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1. GTM5 v2 Overview

The GTM5 v2 Matrix Standard is produced by Genetek and consists of five single stranded DNA fragments
labelled with five different fluorescent dyes (6-FAM, GT2907, GT1803, GT2712 and ) which are used in
our 2-5 dyes systems kits. The GTM5 v2 Matrix Standard is needed for the Genetic Analyzer calibration. Genetic
Analyzer such as the Compact Spectrum CE System from Promega and Applied Biosystems™ 3130/xI, 3500,
3500/xl, SeqStudio Genetic Analyzer platforms, require accurate spectral calibration to evaluate profiles
generated with multiple dye (fluorescence labels) channels. Once the spectral calibration is done using GTM5
v2 Matrix Standard, the file is applied during sample detection to calculate the spectral overlap and thus create
individual colour signal.

GTM5 v2 Matrix Standard was developed for use with GT 5-dye systems kits such as Aneusure (a QF-PCR Kkit),
GT YDetector 29 (a kit for human Y STRs profiling), etc., which can be used with the Compact Spectrum CE
System from Promega and Applied Biosystems™ 3130/xl, 3500, 3500/xl, SeqStudio Genetic Analyzer platforms
with Data Collection Software v3.0 or higher (Thermo Fisher Scientific, TF).

Name - GT2907 GT2712 GT500

Figure 1- GTM5 v2 Matrix Standard consists of 5 fluorescent labeled DNA fragment.

1.1. Intended Use

The GTM5 v2 Matrix Standard is developed to be used to perform spectral calibration when GT 5-dye system
is used on Applied Biosystems Genetic Analyzer (3100/xL, 3500/xL and SeqStudio series) with Data Collection
Software v3.0 or higher (Thermo Fisher Scientific, TF).

1.2. Product Components

GTM5 v2 Matrix Standard for spectral calibration is included in all of the Genetek Biopharma’s multiplex PCR
kits free of charge and also can be bought separately from Genetek Biophrama using the following Cat. No.

Table 1: Cat#41103 product components

Product Size Cat. #
48 runs or 2X 24 or
GTM5 v2 Matrix Standard 6X 8 capillaries GT-41103-48
calibrations

1.3. Storage conditions

GTM5 v2 is a PCR product and it is recommended to be kept at 2°C to 8°C for better preservation. The GTM5
v2 is light sensitive; please keep it only in the given amber tube, away from light. We recommend storing the
GTM5 v2 in a post-amplification (post-PCR) fridge, though it will not cause any problem if it contaminates your
DNA since none of Genetek’s multiplex PCR kits have shared sequences.

1. Capillary Electrophoresis

ABI 3130/xI, 3500/xL and SeqStudio (Applied Biosystems®) Genetic Analyzers are recommended for 5-dye
capillary electrophoresis of the amplified PCR products. Please make sure your ABI Data Collection software
supports 5-dye fragment analysis (according to the instrument user manual).
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2. Instrument preparation and Spectral calibration using the Applied Biosystems®
3130 and 3130xL Genetic Analyzers (for 3500/xI please go to page 14).

The ABI 3130/3130xL is authorized for use in DNA sequencing and fragment analysis. Based on the type of
the kit, resolution, and performance specification, it is possible to choose the combination of capillary array
and polymer from the table.For more information and instruction on how to operate and calibrate your Genetic
Analyzer, please refer to User Manual provided by the manufacturer (i.e., Applied Biosystems® 3130/3130xI
by Thermo Fisher).

Spectral Calibration creates a matrix that is used during the run to reduce the raw data from the instrument to
the 5-dye data stored in the sample file. Running a spectral calibration is similar to running a sample on a CE,
except that calibration standards are run instead of samples, and the spectral calibration module is used
instead of the run module.

A spectral calibration is mandatory for each instrument, new matrix should be run after the laser or CCD
camera has been realigned/replaced or changing capillary array length or polymer type and in few other
conditions. It is also recommended to generate a hew matrix in case of change in physical location of the
instrument or if you begin to see a decrease in spectral separation (pull-up and/ or pull-down peaks) in the
raw or analyzed data. Every lab should define the occurrence of matrix generation for their instrument.

Make sure that maintenance and installation of capillary array, buffers and polymer are done according to
Applied Biosystems® 3130/3130xI Genetic Analyzer User's Guide. Ensure that a spectral calibration is
performed with GTM5 v2 Matrix Standard as mentioned above in this instruction in Capillary electrophoresis
section. Before starting the electrophoresis for fragment analysis on the ABI Genetic Analyzer, the following
settings need to be set up in the instrument’s Data Collection Software, Run Module, Instrument Protocol and
Plate.

2.1. Required Materials (not supplied with the GTM5 v2 Matrix Standard)

e HiDI™ Formamide (Applied Biosystems ®) or equivalent
e MicroAmp® optical 96-well plate and septa

e Thermoshaker/ Thermoheater/ Thermal cycler

o Centrifuge usable with 96-well plates

e 3130/xl capillary array

o  Polymer for 3130/xl

¢ Anode buffer container (Applied Biosystems®)

o Cathode Buffer Container (Applied Biosystems®)

e 10X Genetic Analyzer buffer with EDTA

2.2. Instrument Preparation using POP7 and 50 cm Capillary Array

We recommend using fresh polymer for spectral calibration with new Matrix Standard to get the best results
and set the oven temperature to 60°C for POP-7

Follow the steps below to create a new “Run Module” and “Protocol” to perform a spectral calibration for
Genetek 5-dye system:

2.2.1. Create the Run Module
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1. Inthe Run Module Editor, select “New”. Select “SPECTRAL” in the type drop-down list and select relevant
array length and Polymer type, for example “Spect50_POP-7” in the Template drop-down list. Keep other
parameters as default. See Figure 2.

2. Create the Run Module (e.g., GTM5 v2) above and select “OK”.

Run Module Editor @

Run Module Description

Marme: GThS-Y2

Type:  |[SPECTRAL w
Template:  |Spects0_POPT b
Description; |

Run Module Settings

Marme Walue Range

| Owen_Temperature L B0 L 18.650eq C .
Faly_Fill_“al L | 7300, 7300..38000steps
Currert_Stahility L 5.0 0 0.2000uAmas v
PreRuq_Voltane L 190 0 0.5 Kvolts .
Pre_R.n_Time L 180 1 11000 sec. ,
Injection_“oltage | 1.6 4 1.5 K0lts -
Injection_Tirme y| 18 4 1..600sec -
Voltage_Mumber_Of_Steps | 30 | 1..100nk -
“oltage_Step_Interval vl 159 4 1.EB0sec -
Data_Delay_Time y| 250 o 1..3600sec. -
Run_voltage < 134 0 0.5 Kvolts v
Run_Time y| 1800, 300.14000cec.

[ Ok H Cancel

Figure 2- Screenshot of “Run Module Editor” on Applied Biosystems® 3130xI Genetic Analyzer using POP-7® polymer and Data
Collection Software, Version 3.0.

2.2.2. Create an Instrument Protocol

1. In the Protocol Manager, under Instrument Protocols, choose “New”. Give a name for your protocol (e.g.,
GTM5 v2).
2. Select the following options in the Protocol Editor:
a. “Spectral” in the Type drop-down list
“Any5dye” in the Dye Set drop-down list
Select relevant polymer type
Select relevant array type in the “Array Length” drop-down list
“Matrix Standard” for the Chemistry

®eo o
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f.  Select the spectral module you created previously in the Run Module drop-down list.
g. Select “OK” in the “Edit Parameters” window and select “OK” in the Protocol Editor (see Figure

3).
Protocol Editor E'
Name: | GThS-v2 M|
Description:
Type:  |SPECTRAL |
Dve Set: |.&m-'5D§.fe v| [ [, ]
Palyrmet: |F‘OP'?’ it |
Array Length: |5|:| w |
Chermistry: |Matrix Standard v|
Fun Module: |GTr.,.15_v2 L
[ Eclit Pararm... ] [ 8104 ] [ Cancel ]

hatrix Condition Murmber Bounds Loweer | 1.0 Upper | 200

Locate Start Paint After Scan | 300 Befare Scan | 5000

Limit Analysis (scans) | 20000

Sensitivity | 01

Minirurm Clualty Score | 0,80

00,4 Cancel

Figure 3- Screenshot of “Protocol Editor” on Applied Biosystems® 3130xI Genetic Analyzer using POP-7® polymer and Data Collection
Software, Version 3.0.

in the “Edit Parameters” window change the number according to the table 2 and select “OK” in the
Protocol Editor (see table 2).
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Table 2 Parameters for spectral calibration with GTM5 v2 Matrix Standard

Condition # upper limit 20
After Scan 300
Before Scan 5000
Limit Scans to 20000
Sensitivity 0.1
Minimum Quality Score 0.8

2.2.3. Set Up a Plate for Run

1. Inthe Plate Manager, create a new plate record according to the instrument user guide. In the dialog
box, select “Spectral Calibration” in the Application drop-down list, select “96-well” as the plate type. Fill
the information for owner and operator box, name the plate and select “OK”.

Film  Wimw  Help

e Plate Manager
= A S jEteamEtE
L -
g Resuts Group 4 G o metits = gad] 30x0 = Plate Manager
Fp’E'n‘tﬂhﬂ?ﬂ hdariager Fird Plates Matching These Criteria
= B gmad 30
W vt BAmPmosr Type of S=arch: Barcocds s
Uy Protocal Mansoer .
avadule Manager SeEn or Type Plate 0
= “h’url Hiztory
EHEPT wimwer
[FEvert Log Search Firel 20
Oy imstrummet Protocal

Bl Spatial Gallaration Vi : : : : : :
BB caplliary Wiswsr Flate 10 Flate Rlarme T SiEe Statiis Ciperator Last boditied
-Cnpr,-l'l.rmv s
R Spmctral Calibration 4
¥ meestraction
=1 @31 30xL
= [EE]imetr et Satiis
EHeErT Chart
[E]Event Log
Bl =patial Fun Scheculd
(= W Fus Sehadider
S Plate e
W R ey
ECuplllurlnz o i
-t LA Ty lmsEr
W =1 ctral wiswwer
S el Cortrol
LHHHrvIl # Lo

NEW

. . [ mwew.. | [ eat. | [ oupicste.. | [ cewets | [ wport.. | [ Export.. |

Figure 4. Screenshot for the “Plate Manager” window on Applied Biosystems 3130xI Data Collection software
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2.2.4. Fill out the New Plate Dialog

Plate type:

~®oo0op

Click OK.

96-Well

Name: Enter a name of the plate.
Application: Spectral Calibration

Owner Name: enter the name of the owner.
Operator Name: enter the name of the operator.

!@ Mew Plate Dialog

Matre

Description:

Application

Plate Type

Ovvhier Marme:;

Operator Marme:

D GTMS-N2

. [Spectral Calibration v |
L 96wl v
z |
z |

[ QK H Cancel

Figure 5. Screenshot for the “New Plate Dialog” window on Applied Biosystems 3130xI Data Collection software.

2.2.5. Fill out the Spectral Calibration Plate Editor

In the spectral calibration plate editor dialog box, add sample names in the corresponding cells.

oo oW

click OK.

GENETEK BIOPHARMA GmbH
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13 Spectral Calibration Plate Editor

File  Edit
Plate Matne: | | Operatar: | |
Plate Sealing: I:I Cvvner: | |
wiell Sample Mame | Commert Pricrity Instrumert Protocol 4 |
A0 1 100 GTMS-%2 ~
B0 2 100 GTMS-%2
e} 3 100 GTMS-Y2
Do 4 100 GTME-Y2
ED1 5 100 GTMS-2
FO1 g 100 GTMS-%2
G 7 100 GTMS-Y2 y
HO1 g 100 GTMS-Y2
A02 q 100 GTME-2
ED2 10 100 GTMS-2
co2 11 100 GTMS-%2
D02 12 100 GTMS-Y2
E02 13 100 GTME-Y2
Fo2 14 100 GTME-2
G02 15 100 GTMS-%2
HO2 16 100 GTMS-%2
A3
BEO3
o3
o3
E03
FO3
GO3
HO3 w
Description | [ Ok ] [ Cancel

Figure 6. Screenshot for the “Spectral Calibration Plate Editor” window on Applied Biosystems 3130x| Data Collection software.
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=

2.3.

N

o

From the left navigation window, select Run Scheduler, search for plate name.

Select the plate created in Step 3.2.3. Link the plate by clicking on the yellow plate position indicator,
which will turn green when linked. Start the run on the green arrow.

The Process Plates dialog box appears. Click OK to start processing the plate

Process Plales

'-\?r) You are atout to start processing platas.,.

=3

.

Figure 7. “Process Plates dialog” window on Applied Biosystems 3130 Data Collection software.

Matrix Standard Preparation

Store GTM5 v2 Matrix Standard at 2 - 8°C.

Preheat the Thermoshaker or Thermocycler to a temperature of 95°C.

Add 195 pL of HIiDI™ Formamide or freshly made Formamide into a 1.5mL tube. Though GTM5 v2 are
single stranded fragments, denaturation using Formamide is necessary since dH20 does not give
the same quality results.

Vortex the GTM5 v2 Matrix Standard briefly and make a quick spin. Add 5 yL of GTM5 v2 Matrix
Standard into the tube containing Formamide. Vortex for at least 10 seconds. Spin down the tube to
make sure that no residues are left at the tube wall or cap.

For denaturation, put the tube into the Thermoshaker or a thermocycler at 95°C for 5min.

Immediately after denaturation, put the tube on ice or onto a cooling rack/block.

For spectral calibration on Applied Biosystems® 3130/xl, decide which wells of the 96 well plate you want
to use (Al to H2). Add 10 uL of GTM5 v2 Matrix Standard (with Formamide) prepared earlier into each
well (16 in total). Place the septa on the plate. Shortly centrifuge the plate to remove bubbles and
residues from the tube wall.

Place the plate in the 3130/xI 96-well standard plate base and cover with the plate retainer. Wait until the
oven in the GA is preheated to 60°C to start the spectral calibration run.
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2.4. Completion of Spectral Calibration

At the completion of the run, check the status of the spectral calibration in the Event Log window. Our
recommendation for Applied Biosystems® 3130xl is that at least a minimum of 12 out of 16 capillaries
must pass the calibration and for Applied Biosystems® 3130 a minimum of 3 out of 4 capillaries must
pass the calibration. If fewer than recommended number of capillaries pass, repeat the spectral
calibration. For technical support contact us at support@genetek.de.

We highly recommend that the user uses the information provided by Thermo Fisher before
performing Spectral Calibration since the manual has more information than provided here. To
access the file please click here and see page 47 or contact us for a copy.

agiery Dot GTNS V2

Figure 8- An illustrative data for the GTM5 v2 Matrix Standard on the Applied Biosystems® 3130xL Genetic Analyzer using
POP-7® polymer and Data Collection Software, Version 3.0.
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4. Instrument preparation and spectral calibration using the Applied
Biosystems® 3500/x| Genetic Analyzers

Applied Biosystems 3500/3500xL Genetic Analysers are fluorescence-based DNA analysis and
automated 8 and/or 24 capillary instruments designed for a variety of sequencing and fragment
analysis applications. Required Materials (not supplied with the GTM5 v2 Matrix Standard)

HiDi™ Formamide (Applied Biosystems®) or equivalent (Please use high grade

formamide).

MicroAmp® optical 96-well plate and septa
Thermoshaker/Thermoheater/Thermal cycler
Centrifuge usable with 96-well plates

3500 capillary array

Polymer for 3500 POP7® from Applied Biosystems®
Anode buffer container (Applied Biosystems®)
Cathode Buffer Container (Applied Biosystems®)
10X Genetic Analyzer buffer with EDTA

B About 3500 Series Data Collection Software 3

|

3500 Series Data Collection Software 3

Installation Details ]

— e
> Build id: 3500v3.1 RUO_FVC21_150317184738-0700 Build Number: 2,135
/‘/ (c) Copyright Applied Biosystems. 2013. All rights reserved.
‘(_:' J Visit http://www.appliedbiosystems.com
| R N This application is based on technolegy from:
J ;v / N Sun Microsystems (Java JRE) ( http://java.sun.com)
‘ /-/‘ -l Eclipse Foundation Inc (Eclipse RCP) ( http://www.eclipse.org )
& ’:‘\ h Apache Software Foundation ( http://www.apache.org )

Object Refinery Limited (JFreeChart) ( http://www.jfree.org/jfreechart )
JasperForge.org (JasperReports) ( http://jasperforge.org/sf/projects/jasperreports )
Bruno Lowagie and Paulo Secares (iText) ( http://www.lowagie.com/iText )
http://sourceforge.net/projects/ktable (KTable)

Firmware 6228001-05
KB141
SizeCaller v1.1.0

EULA Accepted on 2018-08-14_12:20:12 by Administrator

Figure 9- The setup should not differ much. have higher or lower or the same software. The set up should not differ much

GENETEK BIOPHARMA GmbH
Schwarzschildstrae 6

Berlin, Germany
www.genetek-biopharma.com

12

IMGTC41103 v0325



http://www.genetek-biopharma.com/

GENETEK
BIOPHARMA

1. We recommend using fresh polymer for spectral calibration with new Matrix Standard to get the
best results. Set the oven temperature to 60°C for POP-7 and then select the Start Pre-Heat
button for at least 30 minutes prior to the first injection to preheat the oven (see Figure 10).
Applied Biosystems recommends that you pre-heat the oven for at least 30 minutes before you
start a run if the instrument is cold. The instrument has to be prepared for Spectral Calibration as
recommended and instructed in the Genetic Analyzer User Guide you are using before beginning
the spectral calibration (please refer to your instrument user manual). If you have not already

done so, perform a spatial calibration.

n..-- Msona Ly |

B+ Teen o Mewg ¢ e e+ LgOu

e Spowre

AT Foyne A . fhsode)

P

1 s A m

pees ML poveren Cew
L

o

BB
v » ] » v r
P
- - o P L ety -
L= Vo Taranse - s e

Start Pre-Heat

Lo et e e
- Ty

i (o Temperhen © 70 b

Figure 10- Dashboard of Applied Biosystems® 3500 Genetic Analyzer
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Follow the steps below to create the new dye set and perform a spectral calibration for
the Genetek 5-dye system:

1. To create the new dye set, navigate the library, highlight “Dye Sets” and select “Create”.

N

The Create a New Dye Set window will appear as shown in Figure 11.

3. Name the Dye Set (i.e., GTM5 v2), select “Matrix Standard” for the Chemistry and select “AnyDye
Template” for the Dye Set Template.

B Edit Dye Set GTM5-020708

Setup a Dye Set

* Dye Set Name | GTM5-020708 ["]Locked
* Chemistry | Matrix Standard v

* Dye Set Template ;AnyDye femplate - |

Arrange Dyes
Dye Selection

Reduced Selection

Calibration Peak Order |3
~ Parameters
The parameters will be used for instruments configured with 50cm capillary array and polymer POP7
Meatrix Condition Number Upper Limit 200

Locate Start Point * After Scan 300 * Before Scan 5000
* Limit Scans To 20000

Sensitivity 0.1

* Minimum Quality Score 08

Notes

Iixpiplieid'éiosystems

Save

Figure 11- Screenshot for “Create New Dye Set Window” on Applied Biosystems® 3500 Genetic Analyzer.
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4. Change the parameters under the “Parameter Settings” as in Figure 11 above and press “Save”.
The parameters are given in Table 3 below.

Table 3: Parameters for spectral calibration with GTM5 v2 Matrix Standard using POP7 and 50 cm
capillary assay.

Condition # upper limit 20
After Scan 300
Before Scan 5000
Limit Scans to 20000
Sensitivity 0.1
Minimum Quality Score 0.8

o

To perform the spectral calibration, go to the Maintenance tab (1), select “Spectral” (2).
6. Under the Calibration Run tab (3) choose the fields: “Matrix Standard” (4) from the Chemistry

Standard drop-down menu and from the Dye Set drop-down menu select the newly created
Genetek Dye Set (i.e., GTM5 v2, 5).

7. Fill the “Starting Well” position you choose as a first well (i.e., A01). We recommend keeping
other settings as shown in the figure 12.
8. Select “Start Run” when ready with Matrix sample preparation.
Maintenance tab (1)
z

Calibration Run (3) - @ Matrix Standard (4)

GTM5 (5)

Uy S

Figure 12- Screenshot for “Calibration and settings” on Applied Biosystems® 3500 Genetic Analyzer
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4.1.1. Matrix Standard Preparation

e Store GTM5 v2 Matrix Standard at 2 - 8°C.

e Vortex GTM5 v2 Matrix Standard thoroughly and then quick spin. Add 254 pL of
fresh HIDI™ Formamide into a 1.5 mL tube. Add 6 pL of GTMS5 v2 Matrix Standard
into the tube containing formamide. Vortex for at least 10 seconds. Spin down the
tube to make sure that no residues are left at the tube wall or inside the cap.

o Denature the mix at 95°C for 5 minutes either on a heating block or a thermal
cycler. Immediately after denaturation, put the tube on ice or onto a cooling block
for 3 minutes.

e For spectral calibration on Applied Biosystems® 3500, decide which wells of the 96
well plate you want to use (for example Al to H1). Add 10 pL of GTM5 v2 Matrix
mixed with HiDi™ Formamide prepared earlier to each well (8 in total). Place the
septa on the plate. Shortly centrifuge the plate to remove bubbles and residues
from the tube wall.

e Place the plate in the 3500 GA 96-well standard plate base and cover with the plate
retainer. Wait until the oven is preheated to 60°C to start the spectral calibration
run.

¢ Load the standards in injection position 1 in the spectral calibration plate:

Table 4: How to inject Standards (the plate pictures below are from the ABI® 3500/3500xL GA user guide.)

f:x: a|mim|o]Afm ]

L L] ] ] el
[
‘LJ

8-capillary 96-well plate Al through H1
[ )
S I B GO R TR R S
LI L] I
24-cavillary 96-well plate Al through H1, A2 through H2, and A3 Illlllll:
piiaty P through H3 (O
[ ]
“'0;‘:"' I- T ‘[n-l.\x.-
24-capillary 384-well plate g B EENENN N
Columns 1, 3,and 5inrows A, C, E, G, EEEENEN NE
Note: 384-well plates on 3500x I, K,M, O EEEEEE N
instruments. *

¢ IMPORTANT! You do not create a plate for the calibration. The software uses predetermined positions for
the calibration. You cannot specify standard location on the plate. If you do not place calibration standards
in the positions indicated, the calibration will fail.

e Store the plate on ice until you prepare the plate assembly and load the plate in the instrument.
e Access the Spectral Calibration screen: Select Maintenance, then select Spectral Calibration in the
navigation pane figure 13.
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4.1.2. Completion of Spectral Calibration

e When the spectral calibration status is completed, check the quality of the spectral in the
“Capillary Run Data” display (see Error! Reference source not found.) and select e
ither “Accept” or “Reject” according to quality criteria recommended in the 3500 series Data
Collection Software User Manual.

e After the acceptance of the calibration, Matrix calibration data will be stored in the data
collection software until there is a change in the capillary array or the software itself.
Calibration history can be viewed for quality parameters from the history tab as shown in
Error! Reference source not found..

e GTMS5 v2 Matrix Standard should be used when setting up the analysis method for any of
the Genetek kit analysis.

In case of fewer than recommended number of capillary pass (Completion of Spectral Calibration
section), Spectral calibration run must be repeated, (for more information on the Spectral Calibration and
how it works please consult the relevant user guide from Thermo Fisher under the section “What you see
during a spectral calibration” here. We highly recommend that the user uses the information provided by
Thermo Fisher before performing Spectral Calibration since the manual has more thorough information
than provided here. To access the file please click here and see page 99 or contact us for a copy.

1. When the spectral calibration status is completed, Accept or Reject it according to quality criteria
recommended in the 3500 series Data Collection Software User Manual.

2. After the acceptance of the calibration, Matrix calibration data will be stored in the data collection software
until there is a change in the capillary array or the software itself. Calibration history can be viewed for
guality parameters from the history tab as shown in figures 13 and 14.

Figure 13- Spectral calibration history view for the GTM5 v2 Matrix Standard on the Applied Biosystems® 3500x| Genetic Analyzer using
POP-7® polymer and Data Collection Software, Version 3.0.
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Figure 15- Screenshot for the “Create New Instrument Protocol” window on Applied Biosystems 3500 Data Collection
software for POP-7 and 50 cm Array.

4.2.1. Create a New Instrument Protocol

Navigate to the Library.

Select “Instrument Protocols”.

Select “Create” (figure 16).

The Instrument Protocol Properties for POP7 is shown in Table 5.

P wnNPE
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Table 5: Parameters for spectral calibration with GTM5 v2 Matrix Standard using POP7

Parameters POP7 and 50 cm Capillary Array
Oven Temperature (°C) 60

Run Time (sec.) 1330

Run Voltage (kVolts) 195

PreRun Time (sec.) 180

PreRun Voltage (kVolts) 15

Injection Time (sec.) 15

Injection Voltage (kVolts) 1.6

Date Delay (sec.) 1

4.2.2. Create a New Size Standard for the QC protocol

Navigate to the Library.
Select “Size Standards”.
Select “Create” (figure 17).

arMwDdE

Name the Size Standard (e.g., GT500, GTE600 or GT1200) and as Dye Color select “Orange”.
The fragments size in the GT500 Size Standard are: 60, 80, 100, 113, 120, 140, 160, 180, 200, 215, 220,

240, 260, 280, 300, 320, 330, 340, 360, 380, 400, 420, 430, 440, 460, 480 and 500 base pairs.
6. The fragments size in the GTE600 Size Standard are: 60, 80, 100, 113, 120, 140, 160, 180, 200, 215,

220, 240, 260, 280, 300, 320, 330, 340, 360, 380, 400, 420, 430, 440, 460, 480, 500, 520, 540, 560, 570,

580, 600 and 630 base pairs.

7. The fragments size in the GT1200 Size Standard are: 80, 160, 240, 280, 320, 400, 440, 480, 560, 640,
680, 720, 800, 840, 880, 960, 1040, 1080, 1120 and 1200 base pairs.
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Figure 17- Screenshot for the “Create New Size Standard” window on Applied Biosystems 3500 Data Collection software

4.2.3. Create a QC protocol

Navigate to the Library.

Select “QC Protocol”.

Select “Create” (Error! Reference source not found.).

Name the Protocol as “i.e., GT500” and select the Size Standard “GT500”

© N o O
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Figure 18- Screenshot for the “Create New QC Protocol” window on Applied Biosystems 3500 Data Collection software for POP7 and 50
cm Capillary Assay
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4.2.4. Create a New Assay

10. Navigate to the Library.
11. Select “Assays”.
12. Select “Create” (Figure 19).
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Figure 19- Screenshot for the “Create New Assay” window on Applied Biosystems 3500 Data Collection software.
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4.2.5. Create a new File Name Conventions

Navigate to the Library

Select “File Name Conventions”

Select “Create” (Figure 20)

Choose the File Name Attributes according to your lab practices.

© N O
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Amphcon Name o || Add > > Samgple Name
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Custom Tetd
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Figure 20- Screenshot for the “Create New File Name Convention” window on Applied Biosystems 3500 Data Collection software.
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4.2.6. Create a new Result Group

1. Navigate to the Library
2. Select “Results Group”
3. Select “Create” (Figure 21).
4. Choose the Results Group Attributes according to your lab practices.
O =nm-
N e o
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Figure 21- Screenshot for the “Create New Result Group” window on Applied Biosystems 3500 Data Collection software.
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4.2.7. Create a New Plate

1. Navigate to the Library
2. From the manage menu select “Plates”
3. Select “Create” (Figure 22)
4. Define a name for the plate
5. Choose plate type “Fragment Analysis” from the drop-down menu.
uwmnw. Loy | We - 3 - Tesh v Mwwge < Arewean Hep * LegOv
L‘;g..lr - er = e - B Fragment
Rhevanmi= | voeoss AR
B avsesims
S MR T — - SOl v
e e POP7 e

Figure 22- Screenshot for the “Defining plate properties” window on Applied Biosystems 3500 Data Collection software.

4.2.8. Select “Assign Plate Contents”
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Figure 23- Screenshot for the “Assign Plate Contents” window on Applied Biosystems 3500 Data Collection software
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NogaA

Define sample names to wells.

In the Assign Plate Window (Figure 23), in the bottom left corner, in a box “Assay”, click Add from
Library option to select the Assay created in Step 4.2.4. Click on the "Add to Plate” button and close the
window.

In the Assign Plate Window, in the bottom middle, in the box “File Name Conventions”, click Add from
Library option to select the File Name Convention created in Step 4.2.5. Click on the Add to Plate button
and close the window.

In the Assign Plate Window, in the bottom right, in the box “Results Groups”, click Add from Library
option to select the Results Group created in Step 4.2.6. Click on the Add to Plate button and close the
window.

Select the sample wells, then select the boxes in the Assay, File Name Convention and Results

Groups that are relevant to those samples.
Select “Link Plate for Run”. It will lead to open Load Plate window. Select “Yes”.
In the Run Information window, give a Run name (Figure 24). Select “Start Run” after loading the plate.
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Figure 24- Screenshot for the “Run Information” window on Applied Biosystems 3500 Data Collection software.
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5. Troubleshooting

This section provides general troubleshooting for both 3500 series and 3130 series Genetic Analyzer.
For more specific information and further details please contact us support@genetek.de. Before
performing Spectral Calibration, please read the relevant user manuals. For 3500/xI please click here

and for 3100/xI please click here.

Issue observed

Causes and Comments

Fewer than recommended number of
capillaries passed the spectral
calibration

GENETEK BIOPHARMA GmbH
Schwarzschildstrae 6

Berlin, Germany
www.genetek-biopharma.com

Use of poor quality Formamide,
multiple freeze-thaw cycles can
lower the quality of reagents such
as Formamide. This can affect the
sensitivity and height of peaks. We
highly recommend using HiDi™
Formamide or high quality
Formamide. The quality of
formamide is critical. Use HiDi™
formamide. Freeze formamide in
aliquots at —20°C. Multiple freeze-
thaw cycles or long-term storage at
4°C can cause breakdown of
formamide. Poor-quality formamide
can contain ions that compete with
DNA during injection, which results
in lower peak heights and reduced
sensitivity. A longer injection time
may not increase the signal.

Too concentrated Matrix Standard
may result in spectral calibration
failure due to saturated peaks or dye
bleed-through. Use less volume of
the GTM5 v2 Matrix and adjust the
HiDi™ Formamide volume
accordingly.

Too diluted Matrix Standard may
result in spectral calibration failure
due to low peak height. Increase the
volume of GTM5 v2 Matrix and
adjust the HiDI™ Formamide
volume accordingly.

Restart the CE instrument and the
computer. Repeat the spectral
calibration.
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Make sure that the oven s
preheated to 60°C before the
spectral calibration.

For best results we recommend
using fresh polymer, fresh buffer and
a capillary array with fewer than 100

All capillaries failed spectral calibration N
injections.
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6. Limitation and Disclaimer

Any result obtained from GTM5 v2 Matrix Standard or any other reagent should be used and interpreted
by qualified person. GENETEK BIOPHARMA GmbH cannot bear any responsibilities for false use and
interpretation being made by any lab. The results obtained by GTM5 v2 Matrix Standard or any other
diagnostic and/or forensic Kit should only be used to indicate over all clinical scenario hence GENETEK
BIOPHARMA GmbH cannot be responsible for any clinical decisions made by user or client lab.
GTM5 v2 Matrix Standard is developed to use for spectral calibration when GT 5-dye system kits are
used with Applied Biosystems™ 3130/xlI and 3500/xL series Genetic Analyzer. We recommend that
individual laboratory perform and develop its own test procedure and interpretation standard operative
procedure. To develop such internal protocol please use Data Collection software user instruction
manual from Applied Biosystems™ or contact us at: suppori@genetek.de.
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7. General Safety Warnings

e Any procedure should be performed by professional/qualified personal.

e Care should be taken while handling any human origin material, all samples should be considered
potentially infectious. Lab technician or person handling the DNA must follow good lab practice
and safety guidelines.

e Store all the components as described in the user guide.

e Laboratories should test their own quality check samples for each type of the assay to validate the
Kit procedure.

Chemical safety

¢ Before handling any chemicals, refer to the Safety Data Sheet provided by the manufacturer and
follow relevant precautions.

¢ Minimize the contact with chemicals. Wear appropriate personal protective lab wear i.e., safety
glasses, protective clothing, gloves.

e Check for chemical leaks and spills.

¢ Comply with local regulation regarding chemical storage, handling and disposal.

SDSs

e The SDS for each of the Kit component is available online at GENETEK BIOPHARMA GmbH
website https://genetek-biopharma.com/

e Any request for specific SDS can also be made from support@genetek.de
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8. Symbols used on labels and packaging

Description Symbol
Read Instructions before Use _]J
Do not use after the year, month and date mentioned d
Manufacturer name and address ﬂ
Storage temperature limit — Upper and Lower X
Manufacturer’s Catalogue number .|n=r]
Manufacturer’s Batch code or Lot number
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