part of the call.

Assay Type The ForenSeqkit used to prepare a Sample in preparation for sequencing
and for further analysis. For mtDNA, a custom assay type may be
selected.

Call The reported nucleotide (base)for the position (coordinate), based onan

Analysis Method .

Cluster Density
(K/mm?)

Shows the number of clusters per square millimeter for the Run. For
ForenSeqRuns, the target cluster density range is 400t 1650 K/mmz2
Cluster density values outside of the target range can still produce results
that are sufficient to use for analysis. Values that deviate substantially
from the target range can negatively impact other quality metrics and
decrease the quantity of valuable data from the Run.

Control Region

The range positions from 16024 to 576for mtDNA .
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Concept

Description

Coverage

Coverage describes the average number of readsfor a locus, an allele or
a variant position in a Sample, that align to or "cover" known reference
bases(e.qg, relative to rCRS). Sequencing coverage level(read depth) can
help to determine whether or not an allele call or variant call can be made
with confidence.

Clusters Passing

Shows the percentage of clusters passing filter based on the Illlumina

Filter (%) chastity filter 1, which measures quality. The filter can detect low quality
base calls. Data appearsn the Ul after cycle 25.

Cycle The number of completed sequencing cycles is displayed on theRun
Details page. One cycle includes the chemical addition and imaging of
one base for each cluster on a flow cell. The ForenSeq mtDNA Control
Region Assay Type consists of 318 cyclesThe mtDNA Custom Assay
Type instructs the number of cycles based on thelibrary Type contained
in an Analysis Method: Non -Directed Sequencing results in 318 cycles
and Primer-Directed Sequencing Results in 618 cycles.

Deletions The number of one or more nucleotides deleted from the Sample mtDNA
in comparison to the rCRS.

Description The pertinent information for each Run or Sample as defined by the user.

Differences A call that differs between Sampleswhen compared using the Sample
Compare feature.

Differences If there are different allele or varinats calls among Samples a differences

Indicator indicator appears when using the Sample Compare feature.

Flow Cell Type MiSeq FGx Reagent Kits and MiSeq FGx Reagent Micro Kits are available

for use with ForenSeq kits. The capacity of the flow cells in each type of
kits varies. The MiSeq FGx Standard flow cell type allows for more
Samplesto be sequencedsimultaneously as compared to a MiSeq FGx
Micro flow cell. Both flow cell types use the same sequencing reactions
for equivalent data quality.

Forward Primer
Length (bases)

The number of bases (nucleotides) that comprise your forward PCR
primer (oligonucleotide) for mtDNA amplicons .

Forward Primer
Start Coordinate

The start coordinate (5'end) for your forward PCR primer for mtDNA
amplicons.

For example, the Verogen mtDNA Custom Analysis Method contains a
Forward Primer Start Coordinate of 9397 for amplicon MTL F1 + MTL R1
and a Forward Primer Start Coordinate of 15195for amplicon MTL F 2¢
MTL R2.

Hotspot

A hotspot in a selectedSampleis a position where one or more of the
following are indicated: a variant, interpretation threshold indicator,
differences indicator, no call indicator, call indicator or user modifi cation.
Hotspots are indicated by the large navigation arrow s found at the top of
the Position Viewer.

! Calculating Percent Passing Filter for Patterned and Nonpatterned Flow Cells. (2017).
[ebook] San Diego: lllumina. Available at: https://www.illumina.com/content/dam/illumina -
marketing/documents/products/technotes/hiseq -x-percent-pf-technical-note-770-2014-043.pdf
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Concept

Description

Human Sequencing
Control

Pool of human DNA STR loci used as a positive control for the
sequencing portion of processing Samplesusing a ForenSegkit. Human
Sequencing Contrd (HSC) helps MiSeq FGxRun completion and may
assist in troubleshooting, if needed.

Index

DNA tags that are attached to DNA sequences targeted by the ForenSeq
mtDNA Control RegionKit, enabling multiple Samplesto be pooled
together for sequencing and demultiplexed post-Run.

Index CV

Displayed as a percentage, the number of reads that are assigned to each
Sample. CV is the coefficient of variation for the number of read counts
across all indexes. Index CV represents the distribution of read counts of
the Samplesin the Run.

Insertions

The number of one or more nucleotides inserted in the Sample mtDNA
genome in comparison to a reference genome(rCRS).

Interpretation
Threshold

Defined in an Analysis Method, a nucleotide with total number of reads
greater than or equal to the interpretation threshold contribute sto the
call for the mtDNA coordinate. When more than one base exceeds this
threshold for a coordinate, the IUPAC code for the bases is reported.

Interpretation
Threshold Indicator

If the read count of a mtDNA sequence has a read count between the
analytical and interpretation threshold, an interpretation threshold
indicator icon appears in the Ul .

Library Type

When using an Analysis Method with data from a custom mtDNA assay,
two options for Library Type are available: Primer-Directed Sequencing,
where one strand is always sequenced as Read 1 and the gposite strand
is always sequened as Read 2 and Non-Directed Sequencingwhere
either strand may be sequenced as Read 1 or aRead 2 (e.g., libraries
created using Nextera XT DNA Library Prep Kits). Library Type must be
user-selected for custom mtDNA analysis when creating an Analysis
Method and does not need to be selected for the ForenSeq Control
Region Kit.

Minimum Quality
Score

Defined in an Analysis Method, reads at or above the Qscorecan
contribute to the variant call at each mtDNA coordinate .

Minimum Read
Count

Defined in an Analysis Method, t he Minimum Read Count must be
reached at a position for anucleotide in order to be considered for base
calling.

N Indicator Quality indicator for reagent blank s and negative amplification control
Samples

Name The file designation assigned to eachRun, Sample, and Project as defined
by the user.

Negative A Sample where DNA was not added as PCR templatefor amplification.

Amp lification

Control

No Call At a position, if no read counts for a specific nucleotide (A, C, G or T)

meet or exceed the interpretation threshold, then a No Call is assigned.

No Call Indicator

If a position does not contain a call, a No Call indicator appears in the
Position Viewer.
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Concept

Description

Original Call An mtDNA variant call made based on theRun Analysis Method ,
without user -modification.

P Indicator Quality indicator for positive amplification control s that use positive
control DNA provided in the ForenSeq kit .

Page A page is a display of 15 positions in the Position Viewer . Navigate

acrosspages usingthe small arrow s found at the top of the Position
Viewer.

PercentA,C, G, T

The percentage of forward and reverse reads out of the total reads for the
A, C, G, or T bases at the call positionin mtDNA .

Percent Del

The percentage of forward and reverse reads out of the total reads for a
deletion at the call position in mtDNA .

Percent Ref

The percentage of forward and reverse reads out of the total reads that
EOOzUwUUxx QOUUWEOwWPOUIT I ovdKO.WE UwE O wi

Percentages

The percentages of each nucleotidecalled at a position are stacked and
shown in relation to the thresholds. Percentages are displayedin the
details of a selected positionin the Position Viewer.

Phasing (%)

Shows the percentage of molecules in a cluster that fall behind the
current cycle within Read 1 and Read 2. Lower percentagesare indicative
of higher quality Run statistics. For ForenSegSamples a phasing value of
A wy 6 | recémm@rided. Phasing values outside of the target range can
still produce results that are sufficient to use for analysis.

Sample Plate

The 96-well PCR platein which the Samplelibrary was stored prior to
MiSeq FGx sequencing. For ForenSeq mtDNA library prep kits, this is the
Normalized Library Plate (NLP).

Position

Describes a base (nucleotide) coordinateof mtDNA using the numbering
convention of the rCRS, comprised of positions 1 to 16569.

ForenSeq Positive
Amplification
Control

A library of the positive control HL60 DNA provided in the ForenSeq kit .

Prephasing (%)

Shows the percentage of molecules in a cluster thatRun ahead of the
current cycle within Read 1 and Read 2. Lower percentagesare indicative
of higher quality Run statistics. For ForenSegSamples a prephasing
YEOUI wOi wA wy 8 huk PraghisingMalied iGitledfthe taget
range can still produce results that are sufficient to use for analysis.

Project

A Projectis a collection of analyzed results for one or more Samplesand
is the primary place for viewing and modifying results and creating
Reports. Projectscan be used to logically group and organize data. If
desired, eachSamplein a Run can be independently assigned to a
different Project, so that aRun can have Samplesfrom more than one
Project. Samplesmay be assigned to multiple Projects

Q Indicator

Quality metrics indicator for a Run.

rCRS

The Revised Cambridge Reference Sequence (rCR$3 used as the
mtDNA reference genome for variant calling .
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Concept

Description

Read

The sequence string of A, T, C, and G bases corresponding to a ForenSeq
amplicon from mtDNA. Million s of reads can be generated in a
sequencing Run from multiple loci and multiple Samples

simultaneously.

Reads A, C, G, T

The number of forward and reverse reads for the A, C, G, or T bases at
the mtDNA call position.

Reads Del The number of forward and reverse reads for a deletion at the mtDNA
call position.
Reads Ref 371 wOUOET Uwodi wi OUPEUEWEOBEWUIT YI UUI

at an insertion point in mtDNA .

Reagent Blank

A specific type of negative control that may be carried through the
entirety of Sample processing and where DNA is not added as PCR
template for amplification.

Sample of Interest

A user-designated Sample for comparison against other Sampleswhen
using the Sample Compare feature.

Read 1 (i5) Primer
Sequence

The base (nucleotide) sequence of the®CRprimer 0T EUz UwUET 1
( OOU OPpifdex The B index is part of the adapter sequence, along
with the binding site for the Read 1 sequencing primer, which drive s
Read 1 on the flow cell.

Read 2 (i7) Primer

371 wEEUT wepOUEOTI OUPET AwUI @01 OET woli «

Sequence (OOUOPOE 7z Uwb A whbiddar dt theuadepter sagizrcedodg= 1 |
with the binding site for the Read 2sequencing primer, which dri ves
Read 2on the flow cell.
Reagent Cartridge Refers tocomponent of a MiSeq FGx Reagent Kit or MiSeq FGx Reagent
Kit Lot Micro Kit.
Reanalysis To apply an Analysis Method to a Sample, subsequent to its original Run

Analysis Method . For example, user-adjustable Analysis Method
parameters of ForenSeq mtDNA Control Region Kit are Analytical
Threshold, Interpretation Threshold, Minimum Quality Score and
Minimum Read Count.

Reference Call

The basecall of the reference genome (rCRSht a position on the
mitochondrial DNA molecule .

Reverse Primer
Length (bases)

The number of bases (nucleotides) that comprise your reverse PCR
primer (oligonucleotide) for mtDNA amplicons .

Reverse Primer
Start Coordinate

The start coordinate (5'end) for your reverse PCR primer for mtDNA
amplicons.

For example, the Verogen mtDNA Custom Analysis Method contains a
Reverse Primer Start Coordinate of 1892 for amplicon MTL F1+ MTL R1
and a Reverse Primer Start Coordinate of 9796 for amplicon MTL F2¢
MTL R2.

Run Analysis
Method

The Analysis Method assigned to a Sample, on the Run page (the original
Analysis Method prior to possible subsequent reanalysis).

Run States

Shows the stage of progress for eactRun. (Created, Errored, Sequencing,
Completed, Paused, Stopped)
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Concept

Description

Runs

An independent sequencing event for a collection of Samples

Sample

Biological specimen used in sequencing

Sample Compare

A user-defined tool that examines a selectedSample of Interest against
other Samples

Sample The analyzed intensity (number of reads) per Samplefor an entire Run.
Representation Thesedata are available after sequencing and analysisare complete.
Sample Type The type or function of a Sample. Sample types include Sample, positive

amplification control, negative amplification control and reagent blank.

Single Nucleotide
Variants (SNVs)

The number of positions where the mtDNA call for the Sample differs
from the reference genome (rCRS).

Strand Depth

Read count from the strand (forward or reverse) that has the majority of
reads for amtDNA base(nucleotide) position (coordinate).

Strand Direction

The selection of a forward or reverse strand when a Primer-Directed
Library type is selected for a Custom Analysis Method.

Total Read Count

Total number of reads, from both the forward and reverse DNA strands,
for a mtDNA base (nucleotide) position (coordinate).

User-Modified Call

An mtDNA call that was modified by a user, which is presented as
[position] [original call] ->[new call] at the modified position in the
Position Viewer.

User-Modified
Indicator

If the mtDNA base call is manually updated, a usermodifi ed indicator
appears at the modified position in the Position Viewer.

Variant

An mtDNA call that differs from the reference genome (rCRS)as
displayed in the Position Viewer.

Variant Indicator

If the mtDNA call for a Sampleis different from the rCRS base call a
variant indicator appears at the variant position in the Position Viewer.

Sample Well
Position

The 96-well PCR plate column and row position where a library was
stored prior to pooling, denaturation and loading onto the MiSeq FGx.
For example, the position of the Sample library or control in the upper
left corner of a plate is at position A1, where A is the Row position and 1
is the Column position.
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Viewing the ForenSeq Universal Analysis Software

The ForenSeq Universal Analysis Software interface is viewed through a web browser. To
view the interface, open a web browser on a computer with access to the network used by the
ForenSeq Universd Analysis Software and the MiSeq FGx instrument. Set screen resolution to
a minimum of 992 pixels for optimal display.

s NOTE
The application is optimized for use on the Google Chrome Browser.

To access the ForenSeq Universal Analysis Softwaregnter the server address in the web
browser address bar. If the server is not listed in the Domain Name System (DNS), enter the
server IP address of the network.

_? NOTE
No internet connection or internet access is required to view the software interface.
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Logging into the Software

Creating an Account

Prior to accessing the ForenSeq Universal Analysis Software, create an account.
1. Access the network server through a web browser.
A login page appears.

Figure 1-1 Login

Login

Username
Username -]

Password
Password -]

~| Remember My Login

Register as a new user?

2. When the Login page opens, selectRegister as a New User?

A Register page appears.

Figure 1-2 Register New User

Register

Create a new account

Email

B
Password

®
Confirm password

®

Register

3. Enter an email address.
4. Enter a password.
5. Confirm password.
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6. SelectRegister.

Figure 1-3 Account Registration

Register Account registration submitted

Please contact the system administrator for approval.
Click here to return to the ForenSeq application.

7. After your accounted is created, a user with administrator -level system access must
approve your account before you can access the systemSeeEnabling and Disabling
Accounts.

_? NOTE
The first user created will automatically be assigned administrator privileges and will be
responsible for enabling any new accounts. There is no password recovery mechanism. If the
administrator password is lost and no secondary administrator account was created, you will
be unable to create any additional administrators or users and the system will require a reset.
It is highly recommended to create a backup admini strator account.

Logging In
1. Access the nework server through a web browser .
2. Enter a username
3. Enter apassword.
If you need an account, seeCreating an Account.

4. SelectLogin.
The ForenSeq Universal Analysis Software System Dashboardopens.

Logging Out

1. From the ForenSeq Universal Analysis Software System Dashboard, selectAccount
from the sidebar menu.
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Figure 1-4 Logout

admin@verogen.com X

O Manage

() Logout

Projects

-]

Settings

e

Account

2. SelectLogout.
A Logout screen appears.
Return to the Login screen by selecting the hyperlinked here on the Logout screen.

Figure 1-5 Logout Screen

LOQOUt You are now logged out

Click here to return to the ForenSeq application.
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Viewing the System Dashboard

A successful login opens the system dashboard The system dashboard shows information
and functionality organized within Runs and Projects In the left-hand sidebar menu, the
following information can be accessed:

1 Home

} Runs

} Projects
} Settings
} Account

Access toRuns and Projectsis expedited in the system dashboard whether searching for a past
event or creating a new one. Creating a newRun or Projectis designed into the system
dashboard so that users can initiate action immediately upon opening the software.

Sidebar Menu

From the sidebar, Home, Runs, Projects, Settings and Account are accessible.
1. Select Home,Runs, Projects Settings or Account.
} The selection pane will expand.
} To collapse the selection pane selectthe X.
2. Select, Search or Create from the selection pane.

Figure 1-6 System Dashboard
VEROGEN FLimre

+ CREATE RUN + CREATE PROJECT
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Creating a New Run

The Runs workspace is where data analysis preparation occurs prior to starting a MiSeq FGx
sequencing Run. On the Runs page, Sample information is input, organized, and available for
editing prior to sequencing. Upon initiation of sequencing, Runs provides progress and access
to Sampleinformation. After sequencing is complete, Run Quality Metrics and Sample
Representation are specified for each Run.

Before performing a sequencing Run on the MiSeq FGxinstrument, enter information in the
ForenSeq Universal Analysis Software about the Run and the Samplesin the Run.

When creating a new Run, select either a Standard or Micro flow cell type. The flow cell is
provided in the MiSeq FGx Reagent kit (standard flow cell) and in the MiSeq FGx Reagent
Micro kit (micro flow cell). Your decision of which flow cell type to use may be based

primarily on the total number of Samplesper Run and the desired read coverage level for each
Sample.

Flow Cell Types

Two types of MiSeq FGx Reagent Kits are available. The standard MiSeq FGx Reagent Kit
provides the standard flow cell type and the MiSeq FGx Reagent Micro Kit provides the micro
flow cell type .

Table 2 Flow Cell Types
Flow Cell Types Description

Standard ForenSegmtDNA Control Region: up to 64 Samplesper MiSeq FGx Run when
using the default ForenSeq mtDNA Control Region Analysis Method .

Micro ForenSeq mtDNA Control Region: up to 48 Samplesper MiSeq FGx Run when
using the default ForenSeq mtDNA Control Region Analysis Method.

Create a Run

After loggin g in, the software opens to the system dashboard.The software enablesRun
creation directly from the system dashboard.

Figure 1-7 Create Run from System Dashboard
Wl VEROGEN ForenSeq™

+ (CREATE RUN + CREATE PROJECT

1. SelectCreate Run.

A Create Run dialogue box appears.
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Figure 1-8 Create Run Dialogue

Create Run

Run Name *

Description

Flow Cell Type *

Reagent Cartridge Kit Lot #

CANCEL SAVE

2. Enter the following information:
Run Name

Description

Flow Cell Type

Reagent Cartridge Kit Lot #

e e

% NOTE

Fields marked with an asterisk (*) are required information.

3. SelectSave.
The Run Details page appears.

Figure 1-9 Run Details

Your Example Run »

Run State Flow Cell Type Cycles Reagent Cartridge Kit Lot # Run Created
b Created Micro an |88 NiA Aug 8, 2019, 3:23 PM
& MPORTSAMPLES | 4 ADD SAMPLE Search

Q

QUALITY METRICS

)

SAMPLE REPRESENTATION

B REMOVE SamPLE(s)
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Entering Sample Information

Sampleinformation can be entered into a created Run either by importing a Sample Sheet or
individually adding Samples

Importing Samples

1. Selectimport Samples.
2. SelectDrop Files Here or Click to Select File.

Figure 1-10 Importing Samples

Import Samples

@ seect a sample sheet @ review samples

% SAMPLE SHEET TEMPLATE

DROP FILES HERE
OR CLICK TO SELECT FILE

3. Navigate to the Sample sheet(*.txt) file and selectOpen on your computer.

The name of the uploaded Sample sheet file appears inbold below the dashed-line
box.

‘E' NOTE

If necessary,select SAMPLE SHEET TEMPLATE to download an example of a
.txt file categorizing Samplesand associated information for import.
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Figure 1-11 Navigate to Sample Sheet

Import Samples

@ setect asample sheet © review samples

€ SAMPLE SHEET TEMPLATE

o DROP FILES HERE
‘OR CLICK TO SELECT FILE

B Your Example Run.tt (647 Bytes]

‘E' NOTE
Only one *.txt file can be uploaded for a Run. Attemptsto upload another *.txt file
results in an override of the original file.

4. SelectNext.
A Review Samplesdialog box appears that lists data from the uploaded *.txt file.
Scroll through the list to ensure accuracy.

Figure 1-12 Review Samples

Import Samples

@ selecta sample sheet

Review Samples

‘The following samples will be added to your run.
Sample

Name Descrpton Assay Type Sample Type RunAnalyss Method  Projects (a8} Sampleplate  Well
posivon
Verogen miDNA
Sample 1, 100 pg, BBN ::::vm“:‘“ Sample Control Region Your Example Project
Analysis Method
Verogen miDNA
Sample 1,20 pg, BBN cﬂn’ws::!m:'m Sample Control Region Your Example Project
9 Analysis Method
Verogen mtDNA
Sample 1, 10 pg, BBN :‘;’:;‘:I‘:e’;‘mm ‘A Sample Control Region Your Example Project
Analysis Method
Verogen mtDNA
Sample 1, 5 pg, BEN :::om:‘m Control Region Your Example Project
Analysis Method

5. Selectlmport.
Upon completion of Sample(s) import, the Run Details page appearswith the
imported Samples
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Figure 1-13 Imported Samplesin Run Details

Your Example Run ~

Flow Cell Type Cycles Reagent Cartridge Kit Lot # Run Created
Micro 15 8]8] 15 NiR Aug 8, 2019, 3:29 PM

Run State
b Created

€ MPORTSAMPLES ||+ ADD SAMPLE =
[m] Harne Descrption sample Type T AssayType T

o Sample 1, 100 pg, BBN Sample :;:ﬁkq miDMA Control
[m] Sampie 1, 20 pg, BEN Sample ::I:nseq MDA Control
] Sample 1,10 pg, BBN Sample ;gml:nseq mIDNA Control
o Sample 1, 5 pg, BBN Sample ;:gml:nseq mIDNA Control
o Sample 1,2 pg, B8N Sample ;:;T:q miDNA Control
o Sample 1,1 pg, B8N Sample ;Jr-l:eq miDNA Control
[m] NTC, BBN :x:;'- Amplification ;T mtDNA Control
[m] Sample 1,100 pg, QN Sample :;:I;?q mIDNA Control
[m] Sample 1,20 pg, QN Sample ;“T MDNA Control
[m) Sample 1, 10 pg, QN Sample :::nseq MDNA Control

Inden

R717

RT17

RT17

RT17

RT17

RT18

RT18

RT18

Ingex2

AS02

AS03

A0S

Aso7

s

As02

As03

QUALITY METRICS

Run Anaiysis Metnod (@)

Veragen miDNA Cantrol Region
Analysis Method

Veragen miDNA Cantrol Region
Analysis Method

Verogen miDNA Cantrol Region
Analysis Method

Verogen miDNA Control Region
Analysis Method

Verogen miDNA Control Region
Analysis Method

Verogen mtDNA Control Region
Analysis Method

Verogen miDNA Control Region
Analysis Method

Verogen mDNA Cantrol Region
Analysis Method

Veragen mDNA Cantrol Region
Analysis Method

Veragen mIDNA Cantrol Region
Analysis Method

Q

S

SAMPLE REPRESENTATION

Projecs

Your Example Project

Your Example Project

‘Your Example Project

‘Your Example Project

Your Example Project

‘Your Example Project

‘Your Example Project

‘Your Example Project

‘Your Example Project

‘Your Example Project

1-10002

Actions

.

A T T S T T

Adding Samples Individually

1. SelectAdd Sample.
A dialogue box will appear.

Figure 1-14 Add Sample

Add Sample

sample Name *

Description

Sample Type *

*  Index2+*

Run Analysis Method

Sample Plate

2. Enter the following information in the dialogue box
} Sample Name
} Description
1 Sample Type (from dropdown box)
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Assay Type (from dropdown box)

Index 1 (from dropdown box)

Index 2 (from dropdown box)

Run Analysis Method (from dropdown box)
Initial Project(s)

Sample Plate Name (optional)

Sample PleaseWell Position (optional)

= NOTE
Fields marked with an asterisk (*) are required information.

3. SelectSave.

Upon saving, the Run Details page appears with the added Sample.
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Viewing Run Details

To view the

Run Details page, selectthe name of the Run on the left-hand system dashboard.

There are several ways to find aRun on the system dashboard:

The system dashboardlists Runs arranged by Run creation date with the most
recent Run at the top of the list.

On the system dashboard, use page navigation at the bottom of theRun list to
locate the Run.

On the system dashboard, searchby Run Name or Run Description.

The Run Details page contains the following Run information:

Viewing
After a Run
Details.

Name of Run

Description of Run (if an optional description was included)

State of theRun

(MiSeq FGX) Flow Cell Type (Standard or Micro)

Cycle Count

(MiSeq FGx) Reagent Cartridge Kit Lot Number

Date and time the Run was created in the ForenSeq Universal Analysis Software
Date and time the sequencing completed on the MiSeq FGx if applicable
Quality metrics for the Run

Sample Representation for the Run

A list of Sampleson the Run

Run Status

is created and saved,the Run State is indicated under the Run Name in Run

Table 3 MiSeq FGx Run Status Descriptions

Run Status Description

Created Run setup information is saved in the ForenSeq Universal Analysis
Software.

Sequencing Sequencing of theRun on the MiSeq FGx instrument is in progress.

Completed Sequencing of theRun on the MiSeq FGx instrument is complete.

Errored The Run did not finish sequencing on the MiSeq FGx instrument because
it was manually stopped or because of an error.

Paused Sequencing of theRun is on pause on the MiSeq FGx instrument.

Stopped Sequencing of theRun is stopped on the MiSeq FGx instrument.

Searching Samples

The Search

tool filters Run Details according to specific parameters.
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1. Click inside the Search bar.

Figure 1-15 Search Bar

\#Y Your Example Run » Q 5

L] Run State Flow Cell Type Reagent Cartridge Kit Lot # Run Created
Homs » Created Micro NIA Jul 15,2019, 3:32 P

b > IMPORT SAMPLES Search Q W DELETE SAMPLE(S)
Activity

QUALITY METRICS ~ SAMPLE REPRESENTATION

2. Enter aSample Name, Description, Index, or Run Analysis Method.
The Search bar filters results as necessary.

Filtering Samples

The Filter tool sorts groups of data according to specific parameters.
1. Selelctfilter icon in either the Sample Type or Assay Type columns.
2. Select an option from the list by selecting a specific box.
3. Selectthe filter icon .
The filter returns results as necessary.

Figure 1-16 Sample Type Filters

[] sample
[[] ForenSeq Positive Amplification Control
[[] Negative Amplification Control

[[] Reagent Blank

Figure 1-17 Assay Type Filters
[C] ForenSeq mtDNA Control Region

[[] mtDNA Custom
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Modifying Run Details

Editing a Run

1. Selectthe pencil icon next to the Run Name to start edit mode.
A dialog box appears with the same fields used when the Run was created: Run
Name, Description, Flow Cell Type (Standard or Micro), and (MiSeq FGx) Reagent
Cartridge Kit Lot Number.

2. Selecteach field that requires editing and make the necessary changes.

‘E' NOTE

Run Name, Description and Reagent Cartridge Kit Lot Number can be
edited any time. Flow Cell Type can only be edited when the Run State
is listed as Created.

3. SelectSave.

Figure 1-18 Editing a Run

Edit Run

Reagent Cartridae Kit Lot &

Editing a Sample
1. Selectthe pencil icon under the Actions column for the corresponding Sample.

A dialogue box appears that lists Sample Name, Description, Sample Type, Assay
Type, Index 1, Index 2, Run Analysis Method, Initial Projects, Sample Plate and
Sample Well Position.
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Figure 1-19 Editing a Sample

Edit Sample

nnnnnnnnn

Farenseq mONA Control Region

ndent *

RT17 T ase
Run Analysis Method

R Anatpis etnoa *

Veragen mtDNA Control Region Analysis Method

sl Propss

‘Your Example Project @  Project name

‘E' NOTE
Assay Type, Index 1, Index 2,Run Analysis Method and Initial Projectsfields can only be
edited when the Run State is listed as Created.To edit these fields when the Run State is
listed as Completed, Remove the Sample from the Run, make the necessary changes and
Add the Sample back to the Run.

2. Selecteach field that requires editing and make the necessary dhanges.

3. Edit the Initial Projectsfield as follows:
} To add a Sampleto a Project, enter the Project name directly inside the box.
} Toremove a Samplefrom a Project, selectthe X next to the Project name.

= NOTE
Projectscan be added or deletedfrom the Run page only when the Run State is listed as

Created.

4. SelectSave.

Removing a Sample
1. Select the checkbox next to eactsample name to beremoved.
The Remove Sample(s) button is active only if at least one Sampleis selected.
2. SelectRemove Sample(s).
A confirmation box appears with a list of selected Samples
3. From the confirmation box, selectConfirm .
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Figure 1-20 Removing Samples
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