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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 device SLAN® Real-Time PCR System.

2. PCR Reaction Preparation

1. Add 30 pul of MasterMix and 10 ul of DNA isolate or 10 pl of Positive Control into the tube in case of qualitative
detection or 10 pl of calibrators in case of quantitative detection. The final reaction mix volume should be 40 pl.
2. Close the tubes, 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. For next use click Open in the Experiment Program box and select the profile (see chapter 3.3 Amplification
Profile Programming).

3.1. Starting the Software

1. Start the software. Select New and in the Create an experiment file dialog choose Create a new experiment file.
Click Confirm to continue.

w_‘. Create an experimentk 5'

f+ Create a new experiment file

= Immpart & zaved experiment file

Cancel |

Fig. 3.1 Create New Experiment

2. In the Select Channel box check the following reading channels: Channel 1: FAM, SYBR and Channel 2: HEX, VIC,
JOE, TET (for 3-channel detection kits select also Channel 3: CY5). Click Confirm to continue.

Wb Select Channel x|

[v Channel 1: Fak, SYER
[¥ Channel 2 HEX, YIC, JOE, TET

Coanfirmn |

Fig. 3.2 Select Channels
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3.2. Sample description
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1. Select samples for detection in the Module Edit tab. Right-click and select Template Editor(E). In the Type column
in channel 1 (for 3-channel kits also channel 3) select Standard, Sample, and/or Negative. In channel 2 select Control.
Select the type of the analyzed microorganism in the Test ltem column.

s Module Edit

| Test [tem |

Froperty

Channell

Channel?2 | [0y

Standard
Sample
Megative
Foz

|
anrm

HEY
HEY

Cancel |

X

Fig. 3.3 Sample description

Use the Set Fields box to create and manage types. Select Set Information Items(C) in the main menu of the Edit(E)

tab, near the Information(P) item, to open this box.

X

— Ihput Content

Sample Type —
Doctor
Office CT
E xperimenter i
Azzezsor Ml

TE

Drefault

Fig. 3.4 Analyzed microorganism type management
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2. Use the Edit Patient Information box to describe the samples specified in Sample. Select Patient Information(X) in
the main menu of the Edit(E) tab, near the Information(P) item. In the Name column enter a description (e.g. the
sample number), which will display next to the individual samples in the Module Edit tab. For additional information
about patients and samples just open the Edit Patient Information box.

Module Edit 1 Gene Amplification

&k Edit Patient Information

Well| Test ltem |Name| Sex| Age| Caze D | BedID | In-patient [0 | Out-patient I | Sample Type | Sample Date
&1 CH1.BE
A2 CH1. BB
43 CH1.BE
&4 CH1.BE
A5 CH1. BB
&5 CH1.BE
A7 CH1.BE

Diagnosiz | u}

L R R

'\I|m|r.n|-n-|m|m|—‘ [=]

Fig. 3.5 Patient information

3.3. Amplification profile programming

1. Switch to the Gene Ampilification tab and open Settings(S) in the main menu. Hot Lid(H) must be checked. Check
Tube Control in the Temperature Control(T) menu item. Solution Volume box will open. Enter the reaction volume
of 40 pl here and then click Confirm.

** SLAN - New Pcr Experiment
File(F) Edit{E) | Settings(s) View(V) Analysis(A) Tools(T) Help(H)
O = E [ Temperature Contral(T)
v Hot Lid(H)
File Password(E)
Megative Threshold(L)...
Unit{L]...
Sample Display(s) r
Zrosstalk Calibrationc)

|
fification Program

x|

Pleaze input zalution yolume [15-100p0] Cag(fr

|4':I Cancel

Fig. 3.6 Reaction volume
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2. Click New in the Experiment Program box located in the right section of the program main panel. This will open the
Create a Pcr Program dialog. Type in GeneProof PCR DNA as program name. Click Confirm to continue.

— Experiment Program

* Create a Pcr Program

Pleaze input the file name of new por program Cen(fin

Open Delete

! [ E dit

| GeneProof PCR DNA|

Cancel

)

% Hawlata € Homalized Data

Fig. 3.7 New amplification profile creation

3. Program Segment 1 of the PCR program:
Cycle times =1
Step 1: Temperature = 37.0; Holding time = 02:00

Step 2: Temperature = 95.0; Holding time = 10:00

sk PCR Program Editor—GeneProof PCR.prg x|
Segment I Seqment 1 VI Cycle times I“ ::ll
Stepl-3 1 Stepd-6 | Step7-9
¥ Step 1 Temperature('C] [37,0 IIncreasej jo.o

Halding time IDEDD Ilnc[eagej IDDDD
[" Fluoescence Test [ Adwanced  Rising/Falling Fiate*C/5 IEI,EI

¥ Step 2 Temperature["C) |35,0 IIncteasej jo.o
HDldiﬂg time: |1|:|DD I|nc[eagej IDDDD
[™ Flugrescence Test [~ Adwanced  Rising/Falling Rate'C/S |EI,|:|

[ Step3 Temperature]*C] [0,0 IIncreasej joo
Hl:lldlr'lg time IDDDD I|nc[easej IDDDD
[T Flugrescence Test |7 Advanced  Rising/Falling FateC/S II:I,I:I

Crosstalk. | MeltingEurvel Save | Exit |

Fig. 3.8 Segment 1
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4, Program Segment 2 of the PCR:

Cycle times =45

Step 1: Temperature = 95.0; Holding time = 00:05
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Step 2: Temperature = 60.0; Holding time = 00:40; check the Fluorescence Test

Step 3: Temperature = 72.0; Holding time = 00:20

* PCR Program Editor--GeneProof PCR.prg

Seqgment

Segment 2

Cycle times |45 :ll

Stepl-3 1

Stepd-E | Step7-9

v Step 1

[¥ Step 2

¥ Fluorescence Test

v Step 3

[T Flucrescence Test

[~ Fluorescence Test [~ Adwanced  Rising/Falling Fate®C4S ID,EI

Temperature('C] [35,0 IIncreasej joo
Halding time IDDDE ||ncreasej IDDDD

Temperature{*C) [50,0 Ilncreagej joo
Holding time |E|E|4|:| I|ncreagej IDDDD
[~ Advanced Rising/Faling FateCA5 IEI,EI

Temperature('C] [72,0 ||ncreagej joo
Haolding time |DD2D I|nc[eagej IDDDD
[T Advanced Rising/Falling Fiate CAS IEI,EI

Crozztall | telting Curvel Save | E wit |

Fig. 3.9 Segment 2

5. Click Save and Exit.
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3.4. Starting the experiment

1. Click Open to open the newly created PCR program in the Experiment Program box of the Gene Ampilification tab.
Select GeneProof PCR DNA in the menu and click Open. The created PCR program will open, graphic representation of
the PCR profile will display and the Start button will activate.

— Rurning Status
BT BT

00 015 Rurring
Cycle times ]
Temperature 0
Halding time 00:00
720°C
wa Running time (0: 00 00
A — Contral tade
Fluorescence Test Wlth Hl:lt le
Tube Contral: 40pl
— E=periment Program
JFOC

0200
[elete

[ et Edit

% Fawbata ) Momalized Data

Start |

Segment 111 Segment 2+ 45

Fig. 3.10 Opening of the created PCR program

2. Click File(F) and Save as(A) to save the created experiment under a designation used by your laboratory.

7* SLAM - Mew Pcr Experiment

FilefF) Edit(E} 3ettings(3) WViewV) Analysisia)

Tty (g |
Openiid)... O
CloseliC)
Savels)

Export Experiment ResultlE, .
Export Experiment Configuration(T)...

PrimErE »

Quitfi -0

v 1 [ew Por Experiment

Fig. 3.11 Save experiment
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3. Click Start and confirm in the Hint box to start the experiment.

1 ]
— Contral Mode

Wwith Hat Lid
Tube Control; 40p!

— Experiment Frogram

int

Do oo wank ta skark experiment?
hEw Edit Ok I Storno |

& FawData € Homalized Diata

[elete

Start |

Fig. 3.12 Start experiment

After the experiment has finished, it is necessary to click the & button in the upper bar to open the Hot Lid and
provide access to the tubes inside the device.
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4, Result qualitative analysis and detection evaluation

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

1. Select values for the detection qualitative analysis in the Module Edit box. Positive Control and Negative Control
are the minimum required samples for a valid assessment of a PCR reaction.

h Module Edit b Module Edit x|

Type Test Item Property
Channell Megative HEY Megative control
Charinel2 HEY

Type | Test Item ‘ Property
Channell Pasitive HEV Pasitive contral

Control Internal standard

Channelz Contral HEY Intemnal standard

Canfirm | Cancel | Canfirrn Cancel

Fig. 4.1 Sample description during qualitative detection

2. Switch to the Test Results box and select Amplification Curve tab. Select Settings(S) and Negative Threshold(L).
Enter 1 into the Quantitative Threshold column and 45 into the Qualitative Threshold column. Click Confirmto
continue.

#* SLAM - C:\Documents and SettingsiHloze
File(F} Edit(E} | Settings(s) Wiew(y) Anakysisia
O = E [ Temperature ContraliTy  k g

Hat Lid{H]
File Passwand{E)

Megative ThresholdiL). ..

T IT=1

Unit{L3. ..
1.2315%  Sample Display(s)
Crosstalk Calibration{ )

-
1

1 1n020
b Set Negative Threshold x|
Testltem | [tem D | [Juantitative Threzhold | Dualitative Threshold
CT 2 240 am
iy 3 250 a0
NG 4 240 aa
TE 5 240 aa

Default | Cancel |

Fig. 4.2 Negative threshold settings for qualitative detection
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3. Select Parameter Setup(S) in the main menu of the Analysis(A) tab. In both channels Channel 1 and Channel 2 (for
3-channel detection kits also Channel 3) for qualitative detection analysis select Analysis Type Qualitative and set the
Manual Threshold above the reaction basal noise. Select Manual Optimization and use Digital Filter. Click Apply and
Confirm to apply the settings for both detection channels.

| Analysis(a) Tools(r) Help(H)
Data Select(s) vl @

Parameter Setup(s)

. Channel Setup(c)  » |EGIt | Gene An
! Data Analysis(a) | Amplification Curve 1 Standa
x

Channel 1 1 Channel 2 i Channel )
] Begin Y alue | Endalue | Manual Threshold | Auto Threshold | Optimization | Cigital Filter | Analysiz Type B

HBY B 12 01z Mo Yes Qualitatived =

td arial O ptimization

Canfirm | Cancel | Apply |
x|
Chatirel 1 T Channel 2 T Chatirel 3 ]
Beqin Y alue | EndVaIue| b anual Threshold | Auto Threshald | Dptimization | Digital Filter | Analyziz Type

HBY 5 12 012 Mo tanual Optirization = Tes Gualitative

Confirm Cancel Apply

Fig. 4.3 Parameter Setup Settings
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4. Select Data Analysis(A) in the main menu of the Analysis(A) tab and click Confirm to confirm the results evaluation
for the selected detection channels. Use Channel Setup(C) in the Analysis(A) tab to select the channels.

) EditfE) Settings(s) View() | Analysis(a) Tools(T) Hel

(H)
A=) x| Data Select(s) v[e

Parameter Setup(S, — - -
| FeemeeneieE) , I Gene Amplification i iTest Result!

Module Mode plification Curve T Standard Curve T Report Mode T Melting Curve

123153 T T T T T T T T T T T T
Y x| %/
i~ I the following test items, there are no standard curves. Please select 3 standard curve -
1.10838 A Source
0.98522
0.86207
- Candidate Standard Cur
HEV.std
[NsA)
0.73892
0.61577
Confim Cancel

0.49261
0.36346
0.24831
012315

&\‘ /

s, e

0.00000 3%‘—‘1 e

Fig. 4.4 Starting the qualitative detection results analysis

Positive sample amplification
In the graphics window for Channel 1 (for 3-channel detection kits also Channel 3) you can see the rising curve
intersecting the manually preset threshold; the Ct numeric value is assigned to this curve in the evaluation table
(Report Mode tab).

© 4 6 8 W 1z M % W W @ M ®m @ W ® M % N oM & m

el Ehannel| Type | festltem Pluperl}ll CT |

A3 1 Sample HEY 26,24
2 Sample HEY {MoCt

Fig. 4.5 Positive sample
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Internal Standard Amplification
In the graphic display for Channel 2 you can see an ascending curve intersecting the manually set threshold. A
numeric value Ct is assigned to this curve in the assessment table (Report Mode tab).

T 4 5 8 W 12 M % B @ 2 M % & m o M ® B 4 e M
oo

Wel | Channel | Type | Test ltern | Property | CT
1 MHegative HB\ TE Mo Ct
2 Cantral HE 24,69

B3

Fig. 4.6 Internal standard

Perform evaluation according to the leaflet of the used GeneProof PCR kit.
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5. Result quantitative analysis and detection evaluation

1. Select values for the detection quantitative analysis in the Module Edit box. Calibration Control and Negative
Control are the minimum required samples for a valid quantitative assessment of a PCR reaction. Select Standard in the
Type column for each calibration control in the reaction (Channel 1, possibly Channel 3) and then select a
concentration value in relevant units/pl in the Property column. Select Negative in the Type column for the negative
control (Channel 1, possibly Channel 3) and then select a type of the negative sample in the Property column (sterile
water, TE buffer. etc.). Channel 2 is reserved for the Internal Standard amplification detection. Click Confirm to confirm
the selected parameters.

HEY HEY HEBY HEY HEY
Standard Standard Standard Standard Megative

10000 1000 100 1o TE

HEY HEY HEBY HEY HEY
Contral Contral Contral Contral Contral

Internal Standard Intermal Standard Intermal Standard Intemal Standard Internal Standard
& Module Edit =
Type | Test ltem | Property
Channell Standard HBEY 1000
Channel2 Contral HEY Internal Standard

Canfirm | Cancel |
& Module Edit x|
Type | Test ltem | Property
Channell Megative HBEY TE
Channel2 Control HEY Internal Standard

Canfirm Cancel

Fig. 5.1 Sample description during quantitative detection

SLAN® Real-Time PCR System 14/18
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2. Switch to the Test Results box and select Amplification Curve tab. Select Settings(S) and Negative Threshold(L).
Enter 1 into the Quantitative Threshold column and 45 into the Qualitative Threshold column. Click Confirmto

continue.

** SLANM - C:" Documents and Settings'Hloze
File(F) Edit(E} | Settings(S) Wiew(y) Analysis(a

=y =

Tempetature Control(T
Hak: Lid{Hj
File Passward(E)

Megative ThresholdiL), ..

Unit{L3, ..

k

T I=1

1.2315Z  Sample Display(s) (N
Crosstalk Calibration{C)
1 1n090
b Set Negative Threshold x|
Testltem | [tem |D | Quantitative Threshold | Qualitative Threzhold
HEW 1 1 45
CT 2 240 34
Uy 3 240 38
MG 4 240 38
TE 5 240 38

Drefault |

Cancel |

Fig. 5.2 Negative threshold settings for quantitative detection
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3. Select Parameter Setup(S) in the main menu of the Analysis(A) tab. In both channels Channel 1 and Channel 2 (for
3-channel detection kits also Channel 3) for quantitative detection analysis select Analysis Type Quantitative and set
the Manual Threshold above the reaction basal noise. Select Manual Optimization and use Digital Filter. Click Apply
and Confirm to apply the settings for both detection channels.

| Analysis(a) Tools(r) Help(H)
Data Select(s) v

Parameter Setup(s)

. Channel Setup(Q) » [EdIt | Gene A
! Data Analysis(A) | Amplification Curve 1 Stand
ﬂ

Channel 1 T Chatinel 2 T Channel 3 ]
B Beqin Y alue | Endalue | kanual Threshald | Auta Threshold | Optirization | Digital Filker |Analysis Type B

HBY B 12 01z MHa td anwal O ptimization Yes [Quantitative

Confirm | Cancel | Apply |
5I
Channel 1 T Channel 2 T Channel 3 ]
Beqin Y alue | Endalue | kanual Threshald | Auta Threshold | Optirization | Digital Filker |Analysis Type
HBY B 12 01z MHa td anwal O ptimization Yes [Quantitative

Canfirm Cancel Apply

Fig. 5.3 Parameter Setup settings
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4. Select Data Analysis(A) in the main menu of the Analysis(A) tab and click Confirm to confirm the results evaluation
for the selected detection channels. Use Channel Setup(C) in the Analysis(A) tab to select the channels.

) EditfE) Settings(s) View(¥) | Analysis(a) Tooks(T) HelptH)

A=) x| Data Select(s) v[e

Parameter Setup(s) = - - .
Mot el Sstupc) b 1 Gene Amplification i iTest Resulti
Module Mode Data Analysista) plification Curve T Standard Curve T Report Mode T Melting Curve
123153 T T T T T T T T T T T T
& Select Standard Curve x| %/
|

i~ In the fallowing test items, there are no standard curves. Please select a standard curve

Charnel Selected Standar. Source

Test tem

1106838

0.98522

0.86207

i~ Candidate Standard Cur

HEV std
[M24)

0.73892

061577

Confirm Cancel

0.49261

0.36346

0.24631

012315

Fig. 5.4 Starting the quantitative detection results analysis

0.00000

5. Verify the correlation coefficient of the calibration series (R-Value) in the Standard Curve tab. The correlation
coefficient must be |0.9899| or higher. After reading the measured values click the Report Mode tab to display the
numerical result of the unknown sample detection in the Test Result column.

Slope: -3.55652
[ntercept: 37 54050
R alue: -0,33331
I el | Channel | Type | Test [tem | Froperty | CT | Test Result | Average | Cw |
A1 1 Sample HEW 26.75 1.155E+03 1054
2 Cantral HEW Intermal stahdard Mo Ct <1 9.247E-0
1 Sampl HEW 30,32 1.143E+02
42 AP el Rl d 10,54
2 Control HEY Internal standard Mo Ct <1 8.247E-M

Fig. 5.5 Assessment of the calibration curve quality and of the detection quantitative result

Perform evaluation, including the virus concentration calculation in copies/ml according to the leaflet of the used
GeneProof PCR kit.
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6. Customer Service

We appreciate all our customers and besides high-quality products we provided above-standard customer
service including the following:

Provision of free demonstration PCR kits

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. Contacts

Support and customer care Orders

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