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1. Purpose

This device manual describes in detail the process of using GeneProof PCR kits for microbiological
diagnostics with the CFX96 / CFX Connect Real-Time PCR Detection System and Dx Real-Time System
devices.

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 to the ExpressLoad.

Save As [&J
@\_‘_’_{)"l ;¢ CFX » Users » admin » ExpressLoad v|4'r¢|| Search Expressload p|
Organize « MNew folder == - I@l
PR Desktop i MName Date modified Type
4. Downloads = = _ _ .
- T CFX_2stepAmp 246.201011:16 Bio-Rad Pro
= Recent Places = ~ ~ )
CFX_25tepAmp_Fast 246.201011:16 Bio-Rad Prot
— Librari CFX_25tepGradientAmp 246.201011:16 Bio-Rad Pro
ibraries -
ﬁj . : CFX_35tepAmp 246.201011:16 Bio-Rad Pro
| Documents = =
J‘ . 3 CFX_35tepGradientAmp 246.201011:16 Bio-Rad Prot
I Music =
CFX_RT_gPCR 24.6.201011:16 Bio-Rad Prof
Pict d
k| Pictures =
g - PrimePCRMelt48 1510.2012 10:46 Bio-Rad Prof
ideos o
PrimePCRMelt96 1510.2012 10:46 Bio-Rad Prof
= C : — PrimePCRMelt384 1510.2012 10:46 Bio-Rad Prof
"M Computer =
= B ; Qualification_Plate 96 1510.2012 10:46 Bio-Rad Prof]
= 05 (C) = I - .
Qualification_Plate 384 1510.2012 10:46 Bio-Rad Prof]
—a HP_RECOVERY (E
SF s (\018122) (S~ | L] | }
File name: GeneProof DMNA PCR -
Save as type: | Protocol File (*.prcl) V]
“ Hide Folders [ Save ] [ Cancel l

Fig. 1.1 Save template

With each next usage of GeneProof PCR kits continue from the chapter 1.3 Starting the PCR amplification.

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
3/25

E — Controlled Document


http://www.geneproof.com/

GeneProof

Molecular diagnostics for your routine

1.3. PCR Amplification Start
1.3.1 Open a saved PCR profile template

1. Open Bio-Rad CFX Manager.

2. In the Startup Wizard box select CFX96 and click User-defined.

3. Click OK.

4. In the Protocol tab of the Run Setup box, in section Express Load select file for the concrete type of
examination.

Run Setup @
Protocol | Plate | IIP Start Run |
S Lo
= [GeneProof DNA PCR prcl v
Cenelool DNAK
Selected Protocol CFX_25tepAmp_Fast prol
CFX_25tepGradientAmp prcl
GeneProof DNA PCR.prcl CF¥_35tepAmp prcl
: CFX_35tepGradient Amp prol
Preview CFX_RT _gPCR.prc
Est. Run Time: 01:55:00 (96 Wells-All Channels) GeneProof DNA PCR prel
PrimePCRMelt 384 prcl
PrimePCRMelt48 prcl
1 2 3 4" PrimePCRMek36 prcl
Qualfication_Plate_384 prl
Qualfication_Plate_56 prcl
950 C 550 C
10:00 0:05
720 C
500 C 0:20 G E
0:40 E
e 0
370 C
2:00
P 3
45 x

Fig. 1.2 Using the saved amplification profile

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
425

E — Controlled Document



GeneProof

Molecular diagnostics for your routine

1.3.2 Using the saved plate

1. Inthe Express Load section of the Plate tab select the type of examination.

Run Setup
Protocol Plate ||9 Start Run
S ox
— [GeneProof DNA PCR plate pitd |
GE_56 wells_ SYBR only pltd
Selected Plate GE_56 wells_All Channels phd
GeneProof DMA PCR plate pltd
GeneProof DMNA PCR plate plid Qualification_Plate_384 pltd
. Qualfication_Plate_56 pitd
Preview Quick Plate_384 wells_All Channels pltd
T e FAM, HEX, Cy5 Plate Typi g1k E::tt:—ﬁw‘:ﬁs"“Eﬁmﬁ‘tg’“m’“d
Guick Plate_48 wells_FAM_MJWhite pltd
' 2 < L < B v 8 Quick Plate_96 wells_SYBR Only pkd
QuickPlate_596 wells_All Channels pltd
A Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk  cample Plate_96 wels_All Channels pitd
Sample Plate_36 wells_SYER pltd
B Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk Il Unk 'l Unk Unk Unk
C Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
D Unk || Unk || Unk || Unk || nk || Unk || Unk || Link || Unk || Unk || Unk || Unk
E Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
F Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
G Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
H Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
’ << Prev ] ’ Nex »>

Fig. 1.3 Using the saved plate
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1.3.3 PCR plate editing

1. Click the Edit Selected button to edit the PCR plate for the specific PCR examination.

Express Load
GeneProof DNA PCR plate pltd -

Selected Plate

Gt DA PRt

Fig. 1.4 Edit plate

2. Select all the wells that will not be filled in during the specific PCR examination and then click Clear
Wells to delete them from the protocol.

l

— — .
Plate Editor - GeneProof DNA PCR plate.pltd ). |3

File Settings Editing Tools ?

| 100% - | fid Scan Mode | a Well Groups... | [] Trace Styles... | == Spreadsheet View/Importer | @ Plate Loading Guide

A 1 2 3 4 5 6 7 8 9 10 1 12 l@ 5
Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst
Is Is Is Is s icy iy Is Is Is Is Is
Target Target Target Target Target Target Target Target Target Targst Target Target Sample Type
Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst T
Is Is Is Is s icy iy Is Is Is Is Is
Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst D FaM “none
[ HEX
E

a'
[r=]
@
=
1)
=
@
4

<none -
[ cys <none -
Load Sample Name
D

Load Replicate #

O 1 S

[ Replicate Series
@ Clear Replicate #
@ Clear Wells

View
Piste Type: BRWHte (77 ool [7] Wel Group [ Eiological Set 7] Well Nete ok | [ cancel

Fig. 1.5 Delete wells
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1. Plate editing when using Qualitative Detection

1. Select the wells designated for positive control and then enter Positive Control into the Sample Type
field.
2. Select the wells designated for negative control and then enter Negative Control into the Sample Type
field.

F — — al
Plate Editor - GeneProof DNA PCR plate.pitd Bl 3
File Settings Editing Tools ?

| 100% - | &l Scan Mode | a Well Groups... |aTlace Styles... | = Spreadsheet View/Importer |® Plate Loading Guide

A 1 2 3 4 5 6 7 8 9 10 1 12
Target Target Target Target Targst Targst Targst Targst Targst Targst Targst Targst

Is Is Is Is Is Is Is Is Is Is icy iy
Target Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst

Pos Pos

Target Target Target Target Targst Targst Targst Targst Targst Targst Targst Targst

Is Is Is Is Is Is Is Is Is Is icy iy
Target Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst Targst

Dos

Load Sample Name

O
Load Replicate #

O 1 E

[ Replicate Series ]
=T
6 o
(G T————

View
Plate Type:BRWhte (5] ool (7] Well Goup [ Eiclogioal Set. [ Well Nete ok | [ cancel

Fig. 1.6 Qualitative detection plate
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2. Plate editing when using Quantitative Detection

1. Select wells designated for the calibration control series and then enter Standard into the Sample Type
field and in the right column select the target detectors according to the Instruction for use of used

GeneProof PCR Kkit..
2. For each calibration control in the Concentration field of the right column enter its concentration and

check Load to confirm.
3. Select the cells designated for negative control and then enter Negative Control into the Sample Type

field.

Plate Editor - GeneProof DNA PCR plate.pltd =IASN X
File  Settings  Editing Tools ?
H] 100% v | @ Scan Mode | All Channels - '-; Well Groups... | 5] Trace Styles... | =3 Spreadsheet View/Importer @ Plate Loading Guide
1 2 3 4 5 3 7 3 ) 10 11 12 Iﬂ! Select Fluorophorss l -
Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk -
Target Target Target Target Target Target Target Target Target | Target Target | Target

A IS IS IS IS IS IS IS IS IS IS 1= 1=
Target Target Target Target Target Target Target Target Target Targst Target Target Sample Type | Standard -

Unk Unk Unk Unk Unk Unk | Std | std | sed | std | Meg Neg

Target Target Target Target Target Target | LOOE+D4 | LOOE+D3 | LOOE+DZ | LOOE+DL | Target Targst
B s s s s s s 15 = Load Target Name
Target Targst Targst Targst Targst Targst 1LME+M4 | LO0E+03 | LODE+DZ | 1.DOE+O1 Targst Targst FAM im et -
[F] HEX <nones -
‘ G5 [Taroct IR
Load Sample Name
D
D <nones -
£ Load Replicate #
[ 1 3
[ Replicate Series
F
Load Concentration:
1,00E=04
G
<Al -
H

l‘i’iﬂ Experiment Settings... ]
l@ Clear Replicate # %_

||'_‘-/ﬂ Clear Wells

View View
Plate Type: BRWhite  *) Target Name (@ Concertration Sample [] Well Group [ Biclogical Set  [] Well Note l

ok | [ Ccancel |

Fig. 1.7 Quantitative detection plate
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1.3.4 Starting the experiment

1. Save the experiment before starting the device.

Select File in the main menu, click Save As and save the created protocol under the name GP PCR-

YYMMDD as a Plate File (*.pltd) type into the Real TimeProtocols folder.

P =
Save As - @
@le . % Users » admin » RealTimeProtocols - | g |.| Search RealTimeProtocols ,D|

Organize * MNew folder == - |@|
B Desktop v MName Date modified Type 1
4 Downloads -

| Recent Places Mo items match your search.

- Libraries
3 Documents -~
J‘! Music
=/ Pictures

E Videos

18 Computer
& os(c)
ca HP_RECOVERY (E
| o8 s (018122 (S~ 4 | mn

I File name: GP PCR-YYMMDD -
Save as type: | Plate File (*.pltd) v]
|
+ Hide Folders [ Save ] ’ Cancel l

Fig. 1.8 Save edited plate

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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2. Starting PCR test

1. Select the Start Run tab in the Run Setup window.
2. Use the Close Lid button to close the device lid.
3. Use the Start Run button to start the test.

Run Setup @
| [ Protocol | () Plate | "B Start Fn ‘
Run Information
Protocol: GeneProof DNA PCR prcl
Plate: GP PCR-YYMMDD pltd
Motes: I
Scan Mode: Al Channels
Start Run on Selected Block(s)
Block Name & Type Run Status Sample Volume |0/Bar Code
|D}(1ﬂ'D142 IB'EFX Idle 40
Select All Blocks
l (* Flash Block Indicator ] [/ﬂ Open Lid I [/ﬂ Close Lid
[ = Start Fun

Fig. 1.9 Starting PCR test

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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1.4. Qualitative analysis of the result and evaluation of detection

PCR detection results 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.

The Data Analysis box will automatically open at the end of the program.

1.4.5 Detection analysis of the studied microorganism

The first tab, Quantification, is designated for manual analysis.

1. In the options below the chart select the FAM channel and then click Settings in the main menu and
select Baseline Threshold.

File  View Tools

H] 'Ih:‘I‘ E C(t) Determination Mode 3 b Well Group: [AII Wells v] ?
= | Analysis Mode 3
Ouarrti‘taﬂc ression End Pairt Allelic Discrimination ac | ﬁ Run Information
[ Trace Styles... Amplification

[l &, View/Edit Plate.. : :
3000 H — - AP P e ]
r| «  Meouse Highlighting : : : 1
2500 _:_ ....................... ....................... ....................... ....... -~ _
2000 _:_ ....................... ....................... ....................... ............ _:

=] L : : ; :

L L : : : :
e 1500 L R XERTETTERRTS P SRR R R SR R ERTS ]
000 F- D Y AU ST AU e ]
500 _:_ ............................................... ........................................... .
0 _k , : : : 1

T T T T

0 10 20 30 40

Cycles
— y (7 Log sed)
— —

FAM } [C] HEX

Fig. 1.10 Detection analysis of the studied microorganism

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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2. Select Auto Calculated for the Baseline Cycles and Single Threshold parameters.

Baseline Threshold @
Baseline Cycles
@ Auto Calculated
) User Defined Bold indicates a changed value.
Baseline Baseline
Well Al Fuor Begin & End )
1 A0l FAM 2 24
46 : 1 :
| Reset Al User Defined Values |
Single Threshold
@ Muto Calculated: 45597
) User Defined: 193,50
[ ok || Cancel

Fig. 1.11 Baseline Threshold setting

3. When needed you can also adjust the Threshold by moving the threshold line in the chart — for
example if the Threshold is automatically set above the weakly positive curve. For easier identification
of weakly positive samples use the logarithmic measure of the Log Scale chart to set the Threshold.
For Cq values for the individual positive samples see the table beneath the chart.

@ Quantfication ||E| Quantiication Datal ml! Gene Expression | End Poirt | Alldlic: Discrimination | -l:q? Custom Data View | QCl @ Run Infnrmatmnl

Amplification

RFU

Cycles I Log Scale

¥ FAM I HEX

Fig. 1.12 Adjusting Threshold

Perform the same for the other target channels when using a multiplex PCR Kkit.
Perform evaluation according to the Instruction for use of the used GeneProof PCR Kit.

1.4.6 Internal Standard detection analysis

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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1. In the options below the chart select the HEX channel and then click Settings in the main menu and
select Baseline Threshold.

File  View [JEiidl Tools

H] "% E C(t) Determination Mode 3 h Well Group: [AIIWEIIS v] ?
- = | Analysis Mode »
Ouarrt'rtatic ression End Point Allelic: Discrimination ac | @ Run Information
L] Trace Styles.. Amplification
€8, View/Edit Plate... ? ? ?
400 34— L PP PR
[| + Mouse Highlighting : : :
1200 _:_ ....................... R D
1000 Fooee ....................... ....................... .......................
= 800 L. e e e
[T L X X .
= [ : : :
goo T T P T
400 _:_ ....................... ....................... ....................... ..............
200 F oo ....................... ....................... .........
0t k : i ; i
0 10 20 30 40
Cycles [] Log Scale

‘[l Fam {{ [@] HEX)

Fig.1.13 Internal Standard detection analysis

2. Select Auto Calculated for the Baseline Cycles and Single Threshold parameters.
3. When needed you can also adjust the Threshold by moving the threshold line in the chart — for example
if the Threshold is automatically set above the weakly positive curve.

Perform evaluation according to the Instruction for use of the used GeneProof PCR Kit.

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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1.5. Result quantitative analysis and detection evaluation

1. Evaluate the calibration quality. Calibration parameters are located under the Standard Curve
calibration curve chart. The R*2 parameter in a well-performed calibration achieves a minimum value
of 0.98 or higher. If the R*2 parameter is lower than 0.98, move the Threshold and repeat the analysis.

Standard Curve

Threshold Cycle

Log Starting Quantity

) Standard . Unknown
—— FAM: E=76.3% R"2=09%1 Slope=-4,05%

Fig. 1.14 Calibration curve

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
14/25

E — Controlled Document



GeneProof

Molecular diagnostics for your routine

2.

I File

| &l

For details of the quantitative evaluation of the positive signal presence in the channel for the detected
organism see the Quantitation Data tab.

Perform evaluation, including the virus concentration calculation according to the Instruction for use of
the used GeneProof PCR kit.

View  Settings Tools

& & A 8 viewedit Plate... |@y Well Group: [All Wells - ?

E Quartitation FE Quantitation Data Gene Expression
( all

End Poirt | Allelic Discrimination | QCl ﬁ Run Infomﬂat\oﬂ|

Results *| Step Number: 4

AT
A2
A3
o
3| aos
2| e
A7
08
A8
Al0
Al
a1z
801
802

Fig.

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System

Wel | Fuor A Content ¢ Tagst ¢ Sample & C?d’:j“&‘;) & CHMean ¢ Ct)Sid. Dev olS‘a"‘”{gSg)“a""“' (}l L"gusa‘;’;‘y”g | SQMean ) SQSH.Dev

FAM Unkn PK10E4 2648 2648 0,000 7.500E+03 3,878 7.50E+03 0,00E+00
FAM Unkn PK10E3 2976 2976 0,000 1.166E+03 3.067 1.17E+03 0.00E+00
FAM Unkn PK10E2 3316 3316 0,000 1,696E+02 2229 1.70E+02 0,00E+00
FAM Unkn PK10E1 36,83 36,83 0,000 2113e+01 1325 21101 0,00E+00
FAM Std FAM kal10E4 2614 26,14 0,000 1,000E+04 4,000 1,00E+04 0,00E+00
FAM Std kal1DE3 30,15 30,15 0,000 1.000E+03 3.000 1.00E+03 0.00E+00
FAM Std kal1DEZ 3336 3336 0,000 1,000E+02 2,000 1.00E+02 0,00E+00
FAM Std kal10E1 38,60 38,60 0,000 1,000E+01 1.000 1.00E+01 0.00E+00
FAM Unkn Skeopii 3776 3776 0,000 1,251E=01 1.087 1,25E+01 0,00E+00
FAM Unkn Skopi 38,18 38,18 0,000 5,814E+00 0,592 9,81E+00 0,00E+00
FAM Unkn Skopi 377 3T 0.000 1.241E-01 1.094 1.24E+01 0.00E+00
FAM Unkn Tkopie 3817 3817 0,000 9,874E+00 0,994 9,87E+00 0.00E+00
FAM Unkn kopie N/A 0,00 0,000 NAA N/A 0,00E+00 0,00E+00
FAM Unkn kopie N/A 0,00 0,000 NAA MAA 0,00E+00 0,00E+00

1.15 Quantitative evaluation details

www.geneproof.com
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2. Genetic diagnostics

This chapter describes in detail the process of using GeneProof PCR kits for genetic diagnostics using the
CFX96 / CFX Connect Real-Time PCR Detection System a Dx Real-Time System.

2.1. Device Programming

In case the software does not include predefined templates, it is necessary, before the first use with
GeneProof PCR Kkits, 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 to the ExpressLoad file.

-

Save As [ﬂ
@wv| , <« CFX » Users » admin » ExpressLoad - | 4¢|| Search ExpressLoad Pl
Organize - MNew folder 12 - |@n
Bl Desktop it Mame Date modified Type
4 Downloads — — _ _ .
. CFX_2stepAmp 246.201011:16 Bio-Rad Prot
=l Recent Places — _ _ )
CFX_25tepAmp_Fast 246.201011:16 Bio-Rad Prot
o i CFX_25tepGradientAmp 246.201011:16 Bio-Rad Prof
ibraries =
ﬁ_ CFX_35tepAmp 246.201011:16 Bio-Rad Prot
j Documents - = . _ . .
J‘ . 3 CFX_35tepGradientAmp 246.201011:16 Bio-Rad Prot
I Music =
) CFX_RT_gPCR 246.201011:16 Bio-Rad Prot
=/ Pictures = )
B vid PrimePCRMelt48 1510.2012 10:46 Bio-Rad Prof
eos PrimePCRMeh96 1510.2012 10:46 Bio-Rad Prof
N £ PrimePCRMelt384 1510.2012 10:46 Bio-Rad Prot
1M Computer = . g :
& os € Qualification_Plate_96 1510.2012 10:46 Bio-Rad Prot
— . Qualification_Plate_384 1510.2012 10:46 Bio-Rad Prot
= HP_RECOVERY (E
58 s (\01812.2) (S = 4 | LLL} | }
File name: GeneProof DMNA PCR -
Save as type: | Protocol File (*.prcl) ']
“ Hide Folders Save ] ’ Cancel l

Fig. 2.1 Save template

With each next usage of GeneProof PCR kits continue from the chapter 2.2 Starting the PCR amplification.

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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2.2. PCR Amplification start

2.2.1 Open a saved PCR template profile

1. Open Bio-Rad CFX Manager.

2. In the Startup Wizard box select CFX96 and click User-defined.
3. Click OK.

4. In the Protocol tab of the Run Setup box, in section Express Load select file for the concrete type
of examination.

Run Setup @
Protocal | Plate | B Start Fun |
S
[GeneProot PCR. GENETIKAprcl -
GeneProof PCR DNA Gradient prcl
Selected Protocol GeneProcf PCR DNA prc!
GeneProof PCR GENETIKA prcl
GeneProof PCR GENETIKA prcl GeneProof PCR HCV prcl
- GeneProof PCR HIV prcl
Preview MRSA RIDA gene prcl
Est. Run Time: 01:21:00 ({96 Wels-All Channels) Prime PCRMelt 384 prcl
Prime PCRMelt48 prcl
Frime PCRMelt 96 prl
1 2 3 ¥ 5
950 C 950 C
10:00 0:10
720 C
840 C 020 G
0:20 0
i=1] T
o
2
3/ ox
=
|

Fig. 2.2 Using the saved amplification profile

Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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2.2.2 Using the saved plate

1. Inthe Express Load section of the Plate tab select the type of examination.

Run Setup @
Protocol Plate ||D Start Run
S ox
— [GenePract DNA PCR plate pitd -]
GE_56 wells_ SYBR only pltd
Selected Plate GE_56 wells_All Channels phd
GeneProof DMA PCR plate pltd
GeneProof DMNA PCR plate plid Qualification_Plate_384 pltd
. Qualfication_Plate_56 pitd
Preview Quick Plate_384 wells_All Channels. pltd
T e FAM, HEX, Cy5 Plate Typi g1k b ﬁw”;;fs"slri}ffpif“” pitd
Quick Plate_48 wells_FAM_MJWhite pltd
' 2 < L < B v 8 Quick Plate_96 wells_SYBR Only pkd
QuickPlate_596 wells_All Channels pltd
A Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk  cample Plate_96 wels_All Channels pitd
Sample Plate B'Ewells SYBR.pItd
B Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk Unk Unk Unk
C Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || || Unk || Unk
D Unk || Unk || Unk || Unk || nk || Unk || Unk || Link || Unk || Unk || Unk || Unk
E Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
F Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
G Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
H Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk || Unk
’ << Prev ] ’ Nex »>

Fig. 2.3 Using the saved plate

2. Click the Edit Selected button to edit the PCR plate for the specific PCR examination.

Run Setup @

coes
[GeneF‘muf DNA PCR plate phtd ']

Selected Plate

GeneProof DNA PCR plate pitd Edit Selected. ..

Fig. 2.4 Edit plate
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3. Select all the wells that will not be filled in during the specific PCR examination and then click Clear
Wells to delete them from the protocol.

Plate Editor - GeneProof PCR GENETIKA Plate.pltd [ =0 éj
File Settings  Editing Tools ?
HI 100% w | & Scan Mode | All Channels - ';; Well Groups... | [&] Trace Styles... =2 Spreadsheet View/Tmporter @ Plate Loading Guide
1 2 3 4 5 5 7 [ [] 10 11 12 lm Select Fluorophores l
Unk Unk Unk Unk Unk Unk Unk -
A WT WT WT WT WT WT WT
MUT MUT MUT MUT MUT MUT MUT
FII FII FII FII FII FII FII Sample Type [:]
Unk Unk Unk Unk Unk Unk Unk
B wT wT wT wT wT wT WT
MUT MUT MUT MUT MUT MUT MUT
Fv Fv Fv By Fy Fy =
Unk Unk Unk Unk Unk Unk Unk s b
T WT WT WT WT WT WT WT
MUT MUT MUT MUT MUT MUT MUT “none:
AC AC AC AC AC AC AC i
Unlc Unk Unk Unk Unk Unk Unk
D WT WT WT WT WT WT WT
MUT MUT MUT MUT MUT MUT MUT
T T cr T cr cr cr |
<nones
E
N
F 1
|
E leﬁu Experiment Settings... l
H l@ Clear Replicate # l

[[iéj Clear Wells ]

View
Flate Type: BR Whit Sample [] Wel Group [ Biclogical Set  [] Well Note oK ] [ Cancel

Fig. 2.5 Delete wells
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2.2.3 Plate editing

1. Select the wells designated for positive control and then enter Positive Control into the Sample Type

field.

2. Select the wells designated for negative control and then enter Negative Control into the Sample Type

field.

3. Samples can be named by entering a name in the Sample Name field of the appropriate well and

selecting Load.

r hl
Plate Editor - GeneProof PCR GENETIKA Plate.pltd =NASR X
File  Settings  Editing Tools T

H] 100% v | [@ Scan Mode | All Channels - ';; Well Groups... | 5] Trace Styles... | =3 Spreadsheet View/Importer

@ Plate Loading Guide

1 2 3 4 5 6 7 8 9 10 11 12 lm Select Fluorophores l
Pos Pos Pos Unk Unk Unk Heg - -
A wT WT WT WT WT WT WT
MUT MUT MUT MUT MUT MUT MUT
FII PK'WT |FII PK MUT |FII PK HET FII FII FII FII Sample Type E:::::j
Pos Pos Pos unk Unk Unk Neg
B wT wr wr wT wT wT wT ngTfﬁ?
MUT MUT MUT MUT MUT MUT MUT N'Ia'g a
Fv FV Fv Fyv Fy Py =
Pos Pos Pos Unk Unk Unk Neg Positive Control
C WT WT WT WT WT WT wT Megative Control
MUT MUT MUT MUT MUT MUT MUT NRT
AC AC AC AC AC AC AC I
Pos Pos Pos Unk Unk Unk Neg
D wT wT wT WT WT WT WT
MUT MUT MUT MUT MUT MUT MUT
cT cT T T cT cT cr |
<nonex
E
N
F 1
N
E eﬁﬂ Experiment Settings... l
=
H w Clear Replicate # l
lr_/j Clear Wells l
Wiew
Flate Type: BR White Sample [C] Well Group  [] Biological St [—] Well Note L ] [ Emed
Fig. 2.6 Plate editing
Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System www.geneproof.com
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2.2.4 Edited plate saving

1. Select File in the main menu, click Save As and save the created protocol under the name
GP PCR-YYMMDD as a Plate File (*.pltd) type into the RealTimeProtocols folder.

" =
Save As - @
@Uv| . % Users » admin » RealTimeProtocols - | 4 |.| Search ReallimeProtocols P|

Organize * MNew folder == - |E|
Bl Desktop v MName Date modified Type |
4 Downloads -

| Recent Places Mo items match your search.

- Libraries

3 Documents -~

J‘l Music

=/ Pictures

E Videos

18 Computer
& os(c) |
= HP_RECOVERY (F

' 59 s (1018122 (S = < | m -

File name: GP PCR-YYMMDD -

Save as type: | Plate File (*.pltd) vl

“ Hide Folders [ Save ] ’ Cancel l

Fig. 2.7 Save edited plate
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2.2.5 Starting the PCR test

1. Select the Start Run tab in the Run Setup window.
2. Use the Close Lid button to close the device lid.
3. Use the Start Run button to start the test.

Run Setup
Protocol |[E Plate| ufd Stat Run ‘

Run Information
Protocol:  GeneProof PCR GENETIKA prcl
Plate: GP PCR-YYMMDD pitd
Notes

Scan Mode: Al Channels
Start Run on Selected Block(s)

Block Mame a Type Run Status Sample Volume

1D/Bar Code

[ Select Al Blocks

[ * FHash Block Indicator

[ﬁ Cpen Lid ] [a Close Lid

Fig. 2.8 Starting PCR test
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2.3. Analysis of the result and evaluation of detection

2.3.6 Setting the Baseline and Treshold parametrs

The Data Analysis box will automatically open at the end of the program.

1. Mark 3 positive controls in the PCR plate schema and use your mouse to move the Threshold slider to

a position when PK WT is positive only in the FAM channel, PK MUT is positive only in the HEX channel
and PK HET is positive in both channels.

Quantification Quantification Data I!I! Gene Expression End Point Allelic Discrimination @ Custom Data View | ac | @ Run Information
Amplification [~
r T T T T T T T T T T T T T T T T
800 e T PTPRTS T TP L e ]
700 __ .............................. T N L 1
BOO o TP T PTPTRS s T ]
BOO oo PP SRy e RO ]
> | | | T
'ﬁ:'- 400 T e EEPPETPPEES e f AL AR ]
200 __ ............................ e LA A L ]
200 F .............................. ............................ ............................ ........ ]
100 __ ............................ N T A L .
0+ == T ————l ;
! ——— ! :
0 10 20 30 40
CYCIeS [ Log Scale
WT MuT
1 2 3 4 5 [ 7 2 9 0 | 1 12 Well | Fuor 4| Tamet ¢ Cortert ¢ Sample §| Cq ¢
Al FAM WT Pos Ctd FIl PKWT 25,34
A Unk || Unk || Unk || Meg
AD2 FAM WT Pos Ctd FIl PKMUT N/A
AD3 FAM WT Pos Ctd FIl PKHET 28.26
B Pos || Pos || Pos || Unk || Unk || Unk || Neg
Al HEX MUT Pos Ctd FIl PKWT N/A
AD2 HEX MUT Pos Ctd FIl PKMUT 2455
C Pos || Pos || Pos || Unk || Unk || Unk || Neg
AD3 HEX MUT Pos Ctd FIl PKHET 2767

Fig. 2.9 Treshold settings

Perform evaluation according to the Instruction for use of the used GeneProof PCR Kkit.
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2.3.7 Examples of typical curves
Amplification [
600 T I ' ‘,/ 1
. e
500 - TR / i
400 T : //
= : /
& 300 o/
200 | /
N =
0 16 2‘0 SIO 46
Cycles [F] Log Scale
Obr. 2.1 Typical WT curve
Amplification L)
800 + B
600 + .
=
& 400 +
300 + . 1
100 T : i
———— ]
0 10 20 30 40
Cycles [F] Log Scale
Obr. 2.2 Typical MUT curve
Amplification L]
700 § L] ' ]
500 | : ]
| e
o 400 | : 1
& : /
200 § ; e ]
04 —= e : — Cod
0 10 20 30 40
Cycles [F] Log Scale
Obr. 2.3 Typical HET curve
Bio-Rad CFX/CFX96/Dx Real-Time PCR Detection System
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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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