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LightCycler 480
DNA R-gene® Kits
Programming

The use of these guideline is dedicated for Argene kits that mentionned the instrument
LightCycler 480 in their package insert.

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

refer to their Outlined procedure.

N mTE——

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

Wavelength for signal

Steps Time Temperature Cycles reading
Taqg Polymerase Activation 15 min. 95°C 1 -
Denaturation 10 sec. 95°C =
Amplification ; 45 and/or
Annealing 40 sec. 60°C
L end of the annealing
Cooling (Optional) 30 sec. 40°C 1 -

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 LightCycler 480 Version 1.5.0 Software.

cnene ATE———

Page 1/ 11




ARGENE @ o oo 23

LightCycler 480 Praogramming

| In the room reserved for amplification |

For multiple wavelengths detection, the use of a colour compensation file is imperative to
interpret the results on the LightCycler 480.

A Make sure that LightCycler 480 used is a LightCycler 480 System Il (Figl).
The optical system of the LightCycler 480 System | does not allow an automatic colour
compensation.

el vy — e ——

Window:  [Overview

- LightCycler® 480 Software release 1.5.0
Version 1.5.0.39 FiGc.1

¥ STARTING THE LIGHTCYCLER SOFTWARE VERSION 1.5.0
- Switch on the computer, its screen and the LightCycler 480.
- Start the LightCycler Software by clicking its icon LIGHTCYCLER®480 SW 1.5 (Fig.2).

- Enter the user name and the software password.

Windsw:  [ovardew | Vasr:  Systeim Admis

=3 LightCycler® 480 Software release 1.5.0

Version 1.5.0.33

- In EXPERIMENT CREATION field :
Select WHITE PLATES or CLEAR
PLATES (Fig.3).

- Click on NEwW EXPERIMENT to open
the programming and run module.

o

Endpoint Gonotyping

Absolute Quantification
e

# ENTRY OF THE PROGRAM DATA

Ienans:  Viensal LightCycles 558 % Systom 1l | Mot Conmacted Databaa: My Computes Hlowsarchi

Windew:  [Waw Expasiomen = e Syutem A

- In the DETECTION FORMAT field select e : —| ! — !
= [Basectism Foamat [ouni Color Bparolysis Probe [ OFL Froke Bach Sire e 10 [ I Rractan Valume 15
DUAL COLOR HYDROLYSIS . s e - st ' ]
PrROBE/UPL ProBE (Fig.4) . (A [ —— I

- Set the REACTION VOLUME to 25 pL. = =

e
ey Tempermers Tagen.
. U Twn(0 hcquenMeds Hobd Mkt Bamp R (O Acqens e Soc Target () Step Sl £1 Stop Bulay fystent

B =loaroo:01
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ENTRY OF THE AMPLIFICATION PARAMETERS:

- In PROGRAM NAME column (Fig.5): . e p—

| Database; My Compunes Fessaachi
.
- Enter ACTIVATION in the 1% row. Sasos } — |
- Click the «+». Bl In-w i — Jm — — Ao s —— .
- Enter AMPLIFICATION in the 2" row. B i g i e J - H
- Click the «+». : v
Puagram Mame Gidos  Amalyls Moo E

- Enter COOLING in the 3" row. dacimy O 7

- In the CycLES column:
- Enter 1 in the 1% row.
- Enter 45 in the 2™ row
- Enter 1 in the 3" row

lnl:a‘;;l"u;;mhlu
my =] fper ") Sec Target () Step Size () Stap Dubay fcyclesy

~Jogi0i1 T

- In the ANALYSIS MODE column:
- Select NONE in the 1% row.

- Select QUANTIFICATION in the 2™ row
- Select NONE in the 3" row

: Light Cycler 488 ) Staniby s MWF) Dutabase: by Compuntnr (Traceabla)

4 Activation step

[Few Expasimant =] e Sywimen Admin

- Click on the ACTIVATION program: | o | P ot |
- Set 95 in the TARGET column e (@) seasie [ me[ m-m-!—ﬂ‘
- Set 00:15:00 in the HoLD i o — e
column (Fig.6). o —— j
4 Amplification step ] g
- Click on the AMPLIFICATION program: o (] oo Temperanre Ty
- Set 95 in the 1% row of the TARGET —.@};}--,,- e ]
column. e
- Set 00:00:10 in the 1% row of the ~

HoLD column.

- Click the «+» 1 time.

- Set 60 in the 2™ row of the TARGET
column.

- Select SINGLE in the AcqQuisITION
MODE column.

- Set 00:00:40 in the 2™ row of the

|‘||| T “ ||‘ || Il |.'| ‘ ” |'| |‘| |'| |'| Il '|[ || || || I I||h ﬂ|||

||| |Il|l ........

|J|l

HoLD column.

4 Cooling step
- Click on the CooLING program.
- Set 40 in the TARGET column
- Set 00:00:30 in the HoLD column.
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ENTRY of PARAMETERS FOR RESULTS INTERPRETATION

- Click on SAMPLE EDITOR

et Virmal LightCycles 838 % Systom Il Mot Conmmcied Databave: My Consputed Poveaichi
- Inthe STEP 1: SELECT WORKFLOW field Windew: [ty R
Select ABs QUANT (Fig.7). | T | [ e

i
£l
1 1

| ==

combination

RN NI
AL VIE W/
&2 es-
a3 i /)
A3 ram (ads-sio

- Inthe STEP 2: SELECT SAMPLES field
Select ALL SAMPLES.

S|
it |

i
N BOH @5 @8 o

- In the SELECT FILTER COMBINATIONS field [ ! E':":*:“EE e
Select the check box 465-510 and/or . E“.. E? E s
533-580. R~ —
N [ 77 ] T
A Use the 533-580 nm channel only for multiple e | Ewemy] e
 Posltive CommrsbColbiatn. a0 rax (as-sie W Jwgle 0 Gumom
wavelengths detection. Cvaist comusivion | = (N sitcuia| | | 5SSO R e
T - e i
- In the UNITS field enter CoPIES /ML CEME D TN B
-
Fi1G.7

AT R (aas-an
&7 WiE ¢ mER
8 TaR (4433
as vic 4w ¢

SAVE THE “60°C RGeENE” PROGRAM
- Click the tick button near APPLY TEMPLATE

to store this program for subsequent experiments ' By
and select SAVE As TEMPLATE (Fig.8). E_- )

A new window appears:
- Click on the “+” next to TEMPLATES
- Click on RUN TEMPLATES
- Enter the name of the program: 60°C RGENE.
- Click on RuN TEMPLATES again and validate by clicking on the tick button.

£

:

i
[EE T B

Note: If this program has already been saved, it can be launched directly by clicking on NEw
EXPERIMENT FROM TEMPLATE in the main menu and selecting the appropriate program
(60°C RGENE).
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Running the Program

- Run the amplification program (stored according to the instructions described in section “LightCycler 480

Programming”) by clicking in EXPERIMENT section on START RUN (Fig 9).
- To store the file, click on the record image.
- Type the name of your file (ex: EBV RGENE YYYY-MM-DD) and validate.

DEFINE THE SAMPLES

Snstumars:  Lighd Cycler 850 / Stanaiey s AWT)

Btsbme: iy Compter (Fincmablng

Windewr [l Expimen

] a- |

g [

— |

Lot [

Cl (G messie | pwen] --vn—l'.-'_-_ﬂ

o o

NEevDen TE |

- Click on SAMPLE EDITOR to specify the samples, standards and controls to be amplified in each position of

the block.

- Fill the SAMPLE NAME column in the tab.

- Define the samples in the QUANTIFICATION SAMPLE TYPE column in the tab as described in the table below.

Quantitative kits

Qualitative kits

Channels FAM VIC/HEX/YELLOWS555 FAM VIC/HEX/YELLOWS555
(465-510) (533-580) (465-510) (533-580)

Patient samples UNKNOWN UNKNOWN UNKNOWN UNKNOWN
%J;l)ntlflcatlon SETEEE STANDARD UNKNOWN Not applicable
Sensitivity control (SC) UNKNOWN UNKNOWN Not applicable
Extraction+inhibition control NEGATIVE PoOSITIVE NEGATIVE PoOSITIVE
(IC2W0) CONTROL CONTROL/ CALIBRATOR CONTROL CONTROL/ CALIBRATOR

- . POSITIVE
Positive control (PC) Not applicable TG AT Vo UNKNOWN
Negative Amplification NEGATIVE NEGATIVE
Control (RO) CONTROL UNKNOWN CONTROL UNKNOWN

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 kis.
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3 ONLY FOR QUANTIFICATION:

- Enter the concentration of the standard(s) (cp/mL) in the CONCENTRATION column.
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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
7 Whole blood 100 pL 5 000 000 500 000 50 000 5000
| QlAampDNA | Plasma/CSF 50 pL 2500000 | 250000 | 25000 | 2500
ST Blood Minikit | whole blood 100 pL 5000000 | 500000 | 50000 | 5000
cube
Plasma / CSF 200 uL 50 uL 2500 000 250 000 25000 2500
MagNA Pure Compact Whole blood 100 pL 5 000 000 500 000 50 000 5 000
69-002 MagNA Pure LC System Plasma / CSF 50 L 2500000 | 250000 | 25000 | 2500
= NUCIISENS® easyMAG® uilrele derd ) 50 pL 2500000 | 250000 | 25000 | 2500
Plasma / CSF
BioRobot EZ1 Workstation Whole blood 350 pL 200 pL 6 000 000 600 000 60 000 6 000
Whole blood /
800 pL 250 pL
m2000sp Abbott plasma/CSF/ 8 000 000 800 000 80 000 8 000
BAL / biopsies (extract 300 pL) (eluate 150 pL)
Versant kPCR Molecular 400 pL 65 pL
System SP Plasma (extract 250 L) (eluate 50 L) 2500 000 250 000 25000 2500
Whole biood 100 pL 2500000 | 250000 | 25000 | 2500
Amniotic Fluid
Serum /
al pDNA | Plasma/CSF 50 uL 1250 000 125 000 12 500 1250
Blood Minikit | Whole blood 100 L 2500000 | 250000 | 25000 | 2500
Amniotic Fluid
QlAcube Serum
50 pL 1250 000 125 000 12 500 1250
Plasma / CSF
Whole blood 200t
ole bloo
69-003 ) MagNA Pure Compact Amniotic Fluid 100 pL 2500 000 250 000 25000 2500
gg}’l'ggeg;\/ MagNA Pure LC System S
HHVS, 7,8 R-gene® Plasma / CSF
Whole blood 50 pL 1250000 | 125000 | 12500 | 1250
NUucliSENS® easyMAG® Serum/
Plasma / CSF
Whole blood /
plasma / BAL / 800 pL 250 pL
m2000sp Abbott urine / biopsies | (extract300pL) | (eluate 150 L) 4 000 000 400 000 40 000 4000
/ amniotic fluid
Versant kPCR Molecular 400 pL 65 pL
System SP Plasma (extract 250 L) (eluate 50 L) 1250 000 125 000 12 500 1250
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Conditions Standard concentration to be entered
Sample
R-gene® Kit Extraction method Specimen volumeto be | Elution volume Qs1 QSs2 QSs3 Qs4
extracted
CSF/BAL/
Ophthalmologic
specimens /
QlAamp DNA :
. Gynaecological,
Eachie smears / ENT
cutaneous /
plasma
MinElute Virus CSF
Spin Kit
69-004
HSV1 HSV2 VzV CSF/BAL/
R-gene® Ophthalmologic
71-015 specimens / 200 pL 50 uL
HSV1 r-gene® QIABMPDNA | o o cological 500000 | 50000 | 5000 500
71-016 ELoae Kbl smears / ENT ’
HSV2 r-gene® QlAcube " /
71-017 cutaneous
VZzV r-gene® plasma
QlAamp
MinElute Virus CSF
Spin Kit
MagNA Pure Compact CSE
MagNA Pure LC System
NUcliSENS® easy MAG” CSF
Versant kPCR Molecular CSE 400 pL 65 pL
System SP (extract 250 L) (eluate 50uL)
Whole blood /
RES ey 100 pL 2500000 | 250000 | 25000 | 2500
QlAamp DNA samples* /
Blood Mini kit | Stool* / biopsies
Plasma / CSF 50 L 1250000 | 125000 | 12500 | 1250
QlAamp DNA "
Stool Mini kit Stool 100 pL 2500000 | 250000 | 25000 | 2500
Whole blood /
Respiratol 2500000 | 250000 | 25000 | 2500
QUAMPDNA | sormmias | 100 L
QlAcube Blood Mini kit | stool* / biopsies
Plasma/ CSF 50 pL 1250000 | 125000 | 12500 | 1250
sl L Stool* 200 pL 100 uL 2500000 | 250000 | 25000 | 2500
Stool Mini kit
69-010 Plasma/
ADENOVIRUS Respiratory 50 pL 1250000 | 125000 | 12500 | 1250
FeEne MagNA Pure Compact samples*
MagNA Pure LC System
Wh‘gfoz'l‘j“/ 100 pL 2500000 | 250000 | 25000 | 2500
Respiratory
samples* /
NUCISENS® easyMAG® Wholepblood / 50 L 1250000 | 125000 | 12500 | 1250
Stool*
Respirato
BioRobot M48 QIAGEN i ,Ey 100 pL 2500000 | 250000 | 25000 | 2500
samples
Whole blood /
biopsies / 800 pL 250 pL
m2000sp Abbott Respiratory | (extract300pL)|  (eluate 150pL) 4000000 | 400000 | 40000 | 4000
samples*
Versant kPCR Molecular 400 pL 65 pL
System SP Plasma/ CSF (extract 250 L) (eluate 50uL) 1250000 | 125000 | 12500 | 1250

* For a quantitative detection in cp/PCR, see 69-010 datasheet, section 11.3.
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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°$iiﬁg’°d J 100 pL 2500000 | 250000 | 25000 | 2500
QlAamp DNA Plasma 50 L 1250000 | 125000 | 12500 | 1250
Blood Mini kit
n tiliele Bl 100 pL 2500000 | 250000 | 25000 | 2500
QlAcube Urine
Plasma 50 pL 1 250 000 125 000 12 500 1250
Whol'frig'é”d / 200 UL 100 pL 2500000 | 250000 | 25000 | 2500
69-013 MagNA Pure Compact H
BK Virus R-gene® Plasma 50 pL 1 250 000 125 000 12 500 1250
Whole blood 100 pL 2500000 | 250000 25000 2500
MagNA Pure LC System
Plasma / Urine 50 pL 1250000 | 125000 12 500 1250
Whole blood /
NUClISENS® e asyM AG® Plasma 50 pL 1 250 000 125 000 12 500 1250
Urine 100 pL 2 500 000 250 000 25 000 2 500
Versant kPCR Molecular ] 400 pL 65 pL
System SP Plasma / Urine (extract 250 L) (eluate 500L) 1250000 | 125000 12 500 1250
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Data Analysis

GENERATE ANALYSIS FILE(S)

- At the end of the run, in ANALYSIS section, in CREATE NEw ANALYSsSIS field double click on ABs QUANT
/ 2No DERIVATIVE MAX (Fig.10). Then, validate (Fig.11).

Abs (rsane/Fit Points
Advanced Belative Quantificaticn
Basic Relative Cuantification

Fic.11

Fic.10 [Ai==

4 ACTIVATION OF COLOUR COMPENSATION FILE/OBJECT

- Click on the tick button near to COLOR COMP

(Fig.12) then select IN DATABASE and choose  ww e —————— 3 o S|
the file : UNIVERSAL CC FAM (510)-VIC (580) (& === = 18002 [F)
and validate. *f*'_:' et == B
[] & :
EraciE -l

- A new window appears:

- Select the check box FAM (465-510) and
VIC/HEX/YELLOWSS5S5 (533-580) and validate (Fig13).
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ANALYSIS OF SAMPLES AND STANDARDS
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- Click on FILTER CoMB and choose
FAM (465-510) (Fig.14)

- Click on CALCULATE .

= i

- = | _
288 Gl , 5
mrE{e] RS ErEpeEn L

Fic.14 |

> ONLY FOR QUANTIFICATION:

%

ONLY FOR QUANTIFICATION

4 Standard curve: Viral Load Quantification
- The quantification measure must be performed with the ABS QUANT/ 2ND DERIVATIVE MAX method.
- If the standard curve is created with all 4 quantification standards (QS1, QS2, QS3, QS4):
- A calculated concentration is displayed for each well from the column Conc (coriEs /ML).
- Read the calculated concentration for each positive sample.
- If the standard curve is imported from the QS3:
- Click on the tick button next to Use EFFICIENCY then select STD CURVE (EXTERNAL).

- Choose a standard curve previously saved.
Example: “HSV1 R-gene or HSV2 R-gene or VZV R-gene — Lot number-date”.

- Read the calculated concentration for each positive in the column ConNc (coprPIES /ML).

CREATION OF THE EXTERNAL STANDARD CURVE (Optional)

- An external standard curve can be created: - When the R-gene® kit is used for the first time.
- With every new batch number of the kit.
- When the standard curve has been created more than 3
months ago.

- The external standard curve is created with the 4 quantification standards (QS1, QS2, QS3, QS4).

- This curve can be stored and imported in subsequent runs when using products of the same batch number.
However, the quantification standard QS3 ALWAYS has to be created with every new run.

- The value of the EFFICIENCY and the CP of QS3 must be between:

69-004

71-015
69-002 69-003 71-016 69-100 69-010 69-013

71-017
Efficienc 1.900 1.900 1.700 1.900 1.900 1.800
y 2.050 2.050 2.100 2.050 2.050 2.100

CMV: 30-35

CP 28-32 30-35 31-35 HHVE: 30 - 34 29-33 28-32

- If the value of the EFFICIENCY or the CP value of QS3 does not correspond to these parameters, the curve
cannot be validated as an external standard curve. A new curve has to be created with all four quantification
standards (QS1, QS2, QS3, QS4).

- Store the external standard curve by clicking on the tick button near to STANDARD CURVE (IN RUN) then
choose SAVE AS EXTERNAL.

- Type the name of standard curve (for example: “HSV1 R-gene or HSV2 R-gene or VZV R-gene — Lot
number-date”) and store it in the file STD CURVE.

- Repeat for each parameter to be analysed.
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# ANALYSIS OF CONTROLS (IC2sample, IC2W0)
- Click on the FILTER ComMB and choose VIC/HEX/YELLOWS555 (533-580)

A 71-101 (DICO Extra r-gene®, Argene) has to be read at FAM (465-510)

- Check that the validated colour compensation file was activated (CoLOR CoOMP (ON))

- Click on CALCULATE.

- Read the calculated CP in the CP column for each sample inhibition control (IC2Sample) and compare this value
to the CP value of the reference extraction+ inhibition control (IC2WO0).

NOTE : Do not read the CP of the quantification standards (QS), sensitivity control (SC), negative
control (RO) and positive control (PC) at .

The interpretation results are only based on the comparison of the CP obtained for each
sample inhibition control (IC2sample) with the CP 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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