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1. Purpose

This device manual describes in detail the process of using GeneProof PCR kits for Microbiological DNA diagnostics with
the following device: LightCycler” 2.0.

2. PCR Reaction Preparation

1. Add 30 pul of MasterMix and 10 pl of DNA isolate or 10 ul of Positive Control into a 100 pl capillary in case of
qualitative detection or 10 pl of calibrators in case of quantitative detection. The final reaction mix volume is 40 pl.
2. Centrifuge shortly, insert into the device and start the PCR test.

3. Device Programming

When using the GeneProof PCR kits for the first time it is necessary to program the amplification profile and save it as a
template. During subsequent uses of the GeneProof PCR kits start from chapter 4. PCR Amplification Start. The
software remembers the saved settings.

3.1. Software Start

1. Start LightCycler’ Software.
2. Click £ New... to open the Create New Object box.
3. Select LightCycler Experiment and click OK to confirm.

-loix]
Uzer group LightCycler
[ Figtrument
Cuery |Jzer Falder
(] Cancel

Fig. 3.1 Create New Experiment
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3.2. Basic Parameter Programming

1.In the Run box select 530 in the Default Channel field.
2. Enter 37 in the Seek Temperature field.

3. Enter 32 in the Max. Seek Pos. field.

4. Select 6 Ch. in the Instrument Type field.

5.Select 100 in the Capillary Size field.

#FLightCycler Software 4.05 - [New Experiment] P [
@ Eile Edit Yiew Tools ‘Window Help == x|
£ Run &y prlvsis. | £30pen & save @0 | BTemplats . £4 Run Macro
Stat Run | £ Progam | 10 Ccl=s [ Color Comp (0 - | [LE_15316: 6 Ch on COMA(LC_15316) =] Options - |
Fragrams | Online Data Qisplayl Run Notesl
Setupr Programs
Dicfault Channel E = _‘I Frogiam Name | Cydles | Analysis Mors
Sesk Temperature: | 37 =l il ¥|Program [ =lniane =
Max Seek Pos. |32 = _I
Instrumnent Type: B Che ﬂ LI
Capillary Size: 100 j
=
Temperature Targets
_AI Target ['T) Hold [hh:mrm:ss] Ramp Rate *C/s) Sec Taget ['T) | Step Size ['C) | Step Delay [cycles] Acquisition Mode
il »95 ~{00:00:00 SE 0 o {0 “|MNone -
hd
[
Overview
100
a0
g e
g
E 70
g- B0
-
an
0 8

Time {h:mm:ss)

Fig. 3.2 Basic Parameters
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3.3. Amplification Profile Programming

1. Enter UDG decontamination in the Program Name field of the Programs window, enter 1 in the Cycles field and
enter None in the Analysis Mode field. Enter 37 in the Target (°C) field in the Temperature Targets window, enter
00:02:00 in the Hold (hh:mm:ss) field and enter None in the Acquisition Mode field; leave other items without any
changes.

2. Click + to add a new step in the Programs window. Enter Initial denaturation in the Program Name field, enter 1 in
the Cycles field and enter None in the Analysis Mode field. Enter 95 in the Target (°C) field in the Temperature
Targets window, enter 00:10:00 in the Hold (hh:mm:ss) field and enter None in the Acquisition Mode field; leave
other items without any changes.

3. Click + to add a new step in the Programs window. Enter PCR in the Program Name field, enter 45 in the Cycles field
and enter Quantification in the Analysis Mode field.

Enter 95 in the Target (°C) field in the Temperature Targets window, enter 00:00:05 in the Hold (hh:mm:ss)
field and enter None in the Acquisition Mode field; leave other items without any changes.

Click + in the Temperature Targets window to add an additional program step. Enter 60 in the Target (°C) field,
enter 00:00:40 in the Hold (hh:mm:ss) field and enter Single in the Acquisition Mode field; leave other items
without any changes.

Click + in the Temperature Targets window to add an additional program step. Enter 72 in the Target (°C) field,
enter 00:00:20 in the Hold (hh:mm:ss) field and enter None in the Acquisition Mode field; leave other items
without any changes.

gLightEycler Software 4.05 - [New Experiment] - |EI 5[
[EFle Edt View Toos Window Help —18] x|
Iy New 3 Pun & sncosis. | £30pen & sove @t | Template.. £5 RunMacio
Ene Progiom | + 10 Syl | olor Conp (04 - | [LC_15316:6 Ch. on COMT (LC_18316) »]  Options - |
Online Data Display | Fiun Motes |
I —— Programs
Defauk Channet 530 ] AI Program Name Cyoles Analysis Mode
= UDG dekantaminace 1 =|Mane =
Seek Temperature: | 37 5 z
:I il Pocatecni denaturace 1 ~|Mone A
Max Seek Fos £ ZI ;I »PCR 45 = Quantification -
Instument Type:  (6Ch 7| LI
Capilary Size: 100 W ﬂ
T
Program Temperature T argets
AI Target ['C) Hold [hhcram: 2] Ramp Rate [*C/s) Sec Target ['T] | Step Size [°C) Step Delay [cycles) Acquisition Mode
il 95 = 00:00:05 =20 = =0 = ={Mane =
;I 60 +{o0:00:40 S =l =0 =0 <|Bingle -
= ¥ 72 -1 00:00:20 =120 S =10 |0 =|Mane M
r
Qverview
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a0
g &0
g
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0:08:00 01208 02013 02821 0330 04438 n5z47 1:00:55 10803
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Fig. 3.3 Amplification Programming
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1. Select Tools in the upper menu bar and then select Create Macro/Kit/Template....
2. Check Run Protocol Template in the Create Experiment Template box and click OK to confirm.

:7‘,-'5Lightl:ycler Software 4.05 - [New Experiment]

(g Fie Edit View | Tools Window Help

=l 3]
=181x]
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Instument Type: |6 Ch - Create Experiment Template x
T
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Fig. 3.4 Template Selection
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3. Save the template into the Run Templates folder with the following name: GeneProof DNA PCR.

_oix]
"=
_| Sona ;I

H-_| Special Data

EI_J Templates and Macros
----- | ] Analysis Templates
-] Experiment Macros
----- || Report Templates

@5‘ GeneProof Genetka PCR
----- || Sample List Templates
BB CC template
B CC_HCY
-[@% CC_TROMEO

@.J CC 1071215 _Fll_water Color Compenzation

b CLCTEC
?.. ellcn:nﬂ lI
Name |GeneProof DNA PCR
Save I Cancel |

Fig. 3.5 Save Template
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4. PCR Amplification Start

When using the GeneProof PCR kits for the first time it is necessary to program the amplification profile and save it as a
template (see chapter 3. Device Programming). It is not necessary to program the amplification profile again for
subsequent GeneProof PCR kit uses.

4.1. Open Saved Template

1. Start LightCycler” Software.
2.Click {3 New... to open the Create New Object box.
3. Select LightCycler Experiment and click OK to confirm.

_ioix
Uzer group LightCucler
Inatrument
Cluery | zer Folder
(] Cancel

Fig. 4.1 Create New Experiment
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4, Click the i3 Template... button to open the Apply Template box.
5. Select GeneProof DNA PCR in the Run Templates folder and click Open.

=10%|
R
] New Folder (2] N

| Preferences

] Sona

#- | Special Data

=] Templates and Macros
----- | ] Analysis Templates
----- || Experiment Macros
----- || Report Templates

-] Run Templates

(R = neProof DNA PCR
@E GeneProof Genetika PCR
----- || Sample List Templates
3R CC template
B CC_HCY
-3 CC_TROMBO

Open I

@5‘ CC_101215_FIl_water Color Compengation

Fig. 4.2 Open Template
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4.2, Edit Sample

1. Switch to Samples in the left side of the main window.

2.In the Sample data box enter the number of samples under examination in the Sample Count field.

3. In the Sample Name column you can assign names to the samples and in the Sample Note column you can add
notes.

A LightCycler Software 4.05 - [New Experiment] I =] 2}

[@Fle Edt View Tooks Window Help - =1

% Run. &Y cnalysis. ‘ £30pen... E)Save £ Beport | [ Template... 4 Run Macro

J Analysis Type ~ | Feset Samples...  Import SAM.. Auta Copy.. | Selected Channels ESBUIEW'EW'E?U'?US' Print Samples
Capillary View |

Sample Count (12 él LC Carousel ID MPLC Batch ID
Assay Cat. No. Assay Lot Ho Color Comp 1L

Pos| Sample Mame Repl Sample Mote
Sample 1
2 |Sample 2
3 |Sample 3
4 |Sample 4
5 |Sample 5
E [Sample &
7

2

Sample 7

Sample 8
9 |Sample 9
10 |Sample 10

CIEE
12 1K

o o Ja o e e o e e | 2

Fig. 4.3 Sample Description
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For quantitative analysis only

4. Click Analysis Type and select Absolute Quantification.
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ghtCycler Software 4.05 - [New Experiment]
ile Edt View Tools Window Help

=10l x|
=181

|8 Mew.. iw Run, Bxtvabss. | £30pen. &) 3ave @ ot | B Template.. &4 Run Macro

Absol ation

Calor Compensation
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Mucleic Acid Quantification

MPLC Batch 1D
Calor Comp (D

Sample data
| drelysis Type | - | ResetSomples ImpotS4M. AuCopy | Seleoted Charneks 530 560 510] 840 670 708| Pt Saples

Qualitative Detection Sample Note

Relative Quantification - Dual Calar

L e o B S

Relative Quantification - Manocalar

Trn Calling

4 |Cal10e1

5 |Sample 5

Sample &

E
7 |Sample 7
g

Sample &

9 |Sample 3

10 |Sample 10

o[ o o S e e [ e e e i s | ©

Fig. 4.4 Edit Samples for Quantitative Analysis
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5. Select Standard in the Sample type column of the positions containing calibrators and enter the calibrator
concentration into the Concentration field.

&FLightCycler Software 4.05 - [New Experiment] ] 3]
@ File Edit Wiew Toals Window Help =151
| New £ Run oo | £30pen & save @ ot | dTemplate. &4 Run Macro

_ Sample data
| nclysis Type - | ResctSamples..  ImportS4M..  futoCopy.. | Selected Channels |530 560] 610|640 670] 705]  Piint Samples

Capillary View Abs Quant |

I~ Enable Cortrol: — Urit

Pos| Sample Name Channel | Taiget Name Sample Type Concentration
1 |Cal 1024 530 |Target1 Standard 1.00E4
2 |Cal10e3 830 | Target1 Standard 1.00E3
3 |Cal10e2 630 |Target1 Standard 1.00E2
¥ 4 |Calliet 530 |Target1 ~|1.00E1
5 [Sample 5 530 |Target1 Unknown
E |Sample B 830 | Target1
7 |Sample 7 630 |Target1 Unknown
& |Sample 8 530 |Target1 Unknown
9 [Sample 3 530 |Target1 Unknawn
10 |Sample 10 830 | Target1 Unknown
11 |Sample 11 630 |Target1 Unknown
12 |NK 530 |Target1 Unknown

Fig. 4.5 Calibrators Setting
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4.3. Start Experiment

Save the experiment before starting the device.

1. Click the &} Save button to open the Save LightCycler Experiment box.
2. Assign a name to the experiment and click Save to save it into the Experiments folder.

i
[
‘{E test 40mikr reakce v kap 25 ;l

g test1SINASER 100ul kapilary
{E Triplex CHTHG GREEM Melting analzsis

{8 TROMED test

----- {55 TROMED test]

{E YARFARIN-I31Z10

----- {55 WF-140113
----- | Mew Folder

----- 1 Mew Folder (2)
| Preferences
H-_ | Sona

H- | Special Data
H- | Templates and Macros -
| | 3

Mame |WMMDD GF experiment

Save I Cancel |

Fig. 4.6 Save Experiment
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3. Switch back to Run in the left side of the main window.
4. Click Start Run in the Run box to start the experiment.

& LightCycler Software 4.05 - [Y¥MMDD GP experiment] ] 3]
@ Eile Edit Wiew Ioals Window Help =151
| New £ Run oo | £30pen & save BFepot | [ Template. &4 Run Macro
ErdProzram | < 10Cyeies |olor Comp (0]« | [LCC15316: 6 Ch on COMT (LC_15318) | Opians -
Erograms | Online Data Display | Run Mates |
Setup Programs
Defaull Charmet 530 =] _‘I Frogiam Mame Cyoles Analysis Morde
= » |UDG dekontaminace 1 ~|MNaone i
Sesk Temperature: [37 = ]
P :I ll Pocatecni denaturace 1 ~{Mone >
Mas SeckPes. 12 ;l PCR. 45 = Quantification -
Instrument Type: |E Ch, j ll
Capillary Size: 100 pl ﬂ
e
Temperature Targets
_‘I Target ['T) Hold (kh:mm:ss] Ramp Rate [T/s] | SecTarget['C) | StepSize ['C) | Step Delay [cycles) Acquisition Mods
ll 37 >{o0:02:00 2lz2n [0 0 2o *{Mone -
id
e
Overview
100
a0
2 e
&
% 70
E 60
-t
40
000 w1708 T1as2 2733 3518 4302 [ 55 3 10615
Time (himm:ss)

Fig. 4.7 Start Experiment
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5. Result Analysis and Detection Evaluation

Run Complete will display in the upper part of the Run box after the experiment has been processed.

ightCycler Software 4.05 - [150413 validace CMY-LC2] =101 x|
Edt Yiew Tools ‘Window Help 1= x|
4% Run... LG Analysis... | £30pen.. EpSave £ Berort ‘ [ Template.. %3 Run Macro

Start Fur | End Prociam |+ 10Cyeles [ Color Comp (0f) = | Instrument Mame: LE_15318  10: LC_15316

Programs  Otiline Data Display | Fiun Hotes |
NN

Run complete...
Samples

Current Fluorescence

Fluorescence
o = ot

15 17
Samples

Fluorescence History Temperature History

Fluorescence (530}
w

na
Temperature (°C)
-
EX

L

qd

1320 T3 04146 e 11633 Tonon 02046 05208
Time (h:mmzss) Time (hamm:ss)

Fig. 5.1 Finished Experiment
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5.1. Detection Analysis of the Studied Microorganism

1. Click {Gg Analysis... to open the Create New Analysis box.
2. Check Absolute Quantification and click OK to confirm.

Create New Analysis x|

Choose the Analysis Type to Create:

Amplification Analysiz

f* Abealute Duantification:

" Qualitative Detection
" Relative Quantifization - Dual Calor

" Relative Quantification - Monacolor

Melting Curve Analyziz
{~ Genotyping

= Tm Calling

Other Methods

" Color Compenzation
" Nucleic Acid Quantification

k. Cancel

Fig. 5.2 New Analysis
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3. Click Channel and select 530 in the Absolute Quantification box.

=10l x|
==

& B=port

| L83 Template... 4 Run Macio

Amplification Curves

810 a1
&40
70 37
705

33
Select channel denominator

284

Mone
530,
560
610
640

Fluorescence (530)
o)
v

670 1.7
703 131
Back 530

0.9

0.5

0.14
S — — T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
1253456 910111213 14 1516 17 158 19 20 21 22 23 24 25 26 27 23 20 30 31 32 33 34 35 36 537 33 39 40 41 42 43 44 45
Cycles

<] <] <

Standard curve could not be caleulated.

| [ Analysis Notes

Fig. 5.3 FAM Channel Selection

4. Click Color Compensation; in the newly opened Select Object box select the appropriate color-compensation file

and click OK to confirm.

_inix]
Hame | Creation Diate  © | Last Modified
CCMT 100pmal FAMHEX 03/13/20M 03/13/20M
CCMP-110312 03/412/201 03412/2011
CCHT-120910 03A0/202 03/410/2012
140904 CCJCY 09/05/2014 09/05/2014
CChP-120822 08/23/202 08/23/2012
CCBB 20prnol FaM/HEX ng/22/20m ng/22/20m
CC EBY-130802 08/02/2M3 08/02/2013
CCH0/560 110727 CMY Medac 07/28/201 07/28/201
CCCHP 13072 07A12/2M3 07A12/203
CC CHv-130711 07411/2013 0741172013
CCHCW 130624 0E/28/2013 06/28/2013
140619 CC-CMY 0E/19/2014 06/19/2014
150610 CCCHY 5 /2015 5
140604 CCBRY-1HE28+141629 0E/06/2014 06/05/2014
CC CHT 130530 05/31/2M3 05/31/2013
CCHEW2120627 05/30/2012 05/30/2012
CCAZY-120528 05/28/2M2 05/28/2012
150528 CCHCW-157043,44 05/28/2015 05/28/2015
140523 CCHSW1-141434 05/26/2014 05/26/2014
140523 CCHSV2-1414594 05/26/2014 05/26/2014
150506 CCHSY 530+560-156761+62 05/11/2015 0511/2015 =l

I R

Fig. 5.4 Color-Compensation File Selection
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5. Check 530 and 560 in the Color Compensation Channels box and click OK to confirm.

g?l:ulur Compensation Channels -0 =|
Select channel: to compenzate.

[w 530
[ 56O
[T &0
[T &40
[T &7
[T 705

i Cancel |

Fig. 5.5 Color-Compensation Channels Selection

The color-compensation will modify the curves.

LightCycler Software 4.05 - [150413 validace CMY-LC2] I ] 3
ile Edb Miew Tools ‘Window Help ===

i O3 New.. i Run.. (G nalpsiz... | £30pen. E)Save £ Beport
I Absolute Quantification [150610 CCCMV 530/560-157172+157173]
J Channel [530) ~ Calar Compensation (On) = Program (3] - |J Method [Auta) ~ Standard curve (In Run] +

‘ Y Template... 5% Run Macra

Samples
Include | Calor| Pos | Name: Amplification Curves

Fluorescence (530)
w
[

1234 & G 7 & 510111213 141518 17 18 18 20 21 22 23 24 25 26 27 26 29 30 31 52 33 54 35 36 37 36 30 40 41 42 43 43 45
Cycles

ffl<faf<ffaf<f<iaf<falaff<fadaf<fefef<f<f<ff<fci<]<]

Standard curve could not be calculated,

_yl ‘ Analysis Motes

Fig. 5.6 Curves After Color-Compensation
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6. Click Method and select Fit Points.

B5LightCycler Software 4.05 - [150413 validace CMy-LC2] (=] 3]
[ Ele Edit Yiew Ieok window Help == %]

GeneProof
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3 Run {ganaysis.. | £3Dpen £ save @ Feport
Ahsolute Quantification [150610 CCCMVY 530/560-157172+157173]
J Channel (530) = Colar Compensation [On) + Frogram (3] - |J Method [F.P.] = Standard curve (In Run) ~

| 83 Template

£ Run Macro

Samples | Step1: Background |Slep2 Moise Band | Step 3: Analysis |

| J Background (Arith) +

Amplification Curves

6.2

56

38

3.2

26

Fluorescence (530)

03

718132021 2223 24 25 26 27 20 29 30 31 32 33 34 35 36 37 38 33 40 41 42 43 44 45
Cycles

_»I | Analysis Motes

Fig. 5.7 Fit Points Method
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7. Switch to the Step2: Noise Band tab and move the line above the reaction basal noise

cler Softwar - [150413 v.

=Iolx|
e Edit Wiew Tools Window Help ===l
£ Run {gonaysis.. | £3Dpen 5 save @repot | 3Template . £ Run Macmo
Absolute Quantification [150610 CCCMY 530/560-157172+157173]

J Channel (530] = Color Compensation (On] « Frooram (2]~ “ Method [F.P.] = Standard curve [In Run) ~

Samples | Step 1: Background  Step 2 Noise Band | Step & Analys\sl
Lt €] s [Xrco ||| Noisshand metho (Nons) + Noiseband:[1.60ED |

Log Amplification Curves

1 72 73 24 25 26 27 26 25 G0 31 32 &3 34 35 36 37 36 39 40 41 42 43 44 45
Cycles

=

314 15 16 17 15 13 2

=

Log Amplification Curves

log Fluorescence (530)

ﬂ | Analysis Notes

Fig. 5.8 Noise Band Setting
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8. Switch to the Step 3: Analysis and move the Threshold line to intersect all the curves.

dace CMY-LCZ] 10| x|
=l8lx|

e Edit Wiew Tools window Help
| Mew.. A Run,.. L Analysis. . | £30pen... &) Save £ Bierort
I ~bsolute Quantification [150610 CCCMV 530/560-157172+157173]
| Channel (530) ~ Color Compensation (On) = Program (3] + |J Msthod [F.P.) = Standard curve (In Fun) ~

‘ Ly Template... 4 Run Macio

Samples

| Step1: Backgiound | Step 2 Noise Band  Step 3: Analysis
Include | Calar| Pos | Name

“ Fit Points [2) = Finimize Eror Thrashnldl-T.DQEU

Log Amplification Curves

1417
a7y
orird
0517
03174
17y

-0.0834

0283

0483 & .

-a6a3| -

-0.883 /

-1.083 ] /

1283 / /
-1.483] /
-1 683

log Fluorescence (530)

Standard curve could not be calculated.

] [ Analysis Notes

Fig. 5.9 Threshold Setting
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9. Click the separator H between the sample table and the chart to display the results. Samples with CP values displayed

are positive.

BLightCycler Software 4.05 - [150413 validace CMy-LCZ]
[Z@ElE Edt view Took Window Help

=10l x|
=181

A Aun.. {3t Analpsi. . | £30pen... &) Save £ Brerort
I ~bsolute Quantification [150610 CCCMV 530/560-157172+157173]
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Fig. 5.10 Assessment
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For quantitative analysis only

A standard curve is calculated in case of a quantitative examination.
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Fig. 5.11 Standard Curve
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Click the separator H between the sample table and the chart to display CP values and the resulting sample

concentrations.
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Perform evaluation, including the pathogen concentration calculation in copies/ml (IU/ml) according to the package
insert of the used GeneProof PCR kit
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5.2. Internal Standard Detection Analysis

1. Click Channel and select 560 in the Absolute Quantification box.
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Fig. 5.13 HEX Channel Selection

2.In the Step2: Noise Band tab move the line above the reaction basal noise.
3. In the Step 3: Analysis tab move the Threshold line to intersect all the curves.

Perform evaluation according to the package insert of the used GeneProof PCR kit.
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6. Customer Service

We appreciate all our customers and besides high-quality products we provide superior customer service including the
following:

Provision of free PCR kit samples, including demonstration in the customer's laboratory and personnel training
Express deliveries

Quick solution of problems related to the supplied products - service guaranteed within 24 hours from the time of
announcement

Consultations concerning technological and clinical interpretations

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

Kit name

Problem definition

Kit lot - specified on the kit package

Used device

File with the examination log from the used device

7. Contact Information

Support and customer care Orders

Phone: +420 543 211679 Phone: +420 543 211 679
Fax: +420516770824 Fax: +420516770824
e-mail: support@geneproof.com e-mail: sales@geneproof.com
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