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1. Paredzeétais lietojums

Lieto$anai in vitro diagnostika. Génu krasu kompensacijas komplektu RIDA®GENE Color
Compensation Kit IV paredzéts izmantot dupleksa un augstakas vértibas RIDA®GENE
real-time PCR testa cikliem instrumenta LightCycler® 480 1I. Komplekts RIDA®GENE Color
Compensation Kit IV ir piemérots krasu kompensacijas faila generésanai, ko izmanto
dupleksu un augstakas vértibas RIDA®GENE real-time PCR testu kvalitativai un
kvantitativai analizei instrumenta LightCycler® 480 II.

Izstradajums paredzéts profesionalai lietoSanai.

2. Kopsavilkums un skaidrojums par testu

Reallaika PKR testa fluorescéjosas zinojosas krasvielas izstarotais fluorescéjosais signals
var parklat blakus eso$o krasu kanalu, tadéjadi generéjot signalu (Skérsrunu). Ja krasu
kompensacijas faila netiek veikti atbilstosi labojumi, fluorescéjosa signala generétas
Skérsrunas dé| var ieglt nepareizu rezultatu. Krasu kompensacijas fails var kompensét
krasu kanalos generéto Skérsrunu.

3. Testa princips

Geénu krasu kompensacijas komplektu RIDA®GENE Color Compensation Kit IV paredzéts
izmantot dupleksa un augstakas vértibas RIDA®GENE real-time PCR testa cikliem
instrumenta LightCycler® 480 II.

4. Nodrosinatie reagenti

1. tabula.  NodroSinatie reagenti (komplekta ieklauto reagentu apjoms ir pietiekams trim
krasu kompensacijas cikliem.)

Komplekta Reagents Vaka krasa
kods

1 1 gab.| 400 uL | Balts, gatavs lietoSanai

2 1 gab.| 400 uL | Zils, gatavs lieto$anai

3 1 gab.| 400 uL | Zal$, gatavs lietodanai

4 1 gab.| 400 uL | Dzeltens, gatavs lieto$anai
5 1 gab.| 400 yL | Oranzs, gatavs lietoanai
6 Dye 5 1 gab.| 400 pL | Sarkans, gatavs lietoSanai
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5. Noradijumi par glabasanu

- Ladzu, ievérojiet 2. tabula sniegtos noradijumus. Novietojiet komplektu glabasanai uzreiz
péc lietoSanas saskana ar sniegtajiem noradijumiem.

- Visi rea@enti jaglaba vide, kura temperatiras diapazons ir no -16 °C Iidz -28 °C.
Reagentus nedrikst paklaut gaismas iedarbibai. Neatvértus reagentus drikst lietot l1dz
deriguma termina beigam, kas noradits uz etiketes. Péc deriguma termina beigam vairs
netiek garantéta to kvalitate.

- Pirms lietoSanas visi reagenti piesardzigi jaatkausé (pieméram, ledusskapt 2-8 °C
temperatira).

- Testa veikispéja netiek ietekméta lidz trim atkartotas sasaldéSanas un atkauséSanas
reizém.

- PKR sagatavoSanas laika (2—8 °C) atbilstoSi atdzesgjiet visus reagentus.

2. tabula. Glabasanas nosacijumi un informacija

Glabasanas
temperatira

neatverts No -16 °C lidz -28 °C

Maksimalais glabasanas ilgums

Drikst izmantot l1dz noraditajam
deriguma termina beigu datumam

atverts No -16 °C lidz -28 °C Tris atkauséSanas-sasaldéSanas cikli
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6. NepiecieSamie, bet komplekta neieklautie reagenti

6.1. Reagenti

Nav.

6.2. Laboratorijas aprikojums

Komplekta RIDA®GENE Color Compensation Kit IV testam ir nepiecie$ams turpinajuma
noraditais aprikojums.

Reallaika PKR instruments: LightCycler® 480 Il (Roche)
Reallaika PKR paligmateriali (plates (zema profila, baltas iedobes, caurspidigs ramis),
reakcijas flakoni, pléves)

Centriftiga ar rotoru platém/reakcijas flakoniem
Virpulmaisitajs

Pipetes (0,5-20 uL, 20-200 pL, 100—-1000 uL)
Pipetes uzgali ar filtriem

Vienreiz lietojamie cimdi bez pulvera

Ja jums ir jautajumi, l0dzu, sazinieties ar R-Biopharm AG, rakstot uz pcr@r-biopharm.de.
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7. Bridinajumi un piesardzibas pasakumi lietotajiem

LietoSanai tikai in vitro diagnostika.

So testu drikst veikt tikai kvalificéti laboratorijas darbinieki. levérojiet vadlinijas darbam
medicinas laboratorijas.

Veicot So testu, vienmér ieverojiet lietoSanas rokasgramata sniegto informaciju.

Paraugus vai reagentus nedrikst iepilinat no pipetes, pasot ar muti. Izvairieties no
saskares ar bojatu adu un glotadu.

Rikojoties ar reagentiem un paraugiem, izmantojiet individualos aizsarglidzeklus
(atbilstoSus cimdus, laboratorijas halatu, aizsargbrilles) un péc testa nomazgajiet rokas.
Nesmékéjiet, neédiet un nedzeriet vietas, kur tiek apstradati paraugi.

Lai izvairitos no savstarpéja piesarnojuma un kltadaini pozitiva rezultata, apstrade javeic
atseviska telpa, ka art jaizmanto ekstrakcijai, PKR sagatavoSanai un PKR testam
piemérots apgérbs un instrumenti.

Kltniskie paraugi un visi reagenti un materiali, kas nonak saskaré ar potenciali infekcioziem
paraugiem, jauzskata par potenciali infekcioziem un atbilstoSi jautilize.

Nelietojiet komplektu péc ta deriguma termina beigam. Lietotajiem ir pienakums
nodrosinat visu reagentu un materialu pareizu utilizaciju péc to lietoSanas. Utilizacija javeic
saskana ar attiecigaja valsti spéka esosajiem noteikumiem.

Detalizéta informacija par droSibas datu lapu (Safety Data Sheet, SDS) ir atrodama ar
preces numuru vietné https://clinical.r-biopharm.com/search/.

Lietotajiem Eiropas Savieniba: zinot R-Biopharm AG un attiecigajam valsts iestadém
par visam nopietnajam nevélamajam blakusparadibam, kas saistitas ar $o
izstradajumu.
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8. Protokols krasu kompensacijas faila generé$anai instrumenta LightCycler® 480 Il

8.1.Krasu kompensacijas sagatavosana

Pirms lietoSanas atkauséjiet, samaisiet un Tslaicigi centrifugéjiet reagentus. Darba posmu
laika reagenti vienmer ir atbilstoSi jaatdzesé (no 2 °C Iidz -8 °C). Lai veiktu krasu
kompensacijas ciklu, ar pipeti iepiliniet mikrotitréSanas platé piecas krasvielu reakcijas pa
20 uL katru, tostarp fona jeb tukSu (Blank) (skatit 1. attélu).
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1. attéls. Krasu kompensacijas pipetéSanas shéma instrumenta LightCycler® 480 Il.
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3.tabula. Krasu kompensacijas sagatavo$ana instrumentam LightCycler® 480 |

Komplekta Readents Daudzums katrai lepiliniet 20 pL katra no
kods 9 reakcijai noraditajam iedobém

1 20 pL B2, C2, D2, E2, F2
2 20 uL B4, C4, D4, E4, F4
3 20 pL B6, C6, D6, E6, F6
4 20 pL B8, C8, D8, E8, F8
5 20 pL B10, C10, D10, E10, F10
6 Dye 5 20 pL B12, C12, D12, E12, F12

Péc reagentu iepilinaSanas parklajiet mikrotitréSanas plati ar optisko foliju un, ja iesp&jams,
centrifugéjiet to. Saciet reallaika PKR ciklu atbilstosi ierices iestatijumiem.
8.2.PKR instrumenta iestatijumi

Piezime. Lai iestatitu noteik§anas formatu, piesakieties programmatira ka
administrators.

1. Startéjiet programmatdru, noklikSkiniet uz ikonas “Tools" un péc tam iestatiet
noteikS8anas formatu (skatit nakamo attélu).

Instrument:  Virtual LightCycler 480 96 System |1 7 Not Connected
window:  [Overview E|

- LightCycler® 480 Software release 1.5.1.62 SP3

Version 1.5.1.62

A\
A%

Gene Scanning

Absolute Quantification
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. Tiks atvérts turpinajuma redzamais logs. Loga Tools atlasiet vienumu “Detection

Formats”. NoklikSkiniet uz pogas “New” , izveidojiet jaunu noteikSanas formatu (skatit
4. tabulu) un saglab3jiet to ka “RIDA®GENE” (skatit turpinajuma sniegto attélu).

Tools
E-User Access — D Formats: —Filter Combi Sel
i i~Current Password =
Users and Groups BEIE [ Emission
 ayatem Herriinga v SYBR Green I / HRM Dye
perair Giitaaas Cd SimpleProbe E 488 510 580 610 640 660
Zrror Tog v Mono Color Hydrolysis Probe / UPL Probe : T BT BT T T |
= 5 v Dual Color Hydrolysis Probe / UPL Probs¢ i
'i;aibezﬁelol;;iﬂdﬂgi‘:tjﬂsr;rs = 3 Color Hydrolysis Probe ; 0 e e
i Update Quely Engine v 4 Color Hvdrolysis Probe a 498 I:I EI I I I |
CIEan-4dp Database el Mono Color HybProbe t
i Instruments ¥| Multi Color HybProbe i s3] O F F I I
\..Detection Formats > v RIDASGENE o
" e 0 00O OO F
g
u— [y
— Sel d Filter Combination List
Excitation  Emission Name
Filter Filter
- | 488  440-488
b 510 465-510
2 533 580 533-580
533 610 533-610
618 660 CLOwEED

4. tabula. NoteikSanas kanala iestatiS8ana instrumentam LightCycler® 480 Il

Filtru kombinacija

440/488
465/510
533/580
533/610
618/660

Parametriem Quant Factor, Melt Factor un Integration Time iestatiet vértibu 1
(noklus&jums).

Piezime.

Noklikskiniet uz pogas “Close”, lai izietu no loga Tools.
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3. Kad noteik8anas formata iestatiS8ana ir pabeigta, noklikSkiniet uz pogas “New
Experiment” (skatit turpinajuma sniegto attélu).

Instrument:  Virtual LightCycler 480 96 System I | Not Connected Database: My Computer (Research)

Window:  [Gvarviow E System Admin

LightCycler® 480 Software release 1.5.1.62 SP3
Version 1.5.1.62

A\
A%

Gene Scanning

‘A Warning 13. ase activate an instrument before ng uwp a new run.
saz sctivats sn instriment Befors sstting up 8 new run

4. Atlasiet noteik$anas formatu “RIDA®GENE” un ievadiet reakcijas tilpumu 20 pL
(noklus€jums) (skatiet turpinajuma sniegto attélu).

Run Protocol Data ‘ ﬂ

5. lestatiet termisko profilu (skatit 5. tabulu).

Temperature targets

5. tabula. Termiskais profils

Cycles / Target Acquisition Hold Ramp rate
Program Analysis Mode [°C] Mode [hh:mm:ss] [°cls]
Initial Denat.| 1/ none 95 none 00:00:30 4.4
. . 95 none 00:00:15 4.4
Cycling 5 / Quantification 50 single 00:00:30 22
95 none 00:00:01 4.4
50 none 00:00:30 2,2
TM Analysis | 1/ Color Compensation Acquisitions
70 continuous (per °C)
=10.14*

Piezime. Parliecinieties, vai parametru “Cycles” un “Analysis Mode” vértibas ir pareizas.

* Atkariba no atlasita detektora formata palielinajuma atrums var nedaudz at3kirties.
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6. Kad iestatiSana ir pabeigta, eksperimentam jaizskatas tadam ka turpinajuma sniegtaja
attéla.

Instrument: Virtual LightCycler 480 96 System i/ Not Connected Database: My Computer (Research)

Window:  [New Experiment

1 Run Protocol
Experi-| L. -
[ =

oy
. Color Comp ID [ LotNo| TestID | .
4 Programs
Program Name Cycles
Inicial Denat. = 7
cccc =lQuantification v,
. @ e .
=
= Tagos .
. Target (C) Acquisition Mode Cls) Acquisitions (per °C) ‘Sec Target (°C) Step Size (°C) ‘Step Delay (cycles)
®, - o 5 . - ; .
1ES =|No o1 = = =] S S
© = S S 4 & : .

(o ] v J e )

A | [AWarning 13.01.2021 15:21:41 Please activate an instrument before seccing up a new run. 10 4
/I\ | [AFaming 15:01.2021 15:21:54 Picase activate an instrument before setting up a new run. e .

7. Lai iestatitu mikrotitréSanas plates izkartojumu, parejiet uz sadalu “Subset Editor”.
Noklikskiniet uz ikonas ar tekstu “Plus”, lai izveidotu jaunu apakskopu, un péc tam
ievadiet izkartojuma nosaukumu (pieméram, Color Compensation). Turiet nospiestu
taustinu Ctrl un ar peles kreiso pogu atziméjiet visas mikrotitréSanas plates iedobes ar
reagentiem (skatit 1. un 2. attélu). NoklikSkiniet uz pogas “Apply”, lai pabeigtu
apakskopas izveidi. Ekrana izkartojumam jabat tadam ka turpinajuma sniegtaja attéla.

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected

E
B
g
H

[New Experiment = User:
- Subs; rNew Subset 1 settings
,<'s |Report

2 Color Compensati

.ﬂ..EII
2 g
a

~
 m—
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8. Parejiet uz sadalu “Sample Editor”. 1. sadala “Select Workflow” atlasiet opciju
“Color Comp”. 2. sadala “Select Samples” atlasiet ieprieks iestatito apakskopu (Color
Compensation ). Lai pabeigtu izkartojuma izveidi, lauka “Dominant Channel” atlasiet
dominéjo$o kanalu katram reagentam (Blank, Dye 1, Dye 2, Dye 3, Dye 4, Dye 5)
(skatit 6. tabulu). Reakcijam ar fona krasu (Blank) atlasiet “Water” (skatit turpinajuma
sniegto attélu).

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database
Wwindow,_INo e o s | Iaer
[Expe" SiepI Select Workfl H Select Filter C
(" Abs Quant (" Rel Quant (" Scanning  (* ¢ olor Comp ‘ ’7._ SRR
| —— et Gena [ EncptCog® H‘ e 7465510 7 533.580 533610 [ 618-660
;:‘,?:, ~Stan 3- Saloct S+ iples—————— —— | o[ Color| ReplOf | Sampl Name| Dominant
J Channel
R R CoLox Conpe: j' @.9 » 52| W Blank Wa
SE""‘F“‘e 102 304 1506 mfs @10 ;i cz | W Lank Water
e . z| W Blank Wat.
B 2 | H Blank Water
-1 2| W Blank Water
B | W Dye 1 2a0-488
’— c: | W Dye 1 440-488
H = o< | W Dye 1 340-483
= | W Dye 1 240-488
2 | W Dye 1 440-488
@ [pominant chanae1 = BE Dye 2 85510
= Dye 2 465-510
B Water @ 440488 [l 465510 D5 Dye 2 465-510
@ 533580 @ 533610 ) 618660 E6 Dye 2 465-510
[ Fé Dye 2 465-510
B8 Dye 3 533-580
cs Dye 3 533-580
D8 Dye 3 533-580
Eg Dye 3 533-580
5 Dye 3 533-580
Blo Dye 4 533-610
clo Dye 4 533-610
nio Dues 533-610
E10 Dye 4 533-610
Flo Dye 4 533-€10
B12 Dye 5 618-660
c1z Dye 5 618-660
D1z Dye 5 618-660
e El2 Dye 5 618-660
Step 3: Edit Color Comp Properti Fl2 Dye & §18-660
IVSampIe Name

6. tabula. Reagentu domingjo$a kanala iestatijumi (LightCycler® 480 II)

Dominant Channel

Blan Water

440/488
465/510
Dye 3 533/580
533/610
618/660

O 0|0
() DD
e N[

O
()
(6)]

RIDA®GENE Color Compensation Kit IV 2022-02-03 11



9. lericé ievietojiet plati ar sagatavotajam reakcijam. NoklikSkiniet uz “Experiment” un péc
tam noklikSkiniet uz “Start Run”, lai sadktu eksperimentu (skatit turpindjuma sniegto
attélu).

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected

Database
aw:  [New Experiment =] User:
[ o Run Protocol | Data ‘ Run Notes
| || p—
\ . | Detection Format [zTonsczme | Block Size | Pl
Subset
Color Comp ID [ Lot No TestID |
Programs
Sample| Program Name
B @ Initial Demat.
Cycling
@ b/ TM-2nalyse
’ : Vv
5 (I e =3
———ilie A~ TM-Analyse Temperature Targets
) Target (°C) Acquisition Mode Hold (hh:mm:ss) Ramp Rate (*Cls) Acquisitions (per °C) Sec Target (°C) Ste
>g5 *lHone ~|oo:00:01 4.2
50 *|None 00:00:01 SE
Crmm———
Overview
10
E
E!
:
_ 8l
2
s 7
E 65
g 6
3
55|
e =
It
4
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8.3. Krasu kompensacijas faila novertésana un izveide

1. Kad LightCycler® eksperiments ir pabeigts, noklikskiniet uz pogas “Analysis” (skatit
turpinajuma sniegto attélu).

Instrument:  Virtual LightCycler 480 96 System Il / Not Connected

Window:  [2021 cC IV 11188

Run Protocol
EEEN
Run complete...
SuhseQ:ICnlnI Compensation j ....
10 12 r
- .= —————
10
—_—
s ————— —
F 00
F 800
T 700
8
g 600
~| ﬁ 50.0
5 400
=300
200
10
0.0
219
e
O . |r £
Samples |n
Color Pos Name | o0l
I B2 Blank H
I 382 Dye 1l 95
B& Dye 2 90
BE Dye 3 o5
B 10 Dye 2 o
B B12 Dye 5 g
Il c2 Blank ¥ 5
I c: Dye 1 E 70
Cé Dye 2 E‘ 55
C8 Dye 3 3 e
B cilo Dye 2
o = 551

2. Dialoglodzina “Create New Analysis” parejiet uz vienumu “Color Compensation”.
Atvértaja dialoglodzina atlasiet vélamo apakskopu (pieméram, Color Compensation) un
apstipriniet atlasi (skatit turpinajuma sniegto attélu).

—Create New Analysis

Bbs Quant/2nd Derivative Max
Abs Quant/Fit Points Create new analysis
Advanced Relative Quantification
Basic Relative Quantification Analysis Type ¥ |Color Compensati
Seltll COLNEERETT Subset Color Compensation
Endpoint Genotyping

Melt Curve Genotyping Program -)FITM
Tm Calling

Name ‘*‘ICD].DI Compensation 1
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3. Tiks atverts analizes logs, kura noklikskiniet uz “Calculate” un péc tam noklikskiniet uz
“Save CC Object” (skatit turpinajuma sniegto attélu).

=
Instrument:  Virtual LightCycler 480 96 System Il / Not Connected Database
Window: [2021 cc v 11188 | User:
i Analyses [Color Compensation for Color Compensation
ment
St R oot
Editor -
i =
x
Sample OF -| 120]
Editor /
g 110
100{
Analysis { a0l
i ; 30|
Report 3
g 60
@ Water @ 440488 s °H
@ 265510 @ 533-580 U
@ 533610 [] 618660 301
RIS 20]
Samples ~ o
Include | Color Pos |Name
v Bl B2 Blank o
! B 5¢ Dye: 50 Bl 52 E £ 5 E3 2 5 EJ Bl &2 & &t &5 3
td Il 86 Dve2 Temperature
] W 5t Dyes
v B 510 Dye ¢ o
v Bl2 Dye 5 mesneate Do
v Il c2 Blank
2 W c: Dyve:
v B Cé Dye 2
v W ce Dyes g
Cd B cio Dye 3 §
v c12 fye 5 =
v [ | D2 llank T
v B : DvET i
v B oo vve: i
Ca M e Dyes =
—

4. Saglabajiet krasu kompensacijas failu ar nosaukumu “RIDA®GENE CCIV” mapé “CCC”
(skatit turpinajuma sniegto attélu).

Save Color Compensation

LLe 3l

[=[%] Roat
B[] System Admin
[ Experiments
) Macros
El- ] Prefrences
- Special Data

Tagad $o failu varés izmantot citos LightCycler® 480 Il eksperimentos. Krasu
kompensacijas faila generésana ir pabeigta.
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8.4. Krasu kompensacijas faila izmantoSana

Lai izmantotu krasu kompensacijas failu, atveriet attiecigo RIDA®GENE real-time PCR
eksperimentu un ieladéjiet vélamo krasu kompensaciju sadalas “Experiment”

apakSsadala “Data”. Nolaizamaja izveélné Color Comp (Off) atlasiet vienumu “in Database”
un péc tam atlasiet saglabato krasu kompensacijas failu (skatit 2. attélu).

- HE

H

B
||
_JE

RESDC @ T ¢

=5
b | Time (himenss)

e n
A e

2. attels. Krasu kompensacijas izmantoSana

9

Ja ir atlastta krasu kompensacija, poga “Color Comp (Off)” tiek nomainita uz pogu “Color
Comp (On)”. Atlasita krasu kompensacija tiek automatiski lietota visiem analizes filtriem.
Tagad RIDA®GENE real-time PCR ciklu var analizét ka parasti.

Piezime. Katram instrumentam LightCycler® 480 Il ir jaizmanto tam izveidotais krasu
kompensaécijas fails. Ja izmantojat citu ierici vai optiskajam elementam tika
veikts remonts, jaizmanto jauns krasu kompensacijas fails.
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9. Parskatito versiju vésture

Versijas numurs Sadala un apziméjums

2021-09-09 leprieks$éja versija

2022-02-03 Parskats par izmainam
4. Nodrosinatie reagenti
5. Noradijumi par glabasanu
6. NepiecieSamie, bet komplekta neieklautie reagenti
7. Bridinajumi un piesardzibas pasakumi lietotajiem

10. Simbolu skaidrojums

Visparigi simboli

LietoSanai in vitro diagnostika
levérojiet lietoSanas rokasgramatu
Sérijas numurs

Izlietot pirms

Glabasanas temperatira

Preces numurs

Testu skaits

|zgatavoSanas datums

LL<fg>~"ERE

Razotajs

Testos izmantotie simboli

Tukss

Dye 1 1. krasa

2. krasa

3. krasa

4. krasa

Dye 5 5. krasa
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