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1. Purpose

This device manual describes in detail the process of using GeneProof PCR kits for microbiological
diagnostics with the devices 7500 Real-Time PCR System and 7500 Fast Real-Time PCR System.

1.1. PCR Reaction Preparation

Prepare PCR reaction according to the Instruction for use of the used GeneProof PCR Kkit.

1.2. Device Programming

In case the software does not include predefined templates, it is necessary, before the first use with
GeneProof PCR kits, to programme them according to the Instruction for use of the used GeneProof kits,
or download them from the product site of the used GeneProof PCR kits from the website of the company
www.geneproof.com .

Save the downloaded templates on your local disc and open them in the software 7500 Software.exe.

B 7500 Software 2.3 - X
File Edit Instument Analsis Tools Help

[E] New Experiment - 5 Open.. | [ Save +| £ Close ‘ &9 Export.. -+ PrintReport

Experiment Menu « - Hace HIV-ABIZ500 Type: Standard Curve Reagents: TagMan® Reagents Q_))

(e ]

Experiment Properties

(@ Enter 2n experiment name, selectthe instrument type, selectthe type of experimentto set up, then select materials forthe PCR reactions un.

Experiment Properties.

Plate Setup How do you want to identify this experiment?

* ExperimentName: | 150610 valigacs HIV-4BI7500
Method

Reaction Setup User Name (Optional):  Administrator

Materials List

- Run
E Analysis

Barcode (Optional):

Gomments (Qptienal): [SDs v1.2 :

o

Which instrument are you using to run the experiment?
| — L e

Setup, run, and analyze an experiment using a 4- or 5-color, 96-well system

What type of experiment do you want to set up?

[ ~ Quantitation - Standard Gurve ] [

Quantitation - Relative Standard Gurve: ] [ Quantitation - Comparative GT (AAGT) ]

[ Melt Curve ] Genotyping ] [ Presence/Absence ]

Use standards to determine the absalute quantity of target nucleic acid sequence in samples.

Which reagents do you want to use to detect the target sequence?

[ E—— I
The PCR reactions contain primers designed to amplify the target sequence and a TagMan® probe designed to detect amplification of the target sequence.

Which ramp speed do you want to use in the instrument run?
[ [ —— .

For optimal results with the standard ramp speed, Applied Biosystems recommends using standard reagents for your PCR reactions

«
A Home | Unitied | (] 150610 validace HIV-ABI7500 % |

I Disconnected

Fig. 1.1: Save template

After saving, the template can be opened from the file Templates. With each next usage of GeneProof
PCR kits continue from the chapter 1.3 Starting the PCR amplification.
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1.3. PCR Amplification Start
1.3.1 Starting the software

1. Start the 7500 Software.
2. In the Set Up column, select Template.
3. Open template for the given GeneProof PCR Kkit.

Fig. 1.2 Opening the template
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1.3.2 PCR plate editing

1. In Experiment Properties, enter experiment name into the Experiment Name row.
2. In Plate Setup, use Add New Target to define targets according to the kits used in the experiment.

E.g. for HSV detection (3 channels) set Target Name: HSV 1, Reporter: FAM, Quencher: None; Target
Name: HSV IC, Reporter: JOE, Quencher: None and Target Name: HSV 2, Reporter: Cy5, Quencher:
None. For MT detection (2 channels) set Target Name: MT, Reporter: FAM, Quencher: None and Target
Name: MT IC, Reporter: JOE, Quencher: None. Use Save Target and Add Saved Target to save and
reuse targets.

3. Use Add New Sample to define samples.
4. In the case of qualitative detection, define positive control as a sample, e.g. MT Positive Control.

@ 7500 Software v23 - 8 X
File Edt insiumeni Analsis Teols Help

] MewExpeniment « (5 Open.. b Save - [0 Close | 4B Ewpot. - o PriotRepon

Ex Menu 4 | Experimenl: YYMMDD Type: Slandard Curve Reagents: TaqMan® Reagents )
Define Targe Sampies | Assign Targets a
[ —— T —
T

[[adariew Target | asa saved Target [ sawe Target [ Detots Target | [ [ [ save sameis | | ]

Target Hame Reporter Quenchsr lour Sampie Name Calot

Hav1 Faut ~ [rane Sampie 1

ca
Hevic 0e « [nans Th = sampie 2

Hav2 ors ~ [one Sampla 3

T Faut « [Hene Sampie 4

wTIc 1oe < [Hane Sample 5

. Run
Analysis

[sampie 8

Sampie 7

MT Posiie Control

Define Blological Replicate Groups

I nstructions:  For aach bivlagical reaction piste, p. hen define e

[[Aaa Bistogical Group | |

Anaign Targes and Sampies |

A& o | [] Untitied x

Fig. 1.3 Define targets and samples
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6. Assign the appropriate targets and samples (controls) for used wells by checking the boxes.

7. For Negative Controls set N in the Task column of pathogen target.

8. For calibrators (in the case of quantitative detection) set S in the Task column of pathogen target and
enter the corresponding quantity in the Quantity column — according to the Package Insert of the used

GeneProof PCR kit, e.g.: 10 000, 1 000, 100 a 10.

9. Select ROX passive reference (in the case of the Geneproof PCR kit with TEXAS RED detection, select

None).

B 750 Software V23
Ele EGt hstument malsis Tools Help

=] New Experiment « 5 Open.. bl Save ~ i Close | @ Ewort. ~ &3 PrintRepon

Ex Menu« | Ex : YYMMDD

Define Targets

Type: Standard Curve

Reagents: TagMan® Reagenls

@ wstuctons:

gatve

>
#ssign Target

Assign target(s) to the selected wells. <[ View Piate Layout |

Il Table |

o | @EE | wo|| |[BEsewinveny ] Bavesiema]

5 [wc | @O

J 1
= HSV2 Eﬁ]@ 10000 ==
o« | @o@ ,
o e @aa) -

~ Analysis

18 iz [0 Unimown [ Stancara [] Negave Control

™, e 0 st p sandaras

Semple 1
Assign sample(s) to the selected wells. < (M

8

Assion sample
o Sample 1
=] Sample 2 o,

=] Sample 3

=] Sample 4

Assign sampie(s) of selected weli(s) to biological group.

Assign Blological Group

Select the dye to use as the passive reference.

iii Lol
3

Sample 2

sssss

Samgte 3

Mwre
M

wets: [I] 21 Unknown [ 4 Stancars [] 2 Negatue Control

i,

75 Empty

Fig. 1.4 Assign targets and samples
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1.3.3 Starting the experiment

Save the experiment before starting the device.

1. Select Save in the main menu and save the created experiment as the Experiment Document Single
files (*.eds) file type. To make search easier it is recommended to create the Experiments folder.

D save x
Save in: Experiments ~ |.j.]':3'é

il fi—
@ File name: YYMMDD experiment eds Cpen

ork Files oftype:  |Experiment Document Single files (*.eds) ~ | cancal o%

Fig. 1.5 Save experiment

2. Click button to start the experiment.
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1.4. Qualitative analysis of the result and evaluation of detection for microbiological
detection

PCR detection result evaluation must be always performed qualitatively first; if you use the PCR kit for
guantitative assessment, continue to quantify positive samples in the second step.

When the experiment is finished, Amplification Plot is displayed.

B 7500 Software v2.3 - 6 X
Ele EGt Wstument Aahsis Tools Heip

] New Experiment » . Open.. &l Save ~ i Close @ Ewort. + 3 PrintRepon
Experiment Menu < | Experiment: CMV ABI 7500 Type: Standard Curve Reagents: TagMan® Reagents u )
Amplification Plot <[ View Plate Layout | _View Well Table |
( Piot Settings | 4 Select Wells With: - Selectltem - v | - Select llem
PltTipe /R Cydle v GrapnTpelLog v Colewer v = -
i 0 snowinwets v | [EES view Legena B EI 2
[ Save current setings as the default
LT
Amplification Plot
o =
-
- —_— o4
001 —————
_————r——
001 '
&
00001 0
agoons
3
o
00000001 = - F
oo
- A B WIC WD WE WF Wc WH
0
( Options "\
Taget Al V| Toreshois: | |
Snow: £ Thresholg — [ Baselins Start Well ) Target.a. Bassline End: Viel B Target 4 n
] S curent setings as he detaut =
vts: [T 31 Unknown (5312 Standard (3] 3 Negatve Contol o5 Emoty
« Analysis Summary: Total Wells in Plate: 96 Wells SetUp: 31 Wells Omitted Manually 0 Wells Flagged: 7 Wells Omitted by Analysis 0 Samples Used: 11 Targets Used 2

A ome ] CMV ABI7500.0ds %

Disconnected

Fig. 1.6 Amplification curves
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1.4.4 Analysis settings

1. Open Analysis Settings.

2. Uncheck Use Default Settings for all targets.

3. Uncheck Automatic Threshold and leave original value.

4. Uncheck Automatic Baseline and leave Start Cycle 3 and End Cycle 15.
5. Click Apply Analysis Settings to confirm.

@ 7500 Software v23 - 8 X
File Edt insiumeni Analsis Teols Help

[] MewExperiment ~ (5 Open.. bl Save - £ Clase | 49 Ewot. - o PrintRepon

Experiment Menu <« | Experiment: CMV ABI 7500 Type: Standard Curve Reagents: TaqMan® Reagenls

ampincatonpiot | I x

ot Safiings Cr Seftings |_Flag Seffings | Advanced Sefings |

Plot Type: AR vs Cyde +

n for analysis of targets in To editthe defaull sefings. click “Touse for 3 target, select
able, deselect Use Deault Setings,” then change e setlings that ae displayed.
() save cumentsenngs 3% | porsun oy sermgs
T || et calculate e Cr or i setings. To ek
Threshold AUTO Baseine SIaft Cycke: AUTO Baseline End Crcle ALTO | Ed BateuA Semnas

e
- [—— SolctaTargol Cr Settingafor UV IC

Target Theesnoia Baseine stat Bassling Ena Crsemngs toUse: (] Use Detault Setings
Raw Deta Prat b L |ﬂ-wzw |3 |'5 |" [ Autormatic Thresheta

Pep— b | e [oozsecs k s || mossncis mozsomm

Multiple Plots View

Stan Cycle: | 353 End Cycle: | 1618

s me mc WO

b =—— 1 evart 10 Datout Analyss Sangn | sy Anwwes Setinos. =3
Target [l | Thrashold [T Ao Basein
Snow: (2 Thresnols — (] Bassiine Start Vel . Targst & Bassing End: el B Target 2. H

[C] Save cument setings as the default

wiets- ] 31 Unirwrwn [ 42 Standard [1] 3 Negawe Gorirol 65 Emply

¢ | naiysis summary: Total Weils In Plate: 96 wallz Setup: 31 Wells OmitEa Manuany 0 Wells Flaggea:7 Wells Omifza oy Analyziz:0 Samples Used: 11 Targets Usea 2
A Homa | (6] CMV ABI T500.0ds X

Disconnectsd

Fig. 1.7 Analysis settings
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1.4.5 Detection analysis of the studied microorganism

1. In Plot Settings, select Plot Type: ARn vs Cycle and Color: Target.

2. In Options, select the target microorganism (e.g. CMV) in the Target combo box and move the
Threshold line just above the reaction basal noise.

3. Click Reanalyse.

D 7500 Softwarev2.3
File Edt Instument Analysis Tools Help

[E] New Experiment ~ (5 Open.. [ Save + 5 Close ‘ & Export. - [ PrintReport

Experi Menu & | Experir : CMV ABI 7500 Type: Standard Curve Reagents: TagMan® Reagents
Amplification Plot <[ View Plate Layout | View Wel Table |
Piot Settings P SelectWells With: - Select ftem - | |- Selectltem -
PlotType:[ARn vs Cycle | GraphType:Log v | Color:Target  + | =
[0 showinwels v | [ view Legena EIEE]
[ save current seftings as the default
Amplification Plot ) W e =

Standard Curve. Ampification Plet
Multicomponent Plot
Raw Data Plot

Qc summary
Multiple Plots View

001

& oo
S
D
00001 E
E
oooo0t ||
F
M cuv lcuvic
6
Options
Target MV~ Threshold: [JAuto 000744 [ Auto Baseline
show: 7] Threshold — [] Baseline Start. Well B Target s Baseline End: Well M Target - H
[ save current settings as the default
wells: [T 31 Unknown [5] 12 Standard [ 3 Negative Control 65 Empty
& | Analysis Summary: Total Wells in Plate: 96 Wells SetUp: 31 Wells Omitted Manually. 0 Wells Flagged:7 Wells Omitted by Analysis: 0 Samples Used: 11 Targets Used:2

A Home |[5] CMV ABI7500.eds X

I Disconnected

Fig. 1.8 Amplification curves of the studied microorganism
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4. In Plot Settings, select Graph Type: Linear.

The curves display in a linear scale. The Ct values can be displayed in the View Well Table tab.

D 7500 Software 2.3
File Edt Instument Analjsis Tools Help

[5] New Experimen t- 5 open... [l Save - C\USE‘ 4 Export.. - £} PrintReport

Ex i Menu <« | Experil - CMV ABI 7500

' Setup

Type: Standard Curve Reagents: TagMan® Reagents W Analysis Settings 9)

Amplification Plot <[ View Plate Layout |_View Wel Table |

- Run Plot Settings id SelectWells With: |- Selecttem- v | [ Select em-
Plot Type: ARn vs Cycle ~| Graph Type: Linear v| ColorTarget  + -
[B7 showin Wells ¥ View Legend B |mE
[ Save current settings as the default
Ampiification Plot

Standard Curve

PP amE =

Ampification Plot

Muiticomponent Plot
Raw Data Plot
E—

[ muttoie prots view

D
E
3
Wcw Wcwic
6
Options
Target CMV  ~  Thresnold: [JAuto 000744 [ Auto Baseline
Show: (2] Threshold — [] Baseline Start Well W Target 4 Baseline End: Well ‘M Target 4. H
[ Save current seftings as the default

Wells: [ 31 Unknown [] 12 Standard [] 3 Negative Control 65 Emply

& | Analysis Summary: Total Wells in Plate: 96 Wells Set Up:31 Wells Omitted Wanually: 0 Wells Flagged 7 Wells Omitted by Analysis:0 Samples Used: 11 Targets Used:2
A Home | [ CMV ABI 7500.eds % |

I
Fig. 1.9 Amplification curves of the studied microorganism in linear scale

Disconnected

In the case of multiplex kit, follow the instructions for all the studied microorganisms.

Perform evaluation according to the Instruction for use of the used GeneProof PCR Kit.
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1.4.6 Internal Standard detection analysis

1. In Plot Settings, select Graph Type: Log.

2.In Options, select the internal standard (e.g. CMV IC) in the Target combo box and move the Threshold
line just above the reaction basal noise.

3. Click Reanalyse.

D 7500 Software v2.3
File Edit Instrument Analyeis Tools Help

[&2] NewExperiment + -5 Open.. [ Save v  Close ‘ &P Export.. Print Report

Experiment Menu <« | Experiment: CMV ABI 7500 Type: Standard Curve

' Setup proT——— <[ View Piate Layout | View Well Table |

- Run Plot Seffings e Seledt Wells With: |-Selectitem - | [-Selectitem-
Plot Typez/aRn vs Cycle | Graph Type:lLog | ColorTarget | =
[0 | showinweits v | [FE] viewLegend B =

[ Save current setings as the default
Amplification Plot
ndarsCars
Multicomponent Plot
Raw Data Piot
Qc summary

[ mutipie piots view 00441

Reagents: TagMan® Reagents

PP oamE T

0001

&
&
D
- )
E
00001
0.000091 F
Mcw Mcwvic
G
Options
Target [CMVIC | Thresnota: []Auto [0004417 [ Auto Baseline
Show: (7] Threshold — (] Baseline Start Well W Target 4 Baseline End: Well MTarget 42 H
[ save current setings as the default
weits: [ 31 Uninown [ 12 Stanoar [1] 3 Negatve Control 65 Empty
& | Analysis summary: Total Wells in Plate: 96 Wells SetUp:31 Wells Omitied Manually: 0 Wells Flaggsd: 7 Wells Omitied by Analysis:0 samples Used: 11 Targets Used:2
A Home | =] CMV ABI 7500.eds X

[ Disconneded

Fig. 1.10 Amplification curves of the internal standard
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4. In Plot Settings, select Graph Type: Linear.

The curves display in a linear scale. The Ct values can be displayed in the View Well Table tab.

D 7500 Software 2.3
File Edit Instument Analysis Tools Help

[E] New Experimen t~ 5 Open. [d Save ~ E§ Close ‘ &9 Export_+ £ Print Report

Experiment Menu < | Experiment: CMV ABI 7500 Type: Standard Curve Reagents: TagMan® Reagenis

Plot Settings > SelectWells With: |-Selectftem - | |- Select em -
Plot Type: ARn vs Cycle | Graph Type:|Linear | Color: Target .
[ svowinwets v | g viewtogens ElEE]
= [ Save current settings as the default
> P EREE
[ sncors carve
0300
iticomponent Plot
0278
Raw Data Plot 0250
QC Summary 0225
0200
Multiple Plots View
0.7
< 0150
5
0125 o
007
0050 €
0441
3
Cyc
Mcw Mowic
°
Options
Target: [CHVIC v | Threshold: [JAuto 0004417 [ Auto Baseline
Show: [] Threshold — [] Baseline Start Well B Target 4 Baseline End: Well (M Target 4. H
[ save current settings as the default
Wells: [ 31 Unknown [ 12 Standard [] 3 Negative Control 65 Empty
& | Analysis Summary: Total Wells in Piate: 96 Wells SetUp:31 Wells Omitied Manually:0 Wells Flagged: 7 Wells Omitied by Analysis: 0 Samples Used: 11 Targets Used:2

A& Home | (2] CIV ABI 7500.eds X

[
Fig. 1.11 Amplification curves of the internal standard in linear scale

Disconnected

Perform evaluation according to the Instruction for use of the used GeneProof PCR Kit.
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1.5. Result quantitative analysis and detection evaluation

1. In Standard Curve, evaluate the calibration quality. The R? parameter in a well-performed calibration
achieves a minimum value of 0.98 or higher. If the R? parameter is lower than 0.98, move the Threshold

and repeat the analysis.

D 7500 Software 2.3
File Edt Instument Analysis Tools Help

[E] New Experimen t - 5 Open.. [l Save - C\use‘ 49 Export.. - Print Report
Ex Menu« | Ex - CMV ABI 7500 Type: Standard Curve Reagents: TagMan® Reagents

' Setup

>

- Run Plot Settings
Target [an ~|  Protcolor [petautt v
Save current ssttings as the default
Amplification Piot = =
I Standard Curve
Y
Multicomponent Plot =
a4
Raw Data Plot E
s
Qc Summary -
o
Muitiple Plots View »
=
27
E
5%
24
2
2
2
s
©
e
w
1
s
14
¥ © @@ W @ i oo e
Quantty
Target: CMV Slope: 3,492 Y-nter: 35,724 2. 0,998 Efft: 03,365
M standard [l Unknown [l Unknown (Flagged)

Select Wells With: - Selectltem- v | |- Select ltem -

| [B7] showin wels v

View Legend

wets: [ 31 ninown [ 12 stancara [ 3 Negatwe Cortrol

65 Empty

Analysis Summary:

«

Total Wells in Plate: 95

Wells Set Up:31 Wells Omitted Manually:0

Wells Flagged: 7

Wells Omitted by Analysis: 0 Samples Used: 11 Targsts Used 2

A& Home |[] CMV ABI 7500.eds % |

Fig. 1.12 Calibration curve
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2. Switch to the View Well Table tab. Concentrations of positive samples are displayed in the Quantity
column of the table.

@ 7500 Software v2.3 W X
Filo  Ear (ostumont Anarsie 100l Help

il MowEsperimant « (J Open b Gave « LJ Ciose | 4 Byport. + (3 PrintRepon
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[ﬂ 4 2P AaphEEE 4 UNKNOWN  JOE-None 30948 30849 047 S
(] UNKNOWN  FAMHone 30,207 20261 0006 20001 W7 1082
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m ac / AL UNKNOWN  FAM-Nonw MAT0 4458 0o 2200 2300 002
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Y 20 UNKNOWN  FAltNone 35240 208 042 122 1220 0476
Ll / o UNKHOWN  JOEHone 30,020 007 00R
» 4 a2 UNKNOWN  FAM-None 34040 34008 042 167 1120 0478
o /4 / oA o docden 000 0 oon
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)/ / ] UNKNOWN  JOE-None 0.007 0022 0,034
om| // /-'/ 26 UNKNOWN  FAlkNone 22267 2128 0241 5082 L500 081
/ / 2 UNKNOWN  JOENone 30,68 092 00%
X £ UNKNOWN  FAINone 33363 1D 043 B0 mEon 09w
2 UNKNOWN  JOE-Nons 20,961 0022 00M
L 20 UNKNOWN  FANOne 12845 WA 023 BATE BEW 0N
al v / /4 3 UNKNOWN  Jotdone 31,070 0091 0219
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B - = £ UNKROWN  JOE-None 30,042 30861 0t
e — El NTC FAM-None Undetermi
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i 3 UNKNOWN  JOENone 20378 0230 0830
- 20 STANDARD  FAlk-None 21040 2100 0,004 10000
CERE B M UNKNOWN  JOFHons 2028 02 083
0 BIANDARD  FAMNONG 288 8w 0,004 10000
L . “ Jot-None 31,054 20230 0030
{ o e “ ATANDARD  FAIHone 21832 2400 0004 10000
Target [CMV  + Thesshola [ Auto (000744 (£ Auto Bansline o JOENone 30,401 2053 0,042
a“ STANDARD  FPAlHone 25190 8 o082 1000
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« Anatysis Summary: Total Wellz in Plate 96 Wellz Set Up: 21 Wella Omitted Manually 0 Waells Flagged 7 Walls Omitted by Analyaix 0 Samples Used 11 Targets Used 2
o (] CMY AR T500.008 *
Duconnectea

Fig. 1.13 Results table

Perform evaluation, including the virus concentration calculation in copies/ml (cp/ml) according to the
Instruction for use of the used GeneProof PCR Kit.
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2. Genetic diagnostics

This chapter describes in detail the process of using GeneProof PCR kits for genetic diagnostics using
the instruments 7500 Real-Time PCR Systém a 7500 Fast Real-Time PCR System.

2.1. Device Programming

In case the software does not include predefined templates, it is necessary, before the first use with
GeneProof PCR kits, to programme them according to the Instruction for use of the used GeneProof kits,
or download them from the product site of the used GeneProof PCR kits from the website of the
company www.geneproof.com.

Save the downloaded templates on your local disc and open them in the software 7500 Software.exe.

D 7500 Software v2.3 - X
File Edit Instument Analysis Toals Help

2] New Experiment + (5 open...| [ Save | £5 ciose ‘ 4B Export. - [ PrintReport

Save Ctrl+5
Experiment Menu « s Hace HIV-ABIZ500 Type: Standard Curve Reagents: TagMan® Reagents START RN o

Experiment Properties

@ Enter an experiment name, selectthe instrument type, select the type of experimentto setup, then select materals forthe PCR reactions un.

Experiment Properties.

Plate Setup How do you want to identify this experiment?

* ExperimentName: | 150610 validace HIV-ABI7500
Run Method

Reaction Setup User Name (Optional): | Administrator

Comment ts (Optional): h
Materials List 8DSv12 v

Barcode (Optional)

Run Which instrument are you using to run the experiment?

[ e .

Setup, run, and analyze an experiment using a 4- or 5-color, 36-well system

What type of experiment do you want to set up?

[ Quantitation - Relative Standard Curve. ] [ Quantitation - Comparative CT (AACT) ]

~ Analysis

[ ~ Quantitation - Standard Curve ]

[ Melt Curve ] Genotyping ] [ Presence/Absence ]

Use standards to determine the absolute quantity of target nucleic acid sequence in samples,

Which reagents do you want to use to detect the target sequence?

[ [E——— I T
The PCR reactions contain primers designed to amplify the target sequence and a TagMan® probe designed to detect amplification of the target sequence.

Which ramp speed do you want to use in the instrument run?
[ FEr— L recemeomes |

For optimal results with the standard ramp speed, Applied Biosystems recommends using standard reagents for your PCR reactions

«
A Home | Uniitied x| ] 150610 validace HIV-ABI7500 x

I Disconnected

Fig. 2.1 Save template

After saving, the template can be opened from the file Templates. With each next usage of GeneProof
PCR kits continue from the chapter 1.3 Starting the PCR amplification.
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2.2. Starting the software
2.2.1 Opening of the saved template

1. Start the 7500 Software.
2. In the Set Up column, select Template.
3. Open template for the given GeneProof PCR Kit.

el sis  Tools Help
[&2] New Expeniment - (5 open.. [l Sa= - B Close ‘ @0t - B FntReport

Analyse

Analyse Experiment

Advanced Setup Create Study

iloname:  |Geneproof Genetika PCR edt

65 0ftyPe: | Experiment Document Template files (*.edt)

A Home | (& Geneproof Genetika PCR et x |

Fig. 2.2 Open template
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1. In Experiment Properties, enter experiment name into the Experiment Name row.
2. In Plate Setup, use Add New Target to define targets according to the kits used in the experiment.

E.g. for Fll detection (3 channels) set Target Name: FIl WT, Reporter: FAM, Quencher: None; Target
Name: FIl MUT IC, Reporter: JOE, Quencher: None. Use Save Target and Add Saved Target to save
and reuse targets.

3. Use Add New Sample to define samples.
4. Define positive controls as a sample, e.g. FIl WT, FIl MUT and FIl HET.

B 7500 Softwarev2.3 - x
File Edit Instument Analysic Tools Help

[E] New Experiment - (5 Open.. [ Save - (5 Close | 43 Export.. - Print Report

Experi Menu « | Experir - i Type: Standard Curve Reagents: TagMan® Reagents 9)

Define Targets and Sarmples T Assign Targets and Sarnples }

@ instructions:  Define the targets to quantify and the samples to testin the reaction plate.

Experiment Properties
Define Targets Define Samples

Plate Setup

| Add New Target | Add Saved Target | ‘Save Target | Delete Target ‘ | | ‘Add New Sample | | . | Delet 7 ‘ ‘

Run Method
Target Name Reporter Quencher Colour Sample Name Color

Re:\cﬁon Setup [FrwT “FAM ” ‘Nune V‘ . [sample 1

[FumuT | ‘JDE v ‘Nune v _ M [sample 2
Materials List [sampie 3

“

[sample 5

[Frwr

[FirmuT

]
|
|
[sampie 4 ]
|
|
|
|

e«

[FnHET

Define Biological Replicate Groups
n Instructions:  For each biological replicate group in the reaction plate, click Add Biological Group, then define the biological group.

‘Add Biological Group. ‘ Delete Biological @

Biological Group Name Golor Comments

Assign Targels and Samples.

«
& Home | untitied x

Fig. 2.3 Define targets and samples
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4. Switch to the Assign Targets and Samples tab.

5. Assign the appropriate targets,samples and controls for used PCR wells by checking the boxes.
6. Select ROX passive reference.

B 7500 Software v2.3
File Edit Instument Analysis Tools Help

[E] New Experiment ~ (5 Open.. e Save - I C\use‘ 4 Export.. - Print Report

Experi Menu & | Experi - i Type: Standard Curve Reagents: TagMan® Reagents @)
E Define Targets and Sarrples Assign Targets and Samnples 1

To setup standards: Click Define and Set Up Standards.”
Experiment Properties. @ imstructions: To setup unknowns: Selectwells, assign farge((s), select"U" (Unknown) as the fask for each targst assignment, then assign a sample.
To setup negative controls: Selectwells, assign target(s), then select "N” (Negative Control) as the task for each target assignment

Plate Setup Assign target(s) to the selected wells. <[ View Plate LayoulT View Well Table |
- > Select Wells With: - Selectitem - ~ | -Selectitem-
L Run Method Assign Target Task Quantity

‘Fer ‘ @@ ‘ EShW‘"WEHS'I Mewwgendl ‘ I Bl !I
Reaction Seft —
— o | @mE@E | T = ]

3 | 1 | 5 | 6 | T | 8 9 10 1 | 12 |
mple mple mple mple mple
R |G
. Run Meiwe Mruw Mewe e @ ruwr e M ruur e [ Fuwr
wixed [T Unknown [E] Standard [] Negative Control [
I anaysis | s ‘
Assign sample(s) to the selected wells.
©
Assign Sample
= a
O FILWT o
0 FllMUT
() FIHET
g E
Assign sample(s) of selected well(s) to biological group.
Assign Biological Group F
°
Select the dye to use as the passive reference. H
ROX v
wells: [T 8 Unknown [ 0 Standard [1] 1 Negative Control 87 Empty

«

A iome | untitea x |

Fig. 2.4 Assign targets and samples
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2.2.2 Starting the experiment
Save the experiment before starting the device.

1. Select Save in the main menu and save the created experiment as the Experiment Document
Single files (*.eds) file type. To make search easier it is recommended to create the Experiments
folder.

D save X

-y
)
)
m

Savein: Experiments -

o
Cud=F
=

Recent tems

@ File name: YYMMDD experiment eds ﬁ

Network Files oftype:  Experiment Document Single files (*.eds) ~ | cancel 15

Fig. 2.5 Save experiment

2. Click button to start the experiment.
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2.3. Analysis of the result and evaluation of detection for genetic detection

For correct parameter setting and evaluation when using multiple MasterMixes in one experiment, for
example Fll and FV, it is necessary to evaluate the results in groups (separately Fll, separately FV...).

1. After the protocol is done, swich to the Analysis tab and select the Amplification Plot tab.
2. Plot settings pane set the Linear.

B 7500 Software v23
File Edit Instument Anaysis Tools Help

[E] New Experiment + 5 Open.. [ Save + £ Close ‘ 59 Export.. + PrintReport

Exper Menu< | Experi - 1903

1IABI Type: Standard Curve Reagents: TagMan® Reagents Analysis Seftings @
' Setup Amplification Plot <[ View Plate Layout | _View'wel Table |
. Run Piot Seftings > Select Wells With: |- Selectftern - | - Select item -
PlotType: ARnvs Cycle v | Graph Type: Linear v | Color. el v
| [0 show inwells v | ] view Legend ‘ ‘ | E | = |
[ save current settings as the default
P p @y = | I 7 3 3 5 & 7 5 9 0 T 2
Ampiification Piot »r 8 B i = = = =
P p ean e e [eaw Dew  Dew e e [Dean
npitcaton Pt  |Cr:Undete Cr.Undete Cr.Undete Or. Undete Cr. Undete CT: Undete CT. Undete Cr. Undete Cr: Undete Cr:Undste Cr. Undete Cr. Undete
Standard Curve oo Meex (Meex  @eex Meex  (eex Meex (Meex  Weex
> 035 A e i o
(R muricomponent piot ram [Draw [Jram  [Qraw  [Jram [ ram
0300 g | Undete Cr-Undete Cr Undete. CT. Undete CT. Undete indete Cr: Undete
R_‘wmmm oars Muex Meex Meec Meee [eex @eec [eex [oex [aex [
- o RN N = = =S = =W = |
[ s
0200 c
Multiple Plots View g o
9 om0
o1z B
o100
ars
0050
3
3
WA o WC WD ME EF Ec MH
o
Options
Target: Al | Threshola: | | Auto Auto Baseline
Show: [ Threshold — [] Baseline Start: Well B Target & Baseline End: Well (B Target 4 H
Save current setings as the default
wells: [T 22 Unknown [ 0 Standard [] 0 Negative Control 74 Empty
« | Anatysis summary: Total Wells in Plate: 96 Wells Set Up: 22 Wells Omitted Manually: 3 Wells Flagged: 0 Wells Ormitied by Analysis:0 Samples Used:8 Targets Used:2
A ome (190318 Quate. v34L_ABieds x |
I Disconne cted

Fig. 2.6 Linear display setting
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2.3.3 Setting the Baseline and Treshold parameters

1. InPlot type, select ARn vs Cycle.

In the table next to the graph, mark the samples required for evaluation.

3. Click to Analysis Settings to select all channels one by one and uncheck Use Default Settings.
After that uncheck Automatic Threshold and Automatic Baseline.

4. Set Start Cycle and End Cycle values to cover as much of the curves as possible before the
exponential phase and press the Apply Analysis Settings button. Incorrect baseline settings will
result in lowering curves.

Amplification Plot
Plot Settings
Plot Type: ARnvs Cycle «~  Graph Type: Linear « Color: Well -
[ save current settings as the default

Amplification Plot

n

PP oAl

0350
0,326
0,300
0,275
0.250
0,225
0,200

0176

ARN

0,150
0125
0,100
0076
0,050

0,026

0,000

0,025

Lo
’iA 8 Mc MWD ME HF Hc HH

Right

Amplification Plot
Plot Settings
Plot Type: ARN VS Cycle ~ | Graph Type:|Linear ~ Color:|well -
[ Save current settings as the default

Amplification Plot

PP AW =

0.350
0325
0.300
0.275
0.250
0,225
0.200

c 0175

0,150

0,125

0.100

0.075

0.050

0025

0.000

0,028

Wrong
Fig. 2.7 Right and wrong Baseline Settings
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5. In the table below the graph mark only the positive WT, MUT and HET controls of the given

examination.

6. Inthe Threshold field, enter any value from the ARn axis and move the Threshold line above the
non-specific background so that only the FAM amplification curve (eg FIl WT) crosses the Threshold
line in the case of a positive WT control, only the HEX amplification curve (FIl MUT). In the case of
a positive HET control, FAM and HEX amplification curves cross the Treshold line.

7. Push the button Reanalyze.

Amplification Plot <

Plot Settings

Plot Type: ARn vs Cycle | Graph Type: |Linear v | Golor: Well -

[Jsave current settings as the default

Ampification Plot

2Rn

0,050
030227
125

P L AaBEE

MA B Wic WD ME MF Ec HH

Options

Target HEX v | Threshold: [ Auto (0030227 [ Auto Baseline
Show: [7] Threshold — [] Baseline Start: Well M Target . Baseline End: Well [N Target 4.

Save current setiings as the default

Analysis Summary: Total Wels in Plate: 96 Wells SetUp: 22

Fig. 2.8 Treshold settings
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2.3.4 Evaluation

1. Inthe table next to the graph, mark the samples required for evaluation.

B 7500 Software v23
File Edit Instument Anaysis Tools Help

[E] New Experiment + (5 Open.. e Save v cmsel!E Export.. Print Report
Experni Menu & | Experir - 1903 pristrojuFXI1IABI Type: Standard Curve Reagents: TagMan® Reagents Analysis Settings @
' Setup Amplification Plot <[ View Plate Layout | View well Table |
e Select Wells With: - Selectltem - ~ | |- Selectltem -
Plot Type: vsCycle ~ Graph Type: Linear ~ Color Well ~
| 0] show Inweis v | P viewLegena ‘ | | [= | 2] |
[ Save current seftings as the default
® 9 B B lw = | 2 3 0 5 B 7 8 a 10 [ 12
Amnliﬂcalinn Plot L by = ! — AT~ T —rrr——prer T L
Mraw [Draw  [Qraw 1 i 1 [eam  [rav  [ran  [raw [raw  [1]Faw
L Ampiification Plot A Cr2351 Cr2354 Cr2361 ml’nll m"" "" Cr2519 Cr2513 Cr2582 (Cr2324 Cr2316 Cr23,19
Standard Curve I uex 0] uex HEX Cr.Undete Ct:Undete CUndete ; HEX HEX e s [0 uex I 1ex
028 1 il 1 [eam  [Mram  [ram  [Dram [Jream  [Jeam 1
0300 o | Fam [dram [ram cr2343 €r2333 Cr.2328 Cr2952 Cr:2073 Cr.2056 |1 FAm
CT: Undete Ct. Undete CT:Undete n e CT. Undete.
C L Hex HEX HEX HEX HEX Hex
RawDal-'lPlﬂl 078 @ nex - Mnex - Meex gnnrm gnnnn uM ')ﬂn'x gdnun gm.: T vex
0250
B
B o somar
0,200 <
Multipie Plots View &
< 0150
0425 5
0100
0a7s [
0.025 E
000
0,025 [
= = % m a w = u m = = .
Cycle
A BB Mic WD ME HF Hc HH [
o
Options
Target Al ~ | Threshold: || Auto Auto Baseline [
Show: [] Threshold — ] Baseline Start: Well W Target & Baseline End: Well M Target 4x H
Save current seftings as the default —
Wwells: [ 22 Unknown [5] 0 Standard [] 0 Negative Control 74 Empty
« Analysis Summary: Total Wells in Plate: 96 Wells SetUp:22 Wells Omitted Manually: 0 Wells Flagged: 7 Wells Omitted by Analysis: 0 Samples Used: & Targets Used: 2

A& Home |1 190318 Qualit.. V34L_ABLeds x

I Disconnected

Fig. 2.9 Evaluated curves after setting Baseline and Threshold

2. Switch to View Well Table.

3. If the sample in the Ct column has a numerical value for the FAM detector (e.g. FIl WT) — it is a
standard genotype. A numerical value for the HEX detector (FIl MUT)- it is a mutant genotype and
numerical values for both detectors means heterozygous genotype.
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Wiew Plate Layout | View Well Table ]

Select Wells With: |- Selectitem - « | |- Select ftem -

| Showin Table ¥ | Group By ¥ ‘ o -

L

#  Well Omit Flag Sample Mame  TargetMame  Task Dyes Cr C1 Mean CTsD Quantit
10 A5 ] 1 hDNAZ Fll MUT UNKNOWN  JOE-None 26,342 26,825 0,038 -
1 A ] 1 hDNAZ FIl WT UNKNOWN  FAM-None Undetermi...
12 A O 1 hDNAZ Fll MUT UNKNOWN  JOE-None 26,852 26,825 0,038
13 A7 O nDNA3 FIl WT UNKNOWN  FAM-None 25,208 25,397 0,381
14 A7 O hDNA3 Fll MUT UNKNOWN  JOE-None 28,878 29,091 0,362
15 A8 O hDNA3 FIl WT UNKNOWN  FAM-None 25,149 25,397 0,381
16 A8 (] hDNA3 Fll MUT UNKNOWN  JOE-None 28,386 29,001 0,362
17 A9 (] hDNA3 FIl'WT UNKNOWN  FAM-None 25,836 25,397 0,381
18 A9 ] DDA LT LUNIKNOWN ___IOF - Nona 29 509 29,091 0,362
19 AlD | PHwt FIlWT UMKNOWN  FAM-Mone 23,256 WT 0,04
20 A0 O PKwt FIl MUT UNKNOWN  JOE-None Undetermi...
21 A1 | -None T 23,212 0,04
22 A1 O PKwt Fll MUT UNKNOWN  JOE-None Undetermi
23 A2 O PKwt FIl WT UNKNOWN  FAM-None 23,202 23,212 0,04
24 A2 | Pkt LT LINKNOWN ___IOF - Nope Lndetermi
25 B1 [ 1 PKmu FIlWT UNKNOWN FAM-MNone Undetermi... MyT
26 B1 ] 1] PKmu Fll MUT UNKNOWN  JOE-None 26,555 I 0,068
27 B2 O M FT L8100 CLw ) b 2 T B w1 31y
28 B2 O 1 PKmu Fll MUT UNKNOWN  JOE-None 26,581 26,529 0,068
29 B3 O 4 PKmu FIl WT UNKNOWN  FAM-None Undetermi
30 B3 OJ ST SILLILIT, (R MRS T L S 26,529 0,068
31 B4 O PKhet FIl WT UNKNOWN  FAM-None 23,447 0,075
32 B4 (] PKhet FIl MUT UNKNOWN  JOE-None 26,501 ; 0,011
33 B5 O PRIl FIWT UNKNOWN - FAliMone 23,347 23364 0,075
34 B5 ] PKhet Fll MUT UNKNOWN  JOE-None 26,521 26,508 0,011
35 B O PKhet FIl WT UNKNOWN  FAM-None 23,299 23,364 0,075
36 B O PKhet Fll MUT UNKNOWN  JOE-None 26,503 26,508 0,011
37 B7 O hDNA3 2nglul  FIl WT UNKNOWN  FAM-None 29535 29 62 0,116
38 B7 O hONA3 2nglul  FIl MUT UNKNOWN  JOE-None 33,229 33,065 0,152
39 B8 O hDMA3 2nglul  FIl'WT UNKNOWN  FAM-None 29,752 29,62 0,116
40 B8 (] hDNA3 2ng/ul - FIl MUT UNKNOWN  JOE-None 32,928 33,065 0,152
4 B9 ] hDNA3 2nglul  FIl'WT UNKNOWN  FAM-None 29,573 29,62 0,116
42; | NONA3 2ng/ul - FIl MUT UNKNOWN  JOE-None 33,040 33,065 0,152
43 O 1 NFW FIlWT UNKNOWN  FAM-None Undetermi...
4 B0 O 1. NFW FIl MUT UNKNOWN  JOE-None Undetermi...
45 BN | v

< >

Fig. 2.10 Evaluation
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Typical curve WT

Amplification Plot
0350
0325
0300
03275
0250
0225
0,200

- 0478

AR

0,150
0,125
0,100
0075
0,050
0025

0,000 =

-0.025

Typical curve MUT

Cycle
Amplification Plot

0,350
0325
0300
0275
0250
0225
0,200

0,175

LRn

0,150
0125
0,100
0,075
0,050

0.025

0,000 —

0028

Typical curve HET

Fig. 2.11 Typical curves
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3. Customer Service

We appreciate all our customers and besides high-quality products we provide, in cooperation with
our partners, above-standard customer service including the following:

Demonstration PCR kits

Express deliveries

Quick solution of issues related to the supplied products — service guaranteed within 24 hours from
the time of report

Consultations concerning technological and clinical interpretations

To assure the quickest possible solution of any issue we always require the GeneProof PCR Kit
users to provide the following information:

Kit name

Issue definition

Kit lot - specified on the kit package

Used device

File with the examination log from the used device, if available

4. Contact Information

Support and customer care Orders
Phone: +420 730176 222 Phone: +420 543 211 679
e-mail: support@geneproof.com e-mail: sales@geneproof.com
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