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ABIl PRISM 7500
DNA R-gene® kits
Programming

Please refer to StepOne guideline if using ABI PRISM 7500° version 2.0.1.

The use of these guideline is dedicated for Argene kits that mentioned the instrument
ABI PRISM 7500 in their package insert.

Some products have their own amplification program following the same principle. In this case, please

refer to their Outlined procedure.
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Products to be amplified relate to the extracted DNA obtained with the extraction methods recommended in the
corresponding datasheet.

Plan the experiment as described in the datasheet.
AMPLIFICATION PROGRAM: “60°C R-gene” Program

Steps Time Temperature Cycles V\/_avelength_ ol
signal reading
Taq Polymerase Activation 15 min. 95°C 1 -
Denaturation 10 sec. 95°C -
Amplification i 45
p Anneallpg 40 sec. 60°C and/or .
Elongation end of the annealing
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1. Throughout the patient follow-up, it is imperative to use the same protocol and to use the
same extraction and amplification instrument.

2. This guideline is based on the ABI PRISM 7500, Version 1.4 Software.

3. Check if NoNE is selected in the field PAssIVE REFERENCE (see page 3) because
amplification premixes do not contain PASSIVE REFERENCE.
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ABI PRISM Praogramming

(i.e.: 7500 Software 1.4)

STARTING THE APPLICATION

- Switch on the computer, its screen and the ABI PRISM real-time PCR platform.

- Enter user name and password if necessary.

- Click on the icon 7500 SYSTEM SOFTWARE (Fig.1).

- A QUICK STARTUP DOCUMENT window appears (Fig.2).

- Select CREATE NEwW DOCUMENT...

A NEwW DOCUMENT WIZARD window opens (Fig.3).

DEFINE DOCUMENT

- Make sure that:

Quick Startup document

Quick Startup
Select the quick staftup document mode

DOpen Existing Docurment,

Recent Document(s)

- In Assay field, STANDARD CURVE (ABSOLUTE QUANTITATION) is selected.

- In Container field, 96-WELL CLEAR is selected.

- In Template field, BLANK DOCUMENT is selected.

- In Run Mode, STANDARD 7500 is selected.

- Click on NEXT.
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CREATE DETECTORS (If you run the program for the first time).

[ vev o ices &l
- Click on NEw DETECTOR... and enter the following data (Fig.4) : mmm—
L Y e |
- In the NAME field enter FAM RGENE (Fig.5). [ ovetmia] s [t Cxvomalion ]
- Leave the field DESCRIPTION blank. L — T
- In the field REPORTER DYE enter FAM. o — e —
- In the field QUENCHER DYE enter (NONE). R i
- Click on the CoLoR field and choose green (Fig.6).
, , , Fig.4
- Click on OK to validate the creation of the detector FAM RGENE.
. o 5) Cauleurs FIx
e |FAM RGene Couleurs de has’e'- '7 - '7 '7
Description: | _l =l 8 |
Feporter Oye: [Fam - NN NN
Quencher Dye: [{rane] = NN NN
...
:ﬂ;s - NIl
nalisées :
I rr
I rr
Dré&finir les couleurs personnalisées »>»
Create Another | 3 Cancel l oK I Cancel
Fig.5 Fig.6

- In the same way, click again on NEw DETECTOR... and enter the following data (Fig.7):

HName: || VIC RGene
Diepcription:

Flegoster Diper -

. Quoncher Oy [ons) =]
- In the REPORTER DYE field enter VIC. m’

- In the field NAME enter VIC RGENE.
- Leave the DEscRIPTION field blank.
- In the QUENCHER DYE field enter (NONE). o
- Click on the CoLoR field and choose YELLOW.

- Click on OK to validate the creation of the detector VIC RGENE. cuseseote| [ O] cwca

Fig.7

- The two detectors created appear in the list of detectors (Fig.8).

Hew Document Wizard

- Select the detectors FAM R-GENE and VIC R-GENE and prm——
click on ApD >>. T
L e Porive Refsence: [N <
; . T —
- The two detectors selected appear now in the field T
DETECTORS IN DOCUMENT (Fig.8).
<« Remove
- Select (NONE) in PASSIVE REFERENCE (amplification
premix does not contain passive reference).
- Click on NEXT. < ’
M Dinincaoe.
< fack. Hewd > Fresh Corvel |
Fig.8
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SET UP SAMPLE PLATE

- Tick the checkboxes of the two detectors previously selected.

- Click on FiNIsH (Fig. 9).

Hew Document Wizard gl

Set Up Sample Plate
Setup the sample plate with tasks. quartitiss and detectors

IIJseI Detector Reporter | Quencher Task Quantity

[ FAM (none) Unknown
i Gene WIC

Unknown

| >

1| 2z | 3 | 4 | s | s | 7 | & | 9 | 1w | mn | 2 |

\I Firish I Cancel

< Back ‘

ENTRY OF THE PROGRAM DATA Fig.9
- Click on the INSTRUMENT tab (Fig.10).
- Double-click on STAGE 1 part and click on DELETE (Fig11).
VTR ST G = ey e
[ Estimated Tima Renaningiprmmt 5-:‘:; Muf;: - Ebmatec T o Hict ,_:,;_ I‘“L:
s | — T e -
| st am e | s ™ . Feo
| fmin::’::.l Shagr | '-'h;:r: Sg
:na-:unm [mn_mum I Hm_:uael :
Roae [ P [ mese ]
Adilck| Addiod| AddSes A4 Ditasciston Stage | b AT | padvlt | s AsiDmsocitensugy || oelme | i
Seltrge pr—
SampiVekmapl): [0 Sanplo Vol il
Fur Mode [Stancara 00 = Funiede

Dot Ceecsions

[5wgez sepzROD @100

Fig.10

Fig.11

Hot Start Taq Activation:

Click on the part STAGE 1 and enter the value 95.0 in the top part of the window.
Then, enter the value 15:00 in the bottom part of the window (Fig.12).

Denaturation step:

Click on the left part of the STAGE 2.

Enter the value 95.0 in the top part of the window.
Enter the value 0:10 in the bottom part of the window.

Annealing/Elongation step:

In the right part of the STAGE 2 :

Enter the value 60.0 in the top part of the window.
Enter the value 0:40 in the bottom part of the window.

Themal Cycler Protocal

Thermal Profile ]Auto Increment] Ramp Rate

Stage 1 Stage 2
Reps:lzl Reps:
5]

AddCycle | AddHold | AddStep |
Fig.12

- STAGE 2 is repeated 45 times, so type 45 in the blank field REPS.
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{ Getup Yinstroment YResulls
Instnamant Contind Taomporatune

- Click on the RAMP RATE tab (Fig.13). e sarck: Hes S
; | Cover Block:
= O -
- Check that the parameter 100% appears in the second step of S e =
the cycling stage (step at 60°C). gt | |-
| Theimal Cycks Fratocd

- In SETTINGS field enter 25 in SAMPLE VoLUME (uL) (Fig.14).

- In RUN MODE select STANDARD 7500.

- In DATA COLLECTION select STAGE2, STEP2 (60.0@0:40).
(Data collection step selected appears in colour.)

Inshureert Conird Temgssturs
E Ettinated Tirw Rernsirg [ sl Sx H-«::
- Stetue e =
Towe |wemes} Stop
Siae
Theassl Cycier Frosoced =
Thesel Pacie | s s | e e | Settings
i - Sample Volume [pl) : |25
== N Flun Mode | Standard 7500 |
Data Collection : |Stage 2, Step 2 (0.0 @ 0:40) |

aaie| adavo | amsien | adtmscmmzvor | [ ] e

E=m

Sarrge Velrm L) T

P Msce Sarddud 7500 -
Detalobecton:  [Sage 5w 2RA0E0A0 <]

Fig.14

TO SAVE THE PROGRAM:

- Click on FILE in the Menu bar and SAVE As (Fig. 15).
- Save your file in TEMPLATES as 60°RGENE and check that SDS TEMPLATES (*.sDT) is selected in TYPE FIELD.

ylem SO5 Saltware - [Plate? [Sar Curvel] Shve As r? rxl
Enwogistior dons - | 3 Templates - emerm-
=T Rivsse P intal
Mes documents
I6Cants
Bureau
12007 05 29 plagus havl bav2 vev
2EAcrIO0a X057
32007 05 29 plags hevl hevE vav Mes documents
A EI00T (03 30 gl i v
5 2007 0 30 plague cov v 4
62000610 24 plagn EBY 1Y .
[t Foste de iraval
Brogo
Ext =
/
| Farvoris témmau  Nom du fickier . [ Rgere =l [ _save |

sdiCpce|  Adibad | A A Diisceiatin Shage: ] Heo

e Type: |5n5 Templates [ 52t] I ~] Cancel

Somple Ve ] [

Fun Mode Standed 7500 -

D Colockon [Sp2omeziiogas =] Fig.15

e B
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Running the Program

RUNNING THE PRE-STORED PROGRAM

- In the home page of the software when the Quick STARTUP window appears:

- Select OPEN EXISTING DOCUMENT and choose 60° RGENE in Templates file (Fig.16).

{Quick Startup document

Quick Statup
Salect the quick i documant rode

Open Exizting Documert...

Fincark Diocument]s):

Caneal

|

DEFINE THE SAMPLES

Fig.16

- Click on the SET UP tab (Fig.17).

- For each well to define:

- Double click on the well :

- According to the table below :

- Select the checkbox(es) of the appropriate(s)

- A new window WELL INSPECTOR appears:

Open ql-&[

Fegander dane | |3 Tamplates = ~BerEE
CraT S m—
1] 4y bvase P Erstll

Mas documants

Busema

bas documents

Fuoate de hiaval

Faveds t6eaas  Pom da behier | =l [Open_ |
Fichimsdatype:  [A0SDS Files [ s 5] =l Cancel

M Well Inspector

detector(s): FAM RGENE and/or VIC RGENE.

- Enter the name of the sample in SAMPLE NAME field.

- Specify the samples in the TAsk column.

el A1
Samle Mame: E‘]
se | Detectwr | Reporter | tuencher | Task Ouantity Calor
F gene Fam (none) Siandard 5 De005
FF | VIC Rgene Wi (none) Urikrom |
Ot Wil
" Passive Referers
sddDctoctor.. | Rewove | e reme] -
Fig.17

- Specify the concentration of the quantification standard in the QUANTITY column (cf table).

- Click on CLOSE.

Quantitative kits Qualitative kits

Channels FAM VIC FAM VIC
Patient samples UNKNOWN UNKNOWN UNKNOWN UNKNOWN
Quantification standard .
(QS) STANDARD UNKNOWN Not applicable
Sensitivity control (SC) UNKNOWN UNKNOWN Not applicable
Extraction+inhibition control
(IC2WO0) UNKNOWN UNKNOWN UNKNOWN UNKNOWN
Positive control (PC) Not applicable UNKNOWN UNKNOWN
Negative Amplification NTC UNKNOWN NTC UNKNOWN
Control (RO) (NO TEMPLATE CONTROL) (NO TEMPLATE CONTROL)

A\
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If several parameters are detected in the same experiment, each quantification standard range
has to be identified one by one. Not applicable for qualitative detection kits.
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Conditions Standard concentration to be entered
Sample
R-gene® Kit Extraction method Specimen volumeto be | Elution volume Qs1 QSs2 QS3 Qs4
extracted
% / Whole blood 100 pL 5 000 000 500 000 50 000 5000
% QIAamp_D_NA Plasma / CSF 50 uL 2500000 | 250000 [ 25000 | 2500
QlActb Blood Minikit |  \Whole blood 100 pL 5000000 | 500000 | 50000 | 5000
cube
Plasma / CSF 200 pL 50 pL 2500000 | 250000 [ 25000 | 2500
MagNA Pure Compact Whole blood 100 pL 5000000 | 500000 | 50000 | 5000
69-002 MagNA Pure LC System Plasma / CSF 50 uL 2500000 | 250000 | 25000 | 2500
EBV R-gene® NUCIISENS® easyMAG® | '/hole blood/ 50 L 2500000 | 250000 | 25000 | 2500
Plasma / CSF
BioRobot EZ1 Workstation Whole blood 350 pL 200 L 6000000 | 600000 | 60000 | 6000
Whole blood /
800 L 250 L
m2000sp Abbott plasma / CSF / 8000000 | 800000 | 80000 | 8000
BAL / biopsies (extract 300 L) (eluate 150 L)
Versant kPCR Molecular 400 pL 65 pL
System SP Plasma (extract 250 L) (eluate 50 L) 2500000 | 250000 [ 25000 | 2500
Whole blood 100 pL 2500000 | 250000 | 25000 | 2500
/ Amniotic Fluid
Serum /
L 12 12 12 12
% ey 7 A 50 50 000 5000 500 50
Whole blood
Amniofic Fluid 100 pL 2500000 | 250000 [ 25000 | 2500
QlAcube S /
erum 50 uL 1250000 | 125000 | 12500 | 1250
Plasma / CSF
Whole blood 200 k-
ole bloo
69-003 ) MagNA Pure Compact Amniofic Fluid 100 pL 2500000 | 250000 [ 25000 | 2500
ggylggegnjv MagNA Pure LC System S/
HHV6, 7,8 R-gene® Plasma / CSF
Whole blood 50 pL 1250000 | 125000 12 500 1250
NUCliSENS® easyMAG® Serum /
Plasma / CSF
Whole blood /
plasma / BAL / 800 pL 250 L
m2000sp Abbott urine / biopsies | (extract300 L) |  (eluate 150 L) 4000000 | 400000 | 40000 | 4000
/ amniotic fluid
Versant kPCR Molecular 400 pL 65 pL
System SP Plasma (extact250pL) | (eluate 50 L) 1250000 | 125000 12 500 1250

Page 7/ 11
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Conditions Standard concentration to be entered
Sample
R-gene® Kit Extraction method Specimen volumeto be | Elution volume Qs1 QSs2 QS3 Qs4
extracted
CSF/BAL/
Ophthalmologic
specimens /
QlAamp DNA .
. Gynaecological,
Ereet bRl smears / ENT
cutaneous /
plasma
MinElute Virus CSF
69-004 __iSpnki
HSV1 HSV2 VzV CSF/BAL/
R-gene” Ophthalmologic
71-015 specimens / 200 pL 50 pL
HSV1 r-gene® QIAamp_ DNA Gynaecological 500 000 50 000 5000 500
71-016 Blood Mini kit smears / ENT ?
HSV2 r-gene® QIAcube ; /
71-017 cutaneous
VZzV r-gene® plasma
QlAamp
MinElute Virus CSF
Spin Kit
MagNA Pure Compact CSF
MagNA Pure LC System
NucliSENS® easyMAG® CSF
Versant kPCR Molecular CSF 400 pL 65 pL
System SP (extract 250 L) (eluate 50 pL)
Whole blood /
QiAamp DNA F;:rsﬁr';:tsiry 100 pL 2500000 | 250000 | 25000 | 2500
Blood Minikit | Stool* / biopsies
Plasma / CSF 50 pL 1250 000 125 000 12 500 1250
QlAamp DNA
| Stool Mini kit Stool* 100 pL 2500000 | 250000 [ 25000 | 2500
Whole blood /
Respiratory 2500000 | 250000 | 25000 | 2500
QlAamp DNA samples* / 100 pL
QlAacube | BIOOdMiniKit | stool /biopsies
Plasma / CSF 50 pL 1250000 | 125000 | 12500 | 1250
QlAamp DNA 200 L
Stool Mini kit Stool* H 100 pL 2500000 | 250000 [ 25000 | 2500
69-010 Plas.ma /
ADENOVIRUS Respiratory 50 pL 1250000 | 125000 | 12500 | 1250
R-gene” MagNA Pure Compact samples*
MagNA Pure LC System
Wh"s'foz'lfwl 100 L 2500000 | 250000 | 25000 | 2500
Respiratory
les* /
NUCISENS®easyMAG® | \ytom blaod / 50 L 1250000 | 125000 | 12500 | 1250
Stool*
Respirat
BioRobot M48 QIAGEN strgg:,[y 100 pL 2500000 | 250000 | 25000 | 2500
Whole blood /
biopsies / 800 pL 250 L
m2000sp Abbott Respiratory (extract 300 L) | (eluate 150 L) 4000000 | 400 000 40 000 4000
samples*
Versant kPCR Molecular 400 pL 65 pL
System SP Plasma / CSF (extract 250 L) | (eluate 50 L) 1250000 | 125000 | 12500 | 1250

* For a quantitative detection in cp/PCR, see 69-010 datasheet, section 11.3.

Page 8 / 11
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Conditions Standard concentration to be entered
Sample
R-gene® Kit Extraction method Specimen volumeto be | Elution volume Qs1 QS2 QS3 Qs4
extracted
Wh°L'Jeri2'§°d J 100 L 2500000 | 250000 | 25000 | 2500
QIAamp DNA Plasma 50 pL 1250 000 125 000 12 500 1250
Blood Minikit | - Whole blood / 100 pL 2500000 | 250000 | 25000 | 2500
QlAcube Urine
Plasma 50 pL 1250 000 125 000 12 500 1250
Whole blood /
Urine 200 L 100 pL 2 500 000 250 000 25 000 2 500
69-013 MagNA Pure Compact
BK Virus R-gene® Plasma 50 uL 1250000 | 125000 12 500 1250
Whole blood 100 pL 2500000 | 250000 | 25000 | 2500
MagNA Pure LC System
Plasma / Urine 50 uL 1250000 | 125000 12 500 1250
Whole blood /
NUCHISENS® easyMAG® Plasma 50 pL 1250000 | 125000 12 500 1250
Urine 100 pL 2500000 | 250000 [ 25000 | 2500
Versant kPCR Molecular . 400 uL 65 L
System SP Plasma / Urine (extract 250 L) (eluate 50 L) 1250 000 125 000 12 500 1250

A\

If several parameters are detected in the same experiment, each quantification standard range
has to be identified one by one. Notapplicable for qualitative detection kits.

- Click on INSTRUMENT TAB, click CoNNECT (if necessary), then insert the microplate in the instrument.

- Launch the run by clicking on START (Fig. 18).

/ Setup Yinstrument

Inztrurent Control

Results

Temperature

Start Estimated Time Remaining (hh:mm}:

o |

| Status:

pend.. |

Sample:
Cover:

Cycle

Stage:

Tirne [rmm:ss):

Fig.18

State:

Heat Sink:
Block:

Rep:
Step:

Data Analysis

- At the end of the experiment, the SDS software automatically opens.

- Click on OK.

- Click on ANnALYsIs tab (Fig.19) then on ANALYZE (or click on this button E )

E File Wiew Tools Instrument | Analysisl Window Help

BEE -5 -2

Iz Hd &
Setup Y Instrument ¥ Results
Plate

Fig.19

- Click on REsuLTSs tab then AMPLIFICATION PLOT.

Page 9/ 11
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LINEAR MODE: QUANTIFICATION OF THE SAMPLES

- In TooLs in the menu bar, select GRAPH SETTINGS...

- In PosT RUN SETTINGS field (Fig.20) :

- In the Y-Axis tab, select LINEAR radio button.

- Click on APPLY then OK.

- Mark all samples in the table that you want to analyze.

- In DATA field select DELTA RN vs CycLE (Fig.21).

- In DETECTOR field select FAM RGENE.

Yoot Viimasts

o ‘hinphficatwem ot | Standard Curve ¥ Dissocabon § Repor §
1.0008+008 p—
Rots [Des Revs Cpee = |
Rskeist FAM R-gener |
R Line Colee [urel Coin =1
600084005 Aeviyis Soegs
Aol
é 4000005
= Thmsheld [1.157 02
&
1 wta Daseire
20008005 & Marsa Eansine:
Shor el [
1.0008+000 o
Erd fcvcke} 15
-2.0004+005 =0
1334586788 1011121314151617 18193021 22732435 7637 38 2930 31 32333435 38 37 3930 4041 4243 8445 Heb

Cwecle Number

Fig.21

MANUEL BASELINE ADJUSTMENT : IDENTIFICATION OF THE SAMPLES

- Select MANUAL CT (Fig.22) and adjust the noise band (green horizontal line) to a position where it crosses the
fluorescence curves of all the samples in their exponential part (Fig.23).

- Click on ANALYZE.

B re vew Toos tnstrument Anahus Window Hep

JFH SR EEOE

E =» ¥

2o ¥ mnstnomant ¥ Resolts = o E
\fFrate ¥ Spwcira Y Companent Aavgaitication Pot ¥ Sangaed Cianve J ¥ Repont
Deita Bn vs Cocl
1 6009008
1 4008+008
1 2000+008
1.0008+008
o BD008s005
&
=
& 6.000e-005
4 D008+ 005
2 0008+005
0.0008+000 | e I o -
=2 000e+005
103 5 7 8 11 131517 18 20 2325 27 20 ;M 33 I/ W W M 43 45
Cvcle Number
Fig.22
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Graph Seftings

1~ RnakTima Seltings: Fasl Run Seitings

oo Ao Scale Minimuars ey [ Bk Scale
I[ Lot Hirewan: (00007 Hicawam: [
L e
— Magiwan [10 My [0
st i autencnlad i FeaTne ol ¥ A Geals
el Wi 1
| z Waamym |
- Dy pticrss -
Lnewioh 2 =] 010)
Dtk I? Cancel || Axchy I

Fig.20

Data: IDeIla Rnws Cycle LI

Qelectur:l FAM Rgene '|
Line Color: |'wWell Calor vl

Data | DedaRn v Cycle =

Letecioc FAM Rgenex|

Line Color: |wel Colt =

Aralysia Sefings
 dutn Ot

Seast ekt [3
End oo} 15

Ansire
Heb

Fig.23
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Standard Carse

D=
4800 } |
[ ——
B raeced cbwctas]

ewcior FAM Rgenez]

- HIILATY A gera S0
T —

Fig.24

Leg 0

- The quantification results are edited in the REPORT tab.

& ANALYSIS OF CONTROLS (IC2sample, IC2WO0)
- Return in the AMPLIFICATION PLOT tab.

- Click on the DETECTOR field then select the detector VIC R-GENE (Fig.25).

Detector:| VIC Rgene [
Fig.25
- Perform the manual baseline adjustment as described in the previous section.

- Read the calculated CT in the REPORT tab at VIC R-GENE line for each sample inhibition control (IC2sample)
and compare its value to the CT value of the reference extraction + inhibition control (IC2WO0).

NOTE: Do not read the CT of the quantification standards (QS), sensitivity control (SC), positive control
(PC) or negative amplification control (RO) with the VIC R-GENE detector (VIC channel).

The interpretation results is only based on the comparison between the CT obtained for each
sample extraction + inhibition control (IC2sample) and the CT obtained with reference
extraction + inhibition control (IC2WO0).

Interpretation of Results

- Detailed interpretation is described in each corresponding datasheet.
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BIOMERIEUX, the blue logo, ARGENE, R-gene, r-gene, easyMAG and NucliSENS are used, pending and/or registered trademarks belonging to
bioMérieux, or one of its subsidiaries, or one of its companies.
Any other name or trademark is the property of its respective owner.
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