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[Letter of Confirmation] Anyplex™ II HPV HR Detection (Cat. No. HP7E00X)

[Objective] Anyplex™ II HPV HR Detection fulfills the Meijer’s criteria for HPV screening purpose

To Whom it may concern,

Greetings, this is Jun Hyung William Seo from Seegene, General Manager who runs the business in Northern Europe
where it includes Lithuania, Diamedica UAB official partner distributing Seegene assays exclusively in the territory of

Lithuania.

Please note that Anyplex™ II HPV HR Detection (Cat. No. HP7E00X) fulfills the below international consensus validation

metric for HPV DNA tests for cervical cancer screening.

Meijer CJLM et al. (2009) Int J Cancer 124(3):516~20

Guidelines for human papillomavirus DNA test requirements for primary cervical cancer screening in

women of 30 years and older

Thank you.

Jun Hyung William Seo, Ph.D, General Maanger
Sales Dept. of Northern Europe

Seegene, Inc.
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Tik profesionaliam naudojimui

Anyplex™ ||
HPV HR Detection

(liet. Aukstos rizikos ZPV aptikimas)

(Kat. nr. HP7E00X)

Anyplex™ || PGR sistema, skirta Zmogaus papilomos viruso - 14 aukstos rizikos ZPV
tipy (16, 18, 31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66, 68) aptikimui skystos terpés

citologiniuose ir gimdos kaklelio nuograndy méginiuose.

Skirta naudoti su
1. CFX96™ tikro laiko PGR sistema (CFX Manager™, programiné jranga - IVD v1.6)
2. CFX96™ Dx sistema (CFX Manager™ Dx, programiné jranga - v3.1)

CE Vi

IVD

Tik in vitro diagnostiniam naudojimui.
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@ Seegene Anyplex™ Il aukstos rizikos ZPV aptikimas

PASTABOS

Tik in vitro diagnostiniam naudojimui.

Jei Sis produktas naudojamas su Microlab NIMBUS IVD, Microlab STARIlet IVD, Seegene
NIMBUS ir Seegene STARIet, galima atlikti daugiausiai 5 atskirus tyrimo vykdymus.

Sis tyrimas yra patvirtintas naudojimui su $iais méginiy tipais: gimdos kaklelio
nuograndy ir citologiniai méginiai skystoje terpéje. Sis tyrimas néra patvirtintas
naudojimui su kito tipo méginiais.

ki naudojimo DNR méginius laikykite < -70°C temperatiiroje, o naudojimo metu - ant
ledo.

Tyrimo jautrumas gali sumaZzéti, jei méginiai yra pakartotinai uz8aldomi ir atSildomi arba ilgai
sandéliuojami.

Laboratorijos darbo eiga turi bati vienakrypté.

Tyrimo rezultaty patikimumas priklauso nuo adekvataus méginio paémimo, laikymo,
transportavimo ir apdorojimo procediros.

Déveékite vienkartines pirstines ir, prieS patenkant j kitg darbo vieta, jas keiskite. UZterStumo
atveju, pirstines nedelsiant keiskite naujomis arba naudokite DNR nukenksminant;j

reagenta.

Darbui reikalingos medziagos ir priemonés turi bati laikomos joms skirtose vietose ir negali
bati perneSamos i$ vienos vietos j kitg.

Nepipetuokite burna.

Laboratorijos darbo vietoje nevalgykite, negerkite ir nerdkykite. Tvarkant meéginius ir
reagentus, déveékite vienkartines pirstines be pudros, laboratorinj chalatg ir akiy apsauga.
Po meéginiy ir tyrimo reagenty naudojimo, kruops¢iai nusiplaukite rankas.

IS reagenty mégintuvéliy pilstant alikvotas, venkite reagenty uzterS§imo. Rekomenduojama
naudoti sterilius aerozoliams atsparius vienkartinius pipeciy antgalius.

Nepuluokite skirtingy partijy ar skirtingy tos pacios partijos mégintuvéliy reagenty.
Nenaudokite produkto pasibaigus jo galiojimo datai.

Vienkartiniy priemoniy nenaudokite pakartotinai.

Naudokite uZsukamus mégintuvélius ir venkite galimo taskymosi ar kryZminio meéginiy
uzterSimo méginiy paruoSimo metu.

Bakite atidds ir neuZterSkite reagenty iSskirtomis nukleino ragstimis, PGR produktais ar
teigiama kontrole. Norint iSvengti reagenty uzterSimo, rekomenduojama naudoti filtrinius
antgalius.

Kiekvieng tyrimg atlikite atskiroje izoliuotoje darbo vietoje.

Norint iSvengti darbo vietos uzterSimo amplifikacijos produktais po amplifikacijos, PGR

reakcijos mégintuvélius atidarykite tik tam skirtoje darbo vietoje.
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@ Seegene Anyplex™ Il aukstos rizikos ZPV aptikimas

Teigiamas medZiagas laikykite atskirai nuo rinkinio reagenty.
Tvarkant meéginius, batina laikytis laboratorijos saugos procedudry (skaitykite biologinés
saugos mikrobiologijos ir biomedicinos laboratorijoje rekomendacijas ir CLSI dokumentus).
Visus darbo pavirSius kruop&cCiai iSvalykite ir dezinfekuokite 0,5% natrio hipochloritu
(dejonizuotame ar distiliuotame vandenyje). Produkto komponentai, jskaitant produkto
liku€ius ir pakuote, gali bati laikomi laboratorinémis atliekomis. Nepanaudotus reagentus ir
atliekas iSmeskite laikydamiesi taikomy federaliniy, valstybiniy ir vietiniy taisykliy.

® Galiojimo laikas yra 13 meénesiy po pagaminimo datos, laikant < -20°C temperatiroje.
Galiojimo data nurodyta etiketéje.

® Seegene NIMBUS ir Seegene STARIet yra tokia pati jranga kaip Microlab NIMBUS IVD ir
Microlab STARIet IVD, nors jy gamintojai yra skirtingi. Kadangi néra jokiy prietaisy
techninés jrangos skirtumy, tyrimy rezultatai yra tokie patys.

® Prekybinis ,CFX96™ Real-time PCR Detection System-IVD” pavadinimas yra pakeistas |
,CFX96™ Dx system”. Kadangi néra jokiy sistemos techninés jrangos skirtumy, tikima, jog
abi sistemos pateikia tokius pat tyrimy rezultatus.

® ,CFX Manager™ Dx Software v3.1” yra pagerinta ,CFX Manager™ Software-IVD v1.6”
versija. Atnaujintoje programinéje jrangoje yra jdiegti ,Run” meniu patobulinimai. Sie
patobulinimai nejtakoja duomeny analizés rezultaty, todél rezultatai ilieka tokie patys.

® Sis rinkinys yra skirtas naudoti kaip papildoma priemoné atliekant diferencine

taikinio patogeny infekcijy (Zmogaus papilomavirusy) diagnoze.
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@ Seegene Anyplex™ Il aukstos rizikos ZPV aptikimas

PASKIRTIS

Anyplex™ || auks$tos rizikos ZPV aptikimo tyrimas yra kokybinis in vitro tyrimas, skirtas 14
aukstos rizikos ZPV tipy aptikimui skystos terpés citologiniuose ir gimdos kaklelio nuograndy
méginiuose. Sis tyrimas specifiskai identifikuoja ne tik ZPV 16 ir ZPV 18, bet ir kitus 12
individualius aukstos rizikos ZPV genotipus (31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66 ir 68)

kliniSkai reikSmingu infekcijos lygiu.

Anyplex™ [ aukstos rizikos ZPV aptikimo tyrimas yra atliekamas:

a) Atliekant pacienty su ASC-US (nenustatytos reikSmés ploksciojo epitelio Igstelémis) gimdos
kaklelio citologijos rezultatais profilaktinj tikrinimg, dél nukreipimo kolposkopijai. Sio tyrimo
rezultatai néra naudojami kaip kolposkopijos atmetimo kriterijus.

b) Atliekant profilaktinj patikrinimg pacienty su ASC-US gimdos kaklelio citologijos rezultatais,
siekiant nustatyti ZPV 16, HPV 18 ir kity 12 aukstos rizikos ZPV genotipy (31, 33, 35, 39, 45,
51, 52, 56, 58, 59, 66 ir 68) buvimg ar nebuvima.

c¢) Naudojant kartu su gimdos kaklelio citologijos tyrimu, kaip papildomg profilaktinj patikrinima,
siekiant nustatyti ZPV 16, HPV 18 ir kity 12 aukstos rizikos ZPV genotipy (31, 33, 35, 39, 45,
51, 52, 56, 58, 59, 66 ir 68) buvimg ar nebuvima.

d) Naudojant kaip pirminj profilaktinio patikrinimo tyrimg, siekiant identifikuoti moteris, kurios
yra priskiriamos padidintos rizikos grupei dél gimdos kaklelio véZio iSsivystymo ar aukstos
rizikos susirgimo tikimybés buvimo.

e) Naudojant kaip pirminj profilaktinio patikrinimo tyrima, siekiant nustatyti ZPV 16, HPV 18 ir
kity 12 aukstos rizikos ZPV genotipy (31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 66 ir 68) buvima ar

nebuvima.

Anyplex™ [l aukstos rizikos ZPV aptikimo tyrimo rezultatai, kartu su gydytojo citologijos tyrimy ir
kity rizikos faktoriy jvertinimu bei remiantis profesinémis gairémis, gali bGti naudojami kaip

gairés planuojant tolimesnius veiksmus pacientui.
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PRINCIPAI IR PROCEDUROS APZVALGA

1. Principai

Anyplex™ || aukstos rizikos ZPV aptikimo tyrimas yra paremtas Seegene patentuota TOCE™
technologija, kurios déka viename fluorescencijos kanale galima aptikti keletg patogeny,
naudojant tikro laiko PGR instrumenta.

Atliekant lydymosi kreivés analize, daZnai pastebimi temperatiros skirtumai tarp DNR su
variabilia seka, kurie yra reik8mingi klinikinéje diagnostikoje, kai tikslUs ir atkartojami rezultatai
yra kritiSkai svarbis. Tagiau TOCE™ technologija nejtakoja seky variacijy, taip uztikrinant
nuoseklias Tm reikSmes.

Su Anyplex™ [l aukstos rizikos ZPV aptikimo tyrimu galima atlikti sudétinj tyrimg naudojant
galutinio taSko CMTA (galutinio tasko lydymosi temperatiiros analizés) arba ciklinés CMTA
(ciklinés lydymosi temperatiiros analizés) metodg. Ciklinés CMTA metodas yra priskiriamas
naujai molekuliniy tyrimy klasei, kuri gali iSskirti tiriamg patogeng i$ daugelio patogeny, esanciy
méginyje. Anyplex™ Il auks$tos rizikos ZPV aptikimo tyrimas yra sudétinis tikro laiko PGR
tyrimas, kurio déka vienu metu galima atlikti 14 aukstos rizikos ZPV tipy (16, 18, 31, 33, 35, 39,
45, 51, 52, 56, 58, 59, 66, 68) taikiniy nukleino rigsciy bei vidinés kontrolés (VK) amplifikacija,

aptikima ir diferenciacija.

Atliekant PGR, veiksmingumas gali sumazéti dél inhibitoriy, esandiy klinikiniuose méginiuose.

Vidiné kontrolé (VK) yra integruota | produktg kaip endogeniné viso proceso kontrolé, skirta

nukleino ragsciy ekstrakcijos stebéjimui ir galimos PGR inhibicijos aptikimui. VK yra

amplifikuojama kartu su nukleino riigstimis klinikiniuose méginiuose. Anyplex™ Il aukstos

rizikos ZPV aptikimo tyrime yra naudojamas Zmogaus Igsteles koduojantis genas kaip

endogeniné VK, kuri uztikrina DNR i8gryninimg, PGR reakcijos patvirtinimg ir méginio paémimo

tinkamuma.

Anyplex™ || aukstos rizikos ZPV aptikimo tyrime yra naudojama Uracil-DNR glikozilazés (UDG)-
dUTP sistema. UDG - dUTP sistema yra placiai naudojama atliekant PGR amplikono perneSimo

eliminavimui, UDG paS$alinant uracilo liku€ius nuo DNR ir i8ardant N-glikozilo jungtis.
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2. Procediros apzvalga

Méginiai (skystos terpés
citologijos ir gimdos kaklelio

nuograndy méginiai)

Nukleino rigscéiy ekstrakcija

Nukleino
ragstys

Amplifikacija ir aptikimas
naudojant Anyplex™ Il sistema

Rezultaty analizé
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PAPILDOMA INFORMACIJA

Zmogaus papilomos viruso (ZPV) infekcija yra susijusi su gimdos kaklelio véZiu. ZPV galima
skirstyti j “aukstos rizikos” (AR) ir “Zemos rizikos” (ZR) grupes, remiantis gimdos kaklelio
pakitimais. Taigi, labai svarbu Zinoti ZPV tipg, taip uzkertant kelig véZio vystymuisi ir ligos
perne$imui. Siuo metu komerciskai jsigyjami produktai, skirti ZPV diagnostikai, yra paremti
zondo hibridizacijos metodu, aptinkant ir (ar) nustatant ZPV genotipg. Tagiau pagrindinis $io
metodo trikumas — didelis klaidingai teigiamy rezultaty koeficientas dél kryZminio reaktyvumo
tarp zondy ir jvairiy virusiniy DNR ar PGR amplikony, naudojamy hibridizacijai. Pristatome
inovatyvig ZPV aptikimo/genotipo nustatymo tyrimy sistema, kuri amplifikuoja tik specifinius
taikinius be jokio kryZminio reaktyvumo, o aptikimas yra automatizuotas naudojant tikro laiko
PGR metoda. Anyplex™ Il aukstos rizikos ZPV aptikimo tyrimas specifiskai aptinka tikrajj ZPV ir
tiksliai nustato genotipg. Sistemoje yra endogeniné vidiné kontrolé, kuri tikrina, ar PGR
reakcijos metu néra inhibicijos.

Gimdos kaklelio vézio, kuris progresuoja nuo prieSvézinés biklés iki invazinio vézio, prieSvéziné
bikle gali testis 7-20 mety; todél, jtarus ZPV infekcijg, galima atlikti ankstyvajg diagnoze.
Aukstos rizikos ZPV genotipai gali sukelti gimdos kaklelio véZio iSsivystyma; ypatingai ZPV
16 ir 18 — jie yra siejami su 70% gimdos kaklelio véZio atvejy. Anyplex™ Il aukstos rizikos ZPV
aptikimo tyrimas tuo pat metu gali identifikuoti 14 aukstos rizikos ZPV tipy, jskaitant ZPV16 ir
18.
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REAGENTAI

Rinkinio reagenty pakanka 100 reakcijy. Uzsakymo informacija
(| REF | HP7EO0OX).

Anyplex™ Il aukstos rizikos

ZPV aptikimo

Simboliai Turinys Taris Aprasymas

TOCE oligo miSinys (TOM):
- Amplifikacijos ir aptikimo reagentai

4X HPV HR TOM 500 pl

- DNR polimerazé
PREMIX EM1 500 pl - Uracil-DNR glikozilazé (UDG)
- Buferis su dNTPs

Teigiama kontrolé (angl. PC (positive

CONTROL | + HPV HR PC1 50 pl

control)):
- Patogeny klony misinys
Teigi kontrolé I. P iti

CONTROL HPV HR PC2 50 Cgﬁg{;‘)a ontrolé (angl. PC (positive
- Patogeny klony misinys
Teigi kontrole I. PC iti

CONTROL HPV HR PC3 50 i Cgﬂ:,iw)a ontrolé (angl. PC (positive
- Patogeny klony misinys

WATER Vanduo be RN- 1000 pl | Ypac€ grynas, PGR laipsnio
aziy

[:E] Naudotojo vadovas

©
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LAIKYMAS IR NAUDOJIMAS

Visi Anyplex™ Il aukstos rizikos ZPV aptikimo tyrimo komponentai turi bati laikomi < -
20°C temperatiroje. Visi komponentai yra stabills iki jy galiojimo laiko (nurodyta
etiketéje) pabaigos, jei yra laikomi rekomenduojamomis saglygomis. Rinkinio
komponenty veiksmingumo nejtakoja 5 uzSaldymo ir atSildymo ciklai. Jei reagentai bus

naudojami su pertraukomis, iSpilstykite juos alikvotomis ir uzsaldykite.

REIKALINGOS NETEIKIAMOS MEDZIAGOS

Vienkartinés pirstinés be pudros (latekso ar nitrilo)

Pipetés (reguliuojamos) ir sterilis pipeciy antgaliai

1,5 ml mikrocentrifugos mégintuvéliai

Nukleino rigsciy ekstrakcijos rinkinys (Zr. skyriy Nukleino rigsciy ekstrakcija)
Proteinazé K (skirta SEEPREP12™, kat. nr.P4850, SIGMA)

Ledo gaminimo aparatas

Staliné centrifuga

Sakuriné maisyklé (Vortex tipo)

CFX96™ tikro laiko PGR aptikimo sistema (Bio-Rad)

CFX96™ Dx sistema (Bio-Rad)

Optical Flat 8-Cap Strips (kat. nr. TCS0803, Bio-Rad)

Low-Profile 0.2 mL 8-Tube Strips without Caps (balti, kat. nr. TLS0851, Bio-Rad)
Hard-Shell® 96-Well PCR Plates, low profile, thin wall, skirted, white/white (kat. Nr.
HSP9655, Bio-Rad)

Hard-Shell® 96-Well PCR Plates, low profile, thin wall, skirted, white/white, barcoded (kat.
nr. HSP9955, Bio-Rad)

Kamsteliy atsukimo / uzsukimo sistema (kat. nr. 6600532-01, Hamilton)
Permanent Clear Heat Seal (kat. nr. 1814035, Bio-Rad)*

PX1 PCR plate sealer (automatinis uZlydimo prietaisas, kat. nr. 181-4000, Bio-Rad)*

Svarus darbastalis

* Uztikrinkite, kad su auk3¢iau minimu uzlydymo prietaisu baty naudojamos auk$&iau minimos
plévelés.

10 01/2021 V2.09
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PROTOKOLAS

1. Méginiy paémimas, laikymas ir transportavimas
Pastaba. Su visais méginiais elkités kaip su potencialiai infekcinémis medziagomis. Leidziama
naudoti tik tuos meginius, kurie buvo paimti, transportuojami ir sandéliuojami grieztai laikantis

Zemiau pateikiamy taisykliy ir instrukcijy.

y i citologiniai méginiai
Gimdos kakleli W méginiai

Pastaba. Auk3$tos meginiy kokybés uZztikrinimui, paimti meéginiai turi bdti kuo greiciau
transportuojami iStyrimui. Meéginiai turi bati transportuojami nurodytomis temperatiros

saglygomis.

A. Méginiy paémimas

Sk e T

® Laikykités gamintojo pateikty instrukcijy del gimdos kaklelio Igsteliy méginiy paémimo ir
talpinimo j ThinPrep® (HOLOGIC, JAV), SurePath™ (Becton-Dickinson, JAV) ar CellPreserv
(Kolplast, Brazilija) terpe.

Gimdos kakleli . méginiai

Gimdos kaklelio méginio paémimui naudokite Sias medziagas:

® Gimdos kaklelio méginiai gali bati paimami ir transportuojami Siose terpése:
- eNAT™ (COPAN, ltalia)

Gimdos kaklelio méginio Gamintojas

paémimo rinkinys
ENAT PM 2ML L-SHAPE APPLICATOR COPAN 606CS01L

® Tamponélj palikite transportavimo terpéje. Uzdarykite ir pazymékite méginio konteinerj.
Grieztai laikykités pateikiamy laikymo ir transportavimo instrukcijy.
® PraSome laikytis rekomenduojamo protokolo paimant kolonines ir ploks€iojo epitelio Igsteles

po gimdos kaklelio gleiviy pasalinimo.
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B. Meéginiy laikymas ir transportavimas

Laikymas ir
transportavimas
Méginys Temp. Trukmeé* Pastaba
Gimdos
kaklelio eNAT™ - Veiksminguma gali jtakoti
méginys prailgintas méginiy sandéliavimo
Skystos ThinPrep® 2~8°Cir laikas.
. kambario i
terpés S0 dient " gitina laikytis vietiniy ir
: . ™ temperatdra™*
citologiniai SurePath P valstybiniy reikalavimy dél
meéginiai patogeniniy medziagy
CellPreserv
transportavimo.

* Trukmé: laikas nuo méginio paémimo, jskaitant méginio sandéliavimg ir transportavima iki iStyrimo.
** Optimali transportavimo temperattra yra 2~25°C.

2. Nukleino rugsciy ekstrakcija
Jvairds gamintojai sitlo skirtingus nukleino ragsciy ekstrakcijos rinkinius. Naudokite tinkamg méginio
kiekj, laikydamiesi pateikto protokolo. Zemiau yra pateikiami ekstrakcijos rinkiniai, patvirtinti

naudojimui su Siuo rinkiniu.

A. ISankstinis skystos terpés citologiniy méginiy apdorojimas
® |eiskite méginiams pasiekti kambario temperatirg (19~25°C).

® 15 minuciy centrifuguokite 1 ml skystos terpés citologinio méginio prie 15,000 x g (13,000
aps./min.).

® Supernatantg iSpilkite. Véliau rekomenduojamas taris (200~450 ul, zr. rekomenduojama tdirj 2-C,
D) turi bati resuspenduojamas 1X PBS vorteksuojant, kad turinys visiskai istirpty.

Pastaba. I1Sankstinio apdorojimo etapg atlikite naudojant ekstrakcijos rinkinyje esantj lizuojantj buferj,

o ne 1X PBS, jei méginiai yra surinkti j SurePath™ terpe ir bus tiriami su Microlab NIMBUS IVD,

Microlab STARIet IVD, Seegene NIMBUS ar Seegene STARIet.

Pastaba. Naudojant Thinprep® ir SurePath™ terpe, iSankstinis apdorojimas néra batinas, jei meéginiai

bus tiriami su Microlab NIMBUS IVD, Microlab STARIet IVD, Seegene NIMBUS ar Seegene STARIet.

Pastaba. CellPreserv terpei nereikalingas iSankstinio apdorojimo etapas.

Pastaba. SurePath™ ir CellPreserv terpés néra patvirtintos naudojimui su STARMag 96 X 4 Viral

DNA/RNA 200 C rinkiniu.

Pastaba. CellPreserv terpé néra patvirtinta naudojimui su STARMag 96 ProPrep C (Plate Type) ir

STARMag 96 ProPrep C (Tube Type).

® Laikykités gamintojo pateikiamo protokolo.
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B. Gimdos kaklelio nuograndy méginiai

® |eiskite méginiams pasiekti kambario temperattrg (19~25°C).
Tamponelis, esantis transportavimo terpéje turi biti gerai iSmaiSomas vorteksuojant.
Norint iSvengti uzterStumo, megintuvéliy kamsteliai turi bati atidaromi labai atsargiai. Méginyje
esantis gleiviy perteklius turi bati paSalinamas, jj surenkant ant tampono. Bet kokios likusios
gleivés turi bati paSalintos spaudziant tampong | mégintuvélio sienele. Galiausiai, tamponas ir
gleivés turi bati atitinkamai iSmetami.

® ENAT méginiai gali bati apdorojami tiesiogiai i$ jy pirminio konteinerio.

C. Rankinio paruosimo nukleino rugs¢iy ekstrakcijos rinkiniai

Pastaba. PraSome naudoti Zemiau nurodytus méginiy ir eliucijos tarius. Kita informacija yra pateikta

gamintojo tiekiamame protokole.

Ekstrakcijos rinkinys Gamintojas Kat. nr. Rekomenduojamas
taris
e Méginys: 200 pl
®
QlAamp® DNA Mini Kit QIAGEN 51304 Eliucija: 50 pl
Ribo_spin vRD** GeneAll 302-150 Méginys: 200 pl
(Viral RNA/DNA Extraction Kit) SG1701*** Eliucija: 50 pl

* Lizavimo etapg atlikite naudodami 180 ul ATL buferio vietoje AL buferio, jei yra naudojama SurePath™
terpé.

**Ribo_spin vRD rinkinys néra suderinamas su SurePath™ terpe.
***Jei norite pirkti auk&€iau paminétus Seegene, Inc. produktus, praSome naudoti nurodytus katalogo

numerius.

D. Automatinés ekstrakcijos sistemos

Pastaba. PraSome naudoti Zemiau nurodytus méginiy ir eliucijos tdrius. Kita informacija yra pateikta

gamintojo tiekiamame protokole.
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D-1. Microlab NIMBUS IVD
Pastaba. Skaitykite Microlab NIMBUS IVD naudotojo vadova.

Automatinés ekstrakcijos Gamintojas Rekomenduojamas
sistemos taris
Microlab NIMBUS IVD Hamilton 65415-02* B
STARMag 96 X 4 Méginys: 300 pl
Seegene 744300.4.UC384
Universal Cartridge Kit Eliucija: 100 pl
STARMag 96 X 4 Méginys: 300 pl
Seegene EX00013C
Viral DNA/RNA 200 C Kit** Eliucija: 100 pl

* Jei norite pirkti aukS¢iau paminétus Seegene, Inc. produktus, praSome naudoti nurodytus

katalogo numerius.

**SurePath™ ir CellPreserv terpés néra patvirtintos naudojimui su STARMag 96 X 4 Viral DNA/RNA
200 C rinkiniu.

D-2. Microlab STARIet IVD

Parinktis: preanalitiné sistema (skaitykite kamsteliy atsukimo / uzsukimo sistemos naudotojo vadovg).

Automatiné preanalitiné sistema Gamintojas Kat. nr. Rekomenduojamas
taris
Kamsteliy atsukimo / uzsukimo Hamilton 6600532-01* -
sistema

* Jei norite pirkti auk&¢iau paminétus Seegene, Inc. produktus, praSome naudoti nurodytus

katalogo numerius.

Pastaba. Skaitykite Microlab STARIet IVD naudotojo vadova.

Automatinés ekstrakcijos Gamintojas Rekomenduojamas
sistemos taris
Microlab STARIet IVD Hamilton 173000-075* B
STARMag 96 X 4 Méginys: 300 pl
Seegene 744300.4.UC384
Universal Cartridge Kit Eliucija: 100 pl
STARMag 96 X 4 Méginys: 300 pl
Seegene EX00013C
Viral DNA/RNA 200 C Kit** Eliucija: 100 pl

* Jei norite pirkti auk&¢iau paminétus Seegene, Inc. produktus, praSome naudoti nurodytus

katalogo numerius.

**SurePath™ ir CellPreserv terpés néra patvirtintos naudojimui su STARMag 96 X 4 Viral DNA/RNA
200 C rinkiniu.
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D-3. Seegene NIMBUS
Pastaba. Skaitykite Seegene NIMBUS naudotojo vadova.

Automatiné ekstrakcijos sistema Gamintojas Rekomenduojamas
taris

Seegene NIMBUS Seegene 65415-03 -

STARMag 96 X 4 744300.4. Méginys: 300 pl
Seegene

Universal Cartridge Kit uC384 Eliucija: 100 pl

STARMag 96 X 4 Méginys: 300 pl
Seegene EX00013C

Viral DNA/RNA 200 C Kit* Eliucija: 100 pl

*SurePath™ ir CellPreserv terpés néra patvirtintos naudojimui su STARMag 96 X 4 Viral DNA/RNA
200 C rinkiniu.

D-4. Seegene STARIet

Parinktis: preanalitiné sistema (skaitykite kamsteliy atsukimo / uZsukimo sistemos naudotojo vadovg).

Automatiné preanalitiné sistema Gamintojas Rekomenduojamas
taris
Kamsteliy atsukimo / uzsukimo Hamilton 6600532-01* -
sistema

*Jei norite pirkti aukSCiau paminétus Seegene, Inc. produktus, praSome naudoti nurodytus katalogo

numerius.

Pastaba. Skaitykite Seegene STARIet naudotojo vadova.

Automatiné ekstrakcijos sistema Gamintojas Rekomenduojamas
taris

Seegene STARIet Seegene 67930-03 -

STARMag 96 X 4 744300.4. Méginys: 300 pl
Seegene

Universal Cartridge Kit uCc384 Eliucija: 100 pl

STARMag 96 X 4 Méginys: 300 pl
Seegene EX00013C

Viral DNA/RNA 200 C Kit* Eliucija: 100 pl

*SurePath™ ir CellPreserv terpés néra patvirtintos naudojimui su STARMag 96 X 4 Viral DNA/RNA
200 C rinkiniu.
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D-5. SEEPREP12™

Automatinés ekstrakcijos Gamintojas Rekomenduojamas
sistemos taris
SEEPREP12™ DiaSorin SPN1200* -
Méginys: 240 pl
SEEPREP12™ Viral NA Kit** DiaSorin SPN1004*
Eliucija: 60 pl

*Jei norite pirkti aukS€iau paminétus Seegene, Inc. produktus, praSome naudoti nurodytus katalogo
numerius.

** Siame rinkinyje néra proteinazés K (20mg/ml).

] kiekvieng 1,5 ml méginio mégintuvélj dozuokite 10 pl proteinazés K (20 mg/ml; jsigyjama atskirai).
240 pl méginio perneskite j mégintuvélj su 10 pl proteinazeés K, Svelniai tapSnodami iSmaiSykite
mégintuvélio turinj.

Kaseté ir uzdéti pompos antgaliai yra jdéti j instrumenta.

] instrumentg jdékite 1,5 ml eliucijos mégintuvelj.

Pirmajame lange paspauskite ,CONTINUE” (testi) — instrumentas inicijuos procesa.

Pagrindiniame SEEPREP12™ meniu paspauskite ,START PROTOCOL” (vykdyti protokolg).

.Select protocol” (protokolo pasirinkimo) meniu paspauskite ,SPN Viral NA-HT v.2.0”".

-~Select sample volume” (méginio tdrio pasirinkimo) meniu paspauskite ,250 yL” , o ,Select elution
volume” (eliucijos tdrio pasirinkimo) meniu paspauskite ,60 pL”.

Laikykités ekrane pateikiamy instrukcijy dél instrumento jkrovimo.

Baige visus etapus, uzdarykite dureles ir pradékite tyrima.

16 01/2021 V2.09



@ Seegene Anyplex™ Il aukstos rizikos ZPV aptikimas

D-6. NucliSENS® easyMAG®
® Ekstrakcijos procesg atlikite naudodami _.generic protocol®.

Automatiné ekstrakcijos sistema Gamintojas Rekomenduojamas

taris
Méginys: 200 pl
NucliSENS® easyMAG® bioMérieux 200111 Magnetinés silicio
dioksido dalelés: 50 pnl
Eliucija: 100 ul

D-7. SGprep32
® Ekstrakcijos procesg atlikite naudodami _Uni-Protocol A*.

Automatiné ekstrakcijos sistema Gamintojas Rekomenduojamas
taris
SGprep32-
SGprep32 hanwoolTPC -
180701*
) Méginys: 200 ul
STARMag 96 Uniplate Seegene EX00003P
Eliucija: 100 pl
) Méginys: 200 ul
STARMag 96 UniTube Seegene EX00004P
Eliucija: 100 pl

*Perkant produktus i§ Seegene Inc., pateikite auksSciau nurodytus katalogo numerius.

D-8. SEEPREP32
® Ekstrakcijos procesg atlikite naudodami _Unji-Protocol A“.

Automatiné ekstrakcijos sistema Gamintojas Rekomenduojamas
tlris
SEEPREP32 Seegene SG71100 -
Méginys: 200 pl
STARMag 96 ProPrep (Plate Type) Seegene EX00009P
Eliucija: 100 pl
Méginys: 200 pl
STARMag 96 ProPrep (Tube Type) Seegene EX00009T
Eliucija: 100 pl
STARMag 96 ProPrep C Méginys: 200 pl
Seegene EX00017P
(Plate Type)* Eliucija: 100 ul
STARMag 96 ProPrep C Méginys: 200 pl
Seegene EX00017T
(Tube Type)* Eliucija: 100 ul

*CellPreserv terpé néra patvirtinta naudojimui su STARMag 96 ProPrep C (Plate Type) ir STARMag 96
ProPrep C (Tube Type).
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E. Santrauka

Ekstrakcijos metodas Méginio paémimo priemoné
Microlab NIMBUS IVD / Microlab STARIet IVD / ENAT, ThinPrep®, SurePath™ 12,
Seegene NIMBUS / Seegene STARIet CellPreserv '
SEEPREP12™ 3 ENAT, ThinPrep®, SurePath™
NucliSENS® easyMAG® 4 ENAT, ThinPrep®, CellPreserv

ENAT, ThinPrep®, SurePath™ 5,

QIAamp® DNA Mini Kit
CellPreserv

Ribo_spin vRD

ENAT, ThinPrep®, CellPreserv
(Viral RNA/DNA Extraction Kit)

SGprep32 ENAT, ThinPrep®, CellPreserv

SEEPREP32 ENAT, ThinPrep®, CellPreserv &

1. SurePath™ ir CellPreserv terpés néra patvirtintos naudojimui su STARMag 96 X 4 Viral DNA/RNA 200 C
rinkiniu.

2. Jei DNR yra i8skiriama i§ SurePath™ méginiy su Microlab NIMBUS IVD, Microlab STARIet VD,
Seegene NIMBUS ar Seegene STARIet, jautrumas gali bati mazesnis, lyginant su kitais ekstrakcijos
metodais.

3. SEEPREP12™ Viral NA rinkinys

4. NucliSENS® easyMAG sistema

5. Lizavimo etapg atlikite naudodami 180 ul ATL buferio vietoje AL buferio, jei yra naudojama SurePath™ terpé.
6. CellPreserv terpé néra patvirtinta naudojimui su STARMag 96 ProPrep C (Plate Type) ir STARMag 96
ProPrep C (Tube Type).

* Parinktis: su Microlab STARIet IVD ir Seegene STARIlet galima naudoti kamsteliy atsukimo / uzsukimo sistemg.

3. Pasiruosimas tikro laiko PGR

Pastaba. Naudojant Microlab NIMBUS IVD, Microlab STARIlet IVD, Seegene NIMBUS ar
Seegene STARIet, skaitykite atitinkama naudotojo vadova.

Pastaba. Naudokite tinkamus mégintuvélius ir kamstelius (skaitykite skyriy REIKALINGOS

NETEIKIAMOS MEDZIAGOS).

Pastaba. RuoSiant méginius, batina naudoti aerozoliams atsparius filtry antgalius ir dévéti pirstines.
Imkités ypatingy atsargumo priemoniy, kad uzkirstuméte kelig kryZminiam uzter§tumui.

Pastaba. Visus reagentus pilnai atSildykite laikydami juos ant ledo.

Pastaba. Trumpai centrifuguokite reagenty meégintuvélius, kad pasiSalinty laseliai, esantys vidinéje
kamstelio puséje.

Pastaba. A~D etapai yra automatiskai atlieckami Microlab NIMBUS IVD, Microlab STARIet
IVD, Seegene NIMBUS ir Seegene STARIet. Skaitykite atitinkamo instrumento naudotojo

vadova.
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A. Pasiruoskite pagrindinj PGR misinj (Mastermix).

5l 4X HPV HR TOM
5l EM1
5 pl Vanduo be RN-aziy
15 ul Bendras PGR Mastermix taris

Pastaba. Kiekvieno reikiamo reagento bendrg tari apskaiCiuokite remdamiesi reakcijy (jskaitant

méginius ir kontroles) skaiCiumi.

B. TrumaiiSmaiSykite stkurinéje purtykléje ar pavartykite 5 kartus ir trumpai centrifuguokite.
C. | PGR mégintuvélius reakcijos Mastermix misinj iSpilstykite 15 pul alikvotomis.
D. | kiekvieng mégintuvélj su PGR Mastermix miSiniu dozuokite 5 pl méginio nukleino ragsciy.
15 ul PGR Mastermix (pagrindinis reakcijos
5 pl misinys)
meéginio nukleino ragstys

20 ul Bendras reakcijos taris

Pastaba. Kiekvienam méginiui naudokite naujg sterily pipetés antgalj.

Pastaba. Neigiamai kontrolei (NC), vietoje méginio nukleino rigsciy naudokite 5 pl vandens be RN-
aziy.

Pastaba. Teigiamai kontrolei (PC) naudokite 5 yl HPV HR PC1, PC2 ir PC3.
Pastaba. Bukite atidUs ir neuzterSkite pagrindinio reakcijos misinio bei méginiy teigiama kontrole.

Pastaba. Nezymékite reakcijos mégintuvéliy kamsteliy, kadangi fluorescencija yra nuskaitoma per
kamstel;.

® Teigiama kontrolé

Rinkinyje yra trys teigiamos kontrolés mégintuvéliai; HPV HR PC1, PC2 ir PC3.
Kiekvienoje TK yra klonai, skirti 5 taikiniams.

Pastaba. Teigiamos kontrolés reakcijos atlikimui, paruo$kite tris PGR mégintuvélius.

Rezultatai pateikti Zemiau.

Teigiama kontrolé

FAM HEX Cal Red 610 Quasar 670 Quasar 705
Pavadi Automatiné
nimas | 66 45 58 51 59 16 33 39 52 (\I,?( | 35 18 56 68 31 interpretacija
PC1 + - - + - - + - - + - - + - - Teigiama kontrolé (+)
PC2 - + - - + - - + - - + - - + - Teigiama kontrolé (+)
PC3 - - + - - + - - + - - + - - + Teigiama kontrolé (+)
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TIKRO LAIKO PGR INSTRUMENTO SARANKA IR REZULTATY ANALIZE

1. CFX96™ tikro laiko PGR sistema (CFX Manager™, programiné jranga - IVD
v1.6)

1.1. Tikro laiko PGR instrumento saranka
Pastaba. CFX96™ tikro laiko PGR aptikimo sistemos (Bio-Rad) tyrimo sgranka yra
skirstoma j tris etapus: protokolo sgranka, plokstelés sgranka ir tyrimo vykdyma.

A. Protokolo saranka

1) Pagrindiniame meniu pasirinkite ,File” (failas)> ,New“ (naujas) - ,,Protocol”
(protokolas), kad atidarytuméte ,,Protocol Editor” (protokolo redagavimas).

1 iliustracija. Protokolo sgranka
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2) ,Protocol Editor” (protokolo redagavimo) lange nustatykite terminj profilj:

i) cyclic-CMTA (trijy pakartojimy lydymosi analizé)

Step Temperature Duration No. of cycles
1 50°C 4 min
2 95°C 15 min
3 95°C 30 sec
4 60°C 1 min
30
5 72°C 30 sec
6 GOTO 3, 29 more times
7 55°C 30 sec
8* Melting curve 55°C ~ 85°C (5s/0.5°C)
9 95°C 30 sec
10 60°C 1 min
10
11 72°C 30 sec
12 GOTO 9, 9 more times
13 55°C 30 sec
14* Melting curve 55°C ~ 85°C (5 s/0.5°C)
15 95°C 30 sec
16 60°C 1 min
10
17 72°C 30 sec
18 GOTO 15, 9 more times
19 55°C 30 sec
20" Melting curve 55°C ~ 85°C (5s/0.5°C)

*Pastaba. Plokstelé nuskaitoma 8, 14 ir 20 etape. Fluorescencija nuskaitoma lydymosi etape.
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ii) End point-CMTA (vienkartinio lydymosi analizé)

Step Temperature Duration No. of cycles
1 50°C 4 min
2 95°C 15 min
3 95°C 30 sec
4 60°C 1 min
5 72°C 30 sec %0
6 GOTO 3, 49 more times
7 55°C 30 sec
8* Melting curve 55°C ~ 85°C (5s/0.5°C)

*Pastaba. Plokstelé nuskaitoma 8 etape. Fluorescencija nuskaitoma lydymosi etape.
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3 iliustracija. ,,Protocol Editor* (protokolo redagavimo) langas (galutinio taSko CMTA).

3) Paspauskite ,Sample Volume” (méginio taris) ir tiesiogiai jrasykite 20 pl.
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4) Paspauskite ,OK” ir iSsaugokite protokolg. Atsidarys ,,Experiment Setup” (tyrimo sgrankos) langas.

-

Experiment Setup

Options
[ Protocol |3 Plate | up> Start Run
[ Create New,

.St
Select

Anyplexll_cyclic CMTA prcl

Express Load

[ D)

[ EditSelected. |
=ologiccies

Preview
Est. Run Time: 03:50:00 (96 Wells-All Channels)

Sample Volume: 20ul

2 s S G | I
%0 C|%0 C %0 C
15000 030 - T O -
s00 c “3235‘ & hso cismoc | lsn0_c o § o cismo c
o L T T et T Tt
L 4] 0 n
3 9
2 x q X
'l 1w »
[ Next>> |

4 iliustracija. ,,Experiment Setup Protocol“ (tyrimo sgrankos protokolas) (cikliné CMTA).

Experiment Setup
Options

[ =2 Protocol l Plate [ wB> Start Aun
[ Create New... ] Express Load
[ Select Existing,., | [ ~)
Selected Protocol
Anvplexll_end point CMTA prcl [ Edit Sslsigd ]
Preview

Est, Aun Time: 03:02:00 (86 Wells-All Channels)

J v i 2 y = ; &
%0 C %0 C

TR T30

/ 00 c
| smooc | R

720 C

=]

Sarnple Volume: 20ul

550 C

[ Newt>> |

5 iliustracija. ,,Experiment Setup Protocol“ (tyrimo sgrankos protokolas) (galutinio tasko CMTA).
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B. Plokstelés sagranka

1) ,,Experiment Setup” (tyrimo sgrankos) lango gseléje ,Plate” (plokstelé) paspauskite
»Create New” (kurti naujg). Atsidarys ,,Plate Editor” (plokstelés redagavimo) langas.

Experiment Setup ==
Options
|8 Protocol] GB Pite [ tatfun |
[ Create New... Express Load
[ Select Existing,.. | QuickPlate_86 wells_All Channels. pitd -]
Selected Plate
QuickPlate_96 wells_All Channels.p [ EditSelected... |
Preview
Fluorophores: FAM. HEX, Texas Red, Cy5, Quasar 705 Plate Type: BR Clear Scan Mode! All Channels
1 2 3 4 5 6 7 8 9 10 11 12
A Unk Unk Unk Unk Unk unk Unk Unk uUnk Unk Unk Unk
B Unk Unk Unk. Unk. Unk. Unk. Unk Unk Unk. Unk. Unk Unk.
Cc Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
D Unk Unk Unk Unk Unk Unk | Unk Unk. Unk Unk Unk. Unk
E Unk Unk Unk. Unk Unk Unk Il uUnk Unk Unk Unk. Unk Unk
F Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
G Unk Unk Unk Unk Unk. Unk. Unk Unk Unk. Unk. Unk Unk.
H Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk unk
[ <<Prev | [ Nest>> |

6 iliustracija. ,,Plate Editor* langas.

2) Paspauskite ,Select Fluorophores” (pasirinkti fluoroforus) ir nurodykite naudojamus
fluoroforus (FAM, HEX, Cal Red 610, Quasar 670 ir Quasar 705), tuomet paspauskite ,0K”.

Plate Editor - New =2 3
File Settings Tools
B | & zoom 100% ~ | Hl Scan Mode [All Channels =] G well Groups : {8 Piate Loading Guide |
. |
L 2 d 4 & & 1 8 ] 10 11 2 [#5  select Fuorophores ..,
& |
Sample Type | - ‘
5 —
(=
= B
b Select Fluorophares ﬂ
E
Lhannel Fluoraphore belectad Lolor
= i ra i —
: sron - E— !
G
: = y I
TET ==
0 — ;
ot 40 r — u (B0 Exponment Sonnge..
vic ) | ] | yﬂ Claar Replicate #
Texas R i — (G -
EHRe £ —
. i —
Quasar 670 I
|5 Quasar 705
Ok ] [ Cancal |
| Plate Type : BA Clear | oK. ] | Cancel |

7 iliustracija. Fluorofory pasirinkimas (FAM, HEX, Cal Red 610, Quasar 670 ir Quasar 705).
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3) Pasirinkite atitinkamus Sulinélius ir iSsiskleidzianCiajame meniu ,Sample Type”
(méginio tipas) pasirinkite méginio tipa.

- Unknown (nezinomas): klinikiniai méginiai.

- Negative Control (neigiama kontrolé)

- Positive Control (teigiama kontrolé)

4) Pazymeékite atitinkamus laukelius (FAM, HEX, Cal Red 610, Quasar 670 ir Quasar 705),

nurodant fluoroforus, kurie bus aptinkami pasirinktuose Sulinéliuose.
5) ]laukelj ,Sample Name” (méginio pavadinimas) jraSykite méginio pavadinimg ir teigiama
kontrole j laukelj ,PC” (PC1, PC2 ir PC3), tuomet paspauskite klavisg ,Enter”.

6) ,Plate Editor” (plokStelés redagavimo) lango pagrindinio meniu parinktyje ,,Settings”

(nustatymai) pasirinkite ,Plate Size” (plokstelés dydj) (96 wells) ir ,Plate Type* (plokstelés tipg)

(BR White).
[ slate Editor - Testaid = e
Fiie Il Took:
= Lot * gl Scan Mode [All Channals =]y well Groups . | P (E55) Piate Loading Guide
-

Number Convention 3 BR Clear
Units

[#50  select Auorophores ]

Sample Type [Unknawn -]

Load Targat Name
7] FaM <none>
[#] HEX <none>
|4 Cal Asd 61D <none>
[¥] Quasar 670 <none>

(AR

¥ Quasar 706 <none>

Load Sample Name
<none> -

Load Raplicate

| l

[ Feplicate Serles |
[ Experiment Setings... ]

|55  Clear Replicate # ]
| Clear Walls ]
e
&
H
Plate Type : BA Whits i Gk I Gsta il

8 iliustracija. Plokstelés saranka.

7) Paspaude ,,OK”, iSsaugosite naujos plokStelés sgrankag.
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8) Atsidarys ,,Experiment Setup” (tyrimo sgrankos) langas.

Experiment Setup

Options

[ (2] Protocal | Z53) Plate [wP> start Run |

Fpress Load

-]

Selected Plate

Test.pitd [ Edit Selected. ..

Preview

Fluorophores: Far, HE=. Cal Red B10, Quasar 670, Quasar 705 Plate Type: BR White Scan Mode: All Channels

1 2 3 4 's 6 7 8 El 10 11 12
A Unk II unk. unk II unk II Unk unk. Unk Il uUnk II Unk I| unk |I unk Unk
B Unk Il Unk Unk || Unk || Unk Unk Unik Il Unk || Unk I| Unk || Unk Unk
T

= Unk II Unlk Unk II Unk II Unk Unk Unk II Unk || Unk II Unk: Unk Unk

D Unk Il Unk Unk I| Unk Il Unk Unlk Unk Il Unk Il Unk I| Unk Unk Unk

E Unk II Unk. Unk II Unk Il Unk Pos Unk. Il Unk |I Unk I| Unk Unk. Pos

F Unk Il Unk Unk II Unk || Unk Pos Unk II Unk || Unk I| Unk Unk Pos

bl o || ok || o || - || wk || wes [ ok || i || i || i || o | s
Mext >3

9 iliustracija. Tyrimo sgranka

9) Paspaude ,Next” (toliau), pradésite tyrimo vykdyma.

C. Tyrimo vykdymas

: plokstelé.

1) ,,Experiment Setup” (tyrimo sgrankos) lango gseléje ,,Start Run” (pradéti tyrimo
vykdymag) pasirinkite parinktj ,,Close Lid*“ (uzdaryti dangtj). UZsidarys instrumento dangtis.

Experiment Setup
Options

| [£e] Protocal |C} Plate

uf» Stat Run

=i

Run Information

Protocol - Anyplex!l prel

Plate - Test pltd
Motes : =
Scan Mode :  All Channels

Start Run on Selected Block(s)

Block Mame A

[¥] [BR10OTED I"E}SFX"

Type Run Status

idle

Sample Volume

20 |

Protocal 1D

[] Select All Blocks

@' Flash Block Indicator ] Iﬁ Open Lid

(& o \

B Start Run

| << Prev

10 iliustracija. ,,Close Lid” parinktis.
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2) Pazymekite naudojamo instrumento Zymimajj laukelj ir paspauskite ,,Start Run” (pradéti
tyrimo vykdyma).

3) Vykdymo failg iSsaugokite aplanke ,My Documents” ar kitame paskirties aplanke. Jrasykite

failo pavadinimg ir paspauskite ,,SAVE” (iSsaugoti). Prasidés tyrimo vykdymas.

1.2. Duomeny analizé

A. Aplanky karimas duomeny eksportavimui

A-1. Cikliné CMTA

* Naudojant funkcijg ,,Export All Data Sheet to excel“ (visy duomeny eksportavimas j
excel programa) (zr. 29 psl.)

1) Norédami iSsaugoti kiekvieno lydymosi taSko duomenis i§ rezultaty failo, sukurkite tris
aplankus: 8 etapo lydymosi taSko duomeny saugojimo aplanko pavadinimas yra ,1”, 14 etapo

duomeny aplanko pavadinimas yra ,2” ir 20 etapo duomeny aplanko pavadinimas yra ,3”.

¢ Naudojant funkcija ,,Seegene Export“ (Seegene eksportavimas) (zr. 33 psl.)

1) Norédami i8saugoti visy lydymosi kreivés aptikimo etapy duomenis i$ rezultaty failo,
sukurkite vieng aplanka.

2) Naudotojas gali sukuri aplanko pavadinimg (naudojant ,Seegene Export* funkcijg, aplankai
.MeltSep8“, ,MeltStep14“ ir ,MeltStep20” yra sukuriami automatiSkai kiekvienos amplifikacijos

kreivés duomeny iSsaugojimui naudotojo sukurtame aplanke).

A-2. Galutinio taSko CMTA

1) Norédami iSsaugoti lydymosi tasko duomenis i$ rezultaty failo, sukurkite vieng aplanka.

2) Aplanko pavadinimg sukuria naudotojas.
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B. I$ankstiniai duomeny analizés nustatymai CFX Manager™

B-1. Naudojant funkcija ,,Export All Data Sheet to excel“ (visy duomeny eksportavimas j excel
programa)

1) Po tyrimo, paspauskite ,Melt curve” (lydymosi kreivés) gsele, kad patvirtintuméte ,Melt Peaks”
(lydymosi piky) rezultatus.

[l Data Analysic - Testperd =B

File View Settings Tools

B | & & & |83 viewed piote... |y well Group: [all wells -l ?

Mek Curve | B et Curve Data B Fun Infurmal\n‘
Meit Curve Melt Peak

RFU (10°3)
3
~d(RFUpiAT

55 50 55 70 s 50 85
Temperature, Celsius Temperature, Celsius
[#] FAM  [#] HEX [¥] CalRed 610 [¥] Quasar670  [¥] Quasar 705 Peak Typs: | Positive =] Step Mumber. [8 -
1 2 3 4 S 6 7 8 3 10 11 12 Wel O Fuor A Content O Sample { Thi?r?p o
A | tnia || Unkg Jf unki7 |} unk2s | Unk33 || Unidl || Unkt | Unko | Unki7 | unkas ) Unka3 | Unkdt | | o G R B Uninodd T E7E0
B Unk2 |l Unk10 | Unki8 || Unk26 || Unk34 || Unk42 || Unk2 || Unk10 Jf Unkig || Unk26 || Unk34 || Unk42 Dot Cal Red B1( Unkn-04 5750
c | unk3 || unki1 || unkig || unk27 || Unk3s || unk43 || unk3a || unkit || unkie || unk27 || Unk3s || Unk43z D02 Cal Red 610 Unkn-12 5750
5 Lil.&é' 5 = — T e Unki2 = — Unkaa DO3 Cal Red 810 Unkn-20 5750
2| B | s i unk3s [ un kg S0 Uk e[ Om 0 | A PN LS ! DM Cdl Red 61( Unkn-28 5750
E Unks |l Unk13 Jf Unk21 || Unk29 || Unk37 || Pos Unks | Unk13 || Unk21 || Unk29 || Unk37 Pos D05 Cal Red B0 Urkn 36 5750
F | unks || unki4 || unk22 || unk3o || Unk38 || Pos unks || Unki¢ || unk22 || unk3o || unk3s || Pos D06 Cal Red 610 Unkn-44 57.50
DO7 Cal Red B1( Unkn-Dd 5750
= = = ; e : T il = = =
el b Ui "’m b | Lok | tica | Usees | kL m i D08 Cal Red 610 Unkn-12 57.50
H Unk8 |l Unk1e || Unk24 || Unk32 || Unk4o || Neg Unks || Unkig || Unk24 || Unk32 || Unkso Neg D03 Cal Red B1( Urkn-20 5750
| completed | | | scan Mode: All Channels | Plate Type : BR White | Analysis Mode: Baseline subtracted Curve Fit

11 iliustracija. Lydymosi piko rezultatai.
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2) Pasirinkite ,,Step number “8” (etapg nr. 8) ir ,Tools” (jrankiy) meniu pasirinkite ,Export All Data
Sheets to Excel” (visy duomeny eksportavimas j excel programg).

Pastaba. Funkcija ,,Export All Data Sheets to Excel” (visy duomeny eksportavimas j excel
programa) yra tiesiogiai pasirenkama tik galutinio taSko CMTA atveju.

[iz] Data Analysis - Testperd C=aret
File View Seftings

Hg‘@m&nems. :—-u?

— __ - = |E} Impon Flucrophore Calibration...
4] Mex Curve @;l Mek 5 Replace Plate..

Export All Data Sheets to Excel
L PR SeegeneBpot 0 SO

70 7
Temperature, Celsius Temperature, Celsius

[# FAM  [¥] HEX [¥] CalRed 610  [¥] Guasar670  [¥] Guaser 705 Peak Type: |Pastive v| Step Number [8 -
1 2 3 4 ‘ .5 . 5 Wel O| Fuor & Cortert O Sample O 1!:.‘,, )
A : Uﬂkﬁ “*33‘ Unk41 E03  FAM  Unkn-2 64,00
(] unk26 || Unk34 || Unka2 FI6  FAM  PosCtl  PC2 0.00
c : Unk43 [Fiz Fam Pzt  PC2 71.00
——— G5  FAM  PosCml  PC3 7150
o | Blass Glz  FAM  PosCul  PC3 73,00
E Pos. ADE  HEX Unkn-25 6250
E =) ; Pos i 3 AE HEX Urkn-09 7800
— - | BOE  HEX Urin42 6250
G “ n n J
Pz !JMI s udﬂl | m P‘* B12  HEX Unkn-42 78.00
H unk4 || unkaz | Neg unk32 || unkso || neg D03 HEX Lnkn-20 7850
Completed | Scan Mode: All Channels | Plate Type : BR White | Analysis Mode: Baseline Subtracted Curve Fit
u
[ Data Analysis - Testperd [mczsinl=h
File View Settings Tools
B | & & A & vewedtriate... | g wel croup: (Al wells <) 2
vet Cuve. |2 Mok Curve Data | ) R iformston|
Meit Curve Melt Peak
16 B S T S T S - e R | T o T e B0 e SN
15 600
00
::' 9 E 00 F e ieeneeee it PR LN N R N
2w 2 300
] 2 .0
8 100
LE L]
% -100
55 60 65 70 78 80 85 ] 60 65 0 78 80 85
Temperature, Celsius. Temperature, Celsius
[4] FAM [l HEX (7] CalRed610  [¥) Quasar670  [¥] Guasar 705 Pesk Type: | Postive | o Mumbsr: [B -
i 2 : 4 Wel ) Fuor &) Content O Sangie O fit o 12
*  [raErigRunks i} Lok g bk [F06  Quasar67Pos Cul  PC2 71.00
B Unk2 U FO5 Quasar 67Pos Ctrl  PC2 57.50 N
c [ne FO7  |Guaser 670 Unkn-06 £150
——— — Fo7 Guasar 670 Unkn-06 57.50
D | Unks || unki: FO8  Guasar 670 Unkn-14 8350
E | unks F02  Guasar 670 Linkn-14 57.50
£ [ unks ; 0 F09  (Quaser 670 Unkn 22 5750
= —— = FO3  Quaser 670 Unkn-22 6350
a "m m Ly m = = FI0 Quasar 670 Uinkn-30 6350
| unks || unkis iuﬂa& unk3z || u Unk40 “ Mg | | Fi0  Oussar 670 Unkn30 5750
Completed. | [ Scan Mode: All Channels | Plate Type : R White | Analysis Mode: Baseline Subtracted Curve Fit i
L = - = ==

12 iliustracija. Visy duomeny eksportavimas j excel programa.
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3) Rezultatg iSsaugokite aplanke ,1”.

Pastaba. Galutinio taSko CMTA atveju, rezultatai gali biti iSsaugomi bet kuriame aplanke.

[ Data Analysis - Testperd

= |

0
[

File View Seftings Tools

B & & A & viewed rate... |& well Group: [All wells

Me Curve |% Mek Curve: Data | a Aun Infnrmatlon|

Melt Curve

RFU (10°3)

70

Temperature, Celsius

-d(RFU)/T

Temperature, Celsius

[¥] FAM ] HEX [¥] CalRed610  [¥] Quasar 670  [¥] Quesar 705 Peak Type: | Posiive ~|  Step Number: [8 -

1 2 2 4 2 5 2 £ 3 ) 1 2 Wel { Fuor & Cortert § Sample ¢ T"gfrz‘p Y
A unkl || unkg || Unk17 || Unk2s || Unk33 || Unk41 unk: Unk? Unk17 miai unma puké.l =i Fam Unkn=21 54.00
8 | wnkz || Unkio || unkis || unkae || unka4 || unks2 || unk2 || Unkio || Unkis || Unk2s Jf Unk3s || unks2 | | FO5  Fam PosCll  PC2 70,00
C Unk3 Jf Unkil §f Unki9 || Unk27 || Unk35 || Unk43 || Unk3 || Unk1l || Unk19 || Unk27 || Unk35 || Unk43 F12 FAM Pos Cid pc2 71.00
o = = - i : = = GOE  FAM Pos Tl PC3 71.50
0 o ) N TN el e e i e PR ) [ G2 Fav Poscul PC3 78,00
£ | unks || Unk13 || unk21 || unk2g || unkaz || Pes Unks || unki3 || unk21 || Unk29 || Unk37 || Pos ADd HEX Urkn-25 82,50
F | unks || unki4 || unkzz || unk3o || unk3s || Pos unks || unk14 | Unk22 || Unk30 || Unk38 || Pos AR HEX (1 R0
- > == = 2 BO6  HEX Unkn-42 6250

G : 31 Unk; 15 ||
mk? Unk15 || Unk23 | Unk31 || Unk39 || Pos Unk7 || Unk1s Unk:?s m:n unk:w Pos o e T e
H | unks || unki6 || Unk24 || Unk32 || Unk4o || Neg || Unkg || Unkie || Unk24 || Unk32 | Unk40 || Neg D03 HEX Unkn-20 7850

| Completed | | [ Scan Mode: All Channels | late Type - BR White | Analysis Mode: Baseline Subtracted Curve Fit

3 iliustracija. Visy duomeny eksportavimas i§ duomeny analizés skaiciuokliy j priskirtajj aplanka.

4)

|sitikinkite, kad rezultatas buvo iSsaugotas aplanke , 1.

[ Data Analysis - Testperd

File View Settings Tools

B & & A & viewed rate... | well Group: [All wells

Me Curve |% et Curve Data | a Aun \nfnrmatmn|

Melt Curve
154
12
g7 5
€ 10 3
2 g
& . 3
i
s :
55 a0 65 70 75 80 85
Temperature, Celsius Temperature, Celsius
[¥] FAM ] HEX [¥] CalRed €10  [¥] Quasar 670  [¥] Quasar 705 Peak Type: |Posilive =] Step Number: [8 -
1 2 & 4 2 & Z £ 3 it 1 12 Well §| Fuor & Content ¢| Sample .;“”;:‘D &
A | unki || unko || unk17 || unk2s || Unk33 || Unk41 qﬂ_c.: u.:gy Unk17 mﬁaﬁ Unk33 || Unk41 £03 Eam Unkn=21 6400
8 | wnk2 || Unkio || unkis || unk2s || Unk3a4 Jf Unks2 || unk2 || Unkio || unkis || Unk26 || Unk34 || Unk42 | | FO5  Fam PosCl  PCZ 0,00
unk3 | unkia || unkio || unk27 || unkas || unk43s || Unk3 || unkii || unkig || unke7 || unkas || unka3 | | F12 FAM Pos Cid pc2 71.00
e . - - - — - GOE  FAM PosChl  PC3 77,50
SN P T e e e e e NS (o2 e Poscw pos 7w
Unks || Unk13 || Unk21 || unk2g || Unkaz || Pes unk5 || Unk13 || unk2i || Unk29 || Unk37 || Pos ADd HEX Urkn-25 6250
unks || unkis || unkzz || unkso || unkas || pos || unke || unkis || unkaz || unkao || unkss || Pos R [HEX il L
= = = = > BOE  HEX Unkn-42 6250
taik? Unk15. u:akza Unk31 wsw Pos || unkz || unk1s ums Unk31 m Pos. = s e
unks || unkie || unk24 || unk3z || unkso || meg || unke || unkie || unke+ || Unk3z || unkso || e D09 HEX Unkn-20 78.50

| [ Scan Mode: All Channels

| Plate Type : BR White | Analysis Mode: Baseline St

14 iliustracija. Eksportuoty rezultaty failai.

Pastaba. Galutinio taSko CMTA atveju praleiskite 5)~7) etapus.
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5) Grjzkite j 2) etapg ir pasirinkite ,,Step number “14” (etapas nr. 14). Pakartokite 3) ir 4)

etapus ir duomenis iSsaugokite ,2” aplanke.
6) Grjzkite j 2) etapg ir pasirinkite ,,Step number “20” (etapas nr. 20).

7) Pakartokite 3) ir 4) etapus ir duomenis iSsaugokite ,3” aplanke. Kiekvieno etapo numerio duomenys

yra iSsaugomi taip, kaip pateikiama Zemiau.

Etapo numeris Paskirties aplankas
8 1
14 2
20 3
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B-2. Naudojant funkcija ,,Seegene Export“ (Seegene eksportavimas)

1) Po tyrimo, paspauskite ,Melt curve” (lydymosi kreivés) gsele, kad patvirtintuméte ,Melt Peaks”

(lydymosi piko) rezultatus.

[ Data Analysis - Testperd

o |@ 8]

File View Settings Tools

oy View/Edit Plate... | g Well Group: [All Wells -E ?
e

d(RFU)AT

RFU (10%3)

Temperature, Celsius

Temperature, Celsius

/] FAM  [¥] HEX (V] CalRed 610  [¥] Quasar670  [¥] Quasar 705

Z|o|m|mloln| o=

Pesk Type: [Pastive v]  Step Number: [8 |
waomnmmoswomo
ED3  FAM Unkn-21 £4.00
FO6 FAM Pos Ctrl PC2 70.00
Fiz FAM PosCW  PC2 7100
G06 FAM Pos Ctrl PC3 71.50
G2 FAM  PosCul  PC3 79,00
A4 HEX Unkn-25 6250
ale HEX Unkn09 72.00
806 HEX Unkn42 6250
B12  HEX Unkn-42 78.00
D03 HEX Unkn 20 7850

Completed ||

| [ Scan Mode: All Channels | Plate Type - BR White | Analysis Mode: Baseline Subtracted Curve Fit

15 iliustracija. Lydymosi piky rezultatai.

2) ,Tools* (jrankiy) meniu pasirinkite “Seegene Export” (Seegene eksportavimas).

Data Analysis - Testperd

[F=rE )

File View Settings

8 Al -

[ 2 e S | Import Fluorophore Calibration..
Mk Clirnra \% Met [ Replace Plate...

i wells ~]| ?

Export All Data Sheets to Excel

Seegene Export BERCEEnEE fa

RFU (10°3)
~d{RFUAT

70

7 1} 80 85
Temperature, Celsius

Temperature, Celsius

[¥] FAM V] HEX (¥ CalRed 610 [¥] Quasar670  [¥] Quasar 705

Pask Type: [Postive -_] Step Number [g -

T|O|mm|o| 0| lo|>

wuom«mmnowomo
ED3  FAM Unkn-21 64,00
F0B  FAM  PosCW  PC2 0,00
Fl2  FAM  PosCW PC2 71.00
GO FAM  PosCtl  PC3 77.50
Gl2 FAM  PosCW  PC3 79.00
AD4 HEX Unkn-25 62.50
AD8 HEX Unkn-09 78.00
BOE  HEX Unkn-42 6250
B12  HEX Unkn-42 78.00
D03 HEX Unkn-20 7850

| Completed | | | Scan Mode: All Channels | Plate Type : BR White | Analysis Mode: Baseline Subtracted Curve Fit

16 iliustracija. ,,Seegene Export“ parinktis.
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3) Pasirinkite duomeny i§saugojimo paskirties vietg ir paspauskite ,0K”.

[ Data Analysis - Testperd

File View Settings Tools

Bl & & & & vewedtriote.. g well croup: [All wells

Met Curve. | met Curve Data | i) Fun formaten |

UpdT

RFU (10°3)

rowse For Folder

Choase destination folder

' 85 70 75 80 88

v Step Number: [8 -

64,00
70,00
.00
71,50
79.00
8250
7800
6250
7800
7850

s
= 4 - Local Disk (D3} =
Temperature, Celsius i IMy_Folder] —a Temperature, Celsius
)i backup |5l
] o] [ 7 7] : .
FAM HEX  [¥] Cal Red 610 | Quasar 670 [¢] Quasar 705 B Conponiiii Peak Type: [Postive
Dats_bank |
L 2 3 & Z 5 D Vel O| Fuor 2 Content 0| Sample ¢ Met 4
A Unk41 )i ebook | o
i | Newfolder 03 FaM Unkn-21
8 Unk42z Outook backiss B Fam PosCl  PC2
c Unka3 2 FAM Pos Quf PC2
—— 05 FAM PosCrl  PC3
o Unkdd 1?2 FaM PosCl  PC3
E ‘Pos. =4 HEX Urkn-25
£ Pos. A0 HEX Unkn-09
B6  HEX Unkn-£2
g Skt 812 HEX Unkn-42
H Neg il D09 HEX Unkn-20
Completed | | Scan Mode: All Channels | Plate Type - BR White | Analysis Mode: Baseline Subtracted Curve Fit

17 iliustracija. Duomeny eksportavimas j pasirinkta aplanka.

C. Seegene Viewer duomeny analizés nustatymai

1) Atidarykite Seegene Viewer programa, paspauskite ,,Option” (parinktis) ir parinktyje

»Instrument” (instrumentas) pasirinkite ,CFX96 Dx*.
(3 Fevgece Vewe

{ » 3
Lﬁ) \! Lt . ABTIOO VIO
Wila Coemal o CFxbe
Standaed Setnng [

Nerrenn STARME Lattng
Samphe ndes Tattng
Aa b Bt

Dapert A%

Apply Mode

Pt CT) Vit

ot peeny
U Asotunt
Lpext Path

Tection Profde

18 iliustracija. Seegene Viewer.
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2) Paspauskite “Open” (atverti), aplanke ,1“ ar ,MeltStep8” raskite iSsaugotg failg, atidarykite
rezultaty failg ir “PRODUCT?” (produktas) meniu pasirinkite tyrimo rinkinj.

Pastaba. Galutinio taSko CMTA atveju iSsaugoty duomeny ieSkokite sutartinai sukurtame aplankale.

) seegene Viewer e e—— Lo [ ) e
rmle Edit Option Help
0@ @@ /- oo @ Seegene
Test - Quantitation Ct Results.xlsx x | o |
@ veLLpLate o WELL GRAPH a
|G s Bt L PR TR e T R I R A VI FAM [#HEX [¥]CalRed 610 [¥]Quasar670 [ Quasar 705 Flist Flznd #3rd
[ 00000000000 .,
1900000000000 -, P
‘900000000000 -,
' 900000000000 : .. = .
c: 000000000009 /_ﬂ/ O
000000000000 w w/ "
9000000000000 of 48 e — =
1000000000000 -« , !
@ negative @ Positve (B Invalid  [7] comsina s . 65 T;:D ® 0 *
D APpLY RESULT a
Well ifo Pasitive Find 71 (L] ® Vertical © Horizontal
Sample No Patient Id well Name Type FAM HEX CalRed 610 Quasar6.. Quasar 705 Auto Interpretation Comment
A0l SAMPLE e
801 SAMPLE
col SAMPLE
ool SAMPLE
E01 SAMPLEI
FoI SAMPLE
60! SAMPLE
HOl SAMPLE
A2 SAMPLE =
ver 312,001

19 iliustracija. Seegene Viewer duomeny analizés nustatymai

Pastaba. Rinkdamiesi tyrimy rinkinj, patvirtinkite mégintuvélio tipg (8 strip / 96 plate / 96 film).

3)

Patikrinkite kiekvieno Sulinélio rezultatag.

[0 Seegene Viewsr P—— Seaes . — - oy [E=REER =)
File Edit Option Help
’\f_}) {;ﬂ {‘d) (ﬁ) Qﬂ) F5) = Anyplex 1 HPV HR Detection (8 strip) @ Seegene
Test = Quantitation Ct Aesults, xlsx x| 14|
@ weLl pLate oM WELL GRAPH o
| 2 3 4 6 6 7 8 8 [0 11 12 @FAM [HEX [¥CalRed 610 (¥ Quasar 670 ¥ Quasar 705 Eltst [H2nd (43
00000000000 i
: 000000000000 .. o
000000000000 - /
' 900000000000 /
t00090090VOOOOOD wol | N
F909909000000000 A <
000090000000V O® "V = = —
1000000000000 | i i ‘ — ! .
@ nevative @ Posiive @) nvalid 7] combine 2 £ o T":m ! E &
D apRLY RESULT o
Well Info | Positive Find [ () @ Verlical © Horlzontal
. ) Q. FAM HEX Cal Red 610 Quasa.. Quasar705
|| sampleNo  Patient id Well Name Type Auto Interpretation Remark Comment
IC 68 45 58 51 69 16 33 39 652 35 18 56 68 31
] A1 SAMPLE - L T I ] e [ ] \ - | - | -
(5] 801 SAMPLE -
[a] col SAMPLE|  High-risk HPY 56+ = o el 5 e |l 2=
] ool SAMPLE - - S P S I S R R
[ E0l SAMPLE - - o e e O I I ) I
] Foi SAMPLE
[&] Gol SAMPLE - - ol e e ol e e e e e
[ it manani [T e == >
- Positive Count i BB(0:2), 5900;8), BB00:7), G803, S6(0:8), 36006, 6100:5), S2(0:0), 1802, 330:1), 1600517, 3907 ver 312,001 ||

20 iliustracija. Tyrimo rezultatai Seegene Viewer programoje.
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2. CFX96™ Dx sistema (CFX Manager™ Dx, programiné jranga - v3.1)
2.1. Tikro laiko PGR instrumento sgranka
Pastaba. CFX96™ Dx System (Bio-Rad) tyrimo sgranka yra skirstoma j tris etapus:

protokolo sgrankg, plokstelés sgrankg ir tyrimo vykdyma.

A. Protokolo sgranka

1) Pagrindiniame meniu pasirinkite ,,File” (failas)> ,,New” (naujas)> ,,Protocol” (protokolas), kad
atidarytuméte ,,Protocol Editor” (protokolo redagavimas).

nager Dx (sdmin)

View User Run Tools Windows Help
= BIORAD
5 Open » | Plate..
“ %) Recent Data Files » gl Gene Study.
Iy Repeata Run
Exit
| Searching for instrument(s} Useradmin | 01/15/2019 16:35

1 iliustracija. Protokolo saranka
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2) ,Protocol Editor” (protokolo redagavimo) lange nustatykite terminj profilj:

i) cyclic-CMTA (trijy pakartojimy lydymosi analizé)

Step Temperature Duration No. of cycles
1 50°C 4 min
2 95°C 15 min
3 95°C 30 sec
4 60°C 1 min
30
5 72°C 30 sec
6 GOTO 3, 29 more times
7 55°C 30 sec
8* Melting curve 55°C ~ 85°C (5 s/0.5°C)
9 95°C 30 sec
10 60°C 1 min
10
11 72°C 30 sec
12 GOTO 9, 9 more times
13 55°C 30 sec
14* Melting curve 55°C ~ 85°C (5 s/0.5°C)
15 95°C 30 sec
16 60°C 1 min
10
17 72°C 30 sec
18 GOTO 15, 9 more times
19 55°C 30 sec
20* Melting curve 55°C ~ 85°C (5 s/0.5°C)

*Pastaba. Plokstelé nuskaitoma 8, 14 ir 20 etape. Fluorescencija nuskaitoma lydymosi etape.
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ii) End point-CMTA (vienkartinio lydymosi analizé)

Step Temperature Duration No. of cycles
1 50°C 4 min
2 95°C 15 min
3 95°C 30 sec
4 60°C 1 min
5 72°C 30 sec >0
6 GOTO 3, 49 more times
7 55°C 30 sec
8* Melting curve 55°C ~ 85°C (5 s/0.5°C)

*Pastaba. Plokstelé nuskaitoma 8 etape. Fluorescencija nuskaitoma lydymosi etape.
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Protocol Editer - AnyplextI cyclic CMTA prcd g
File settings  Tools ?
H ﬁ Insert Step Sample Velume yl | Est Run Time 03:50:00
950 C|%0 C B0 C 950 C g0 C 9.0 C
o T5:00 030 B0 C ?.2.0 (i G 50 Clsso C 51 B 500 C 7‘2‘0 C G w0 Clmo ¢ Bl \?_UE
o ’ O |mEm—m 00 ' o ' i |
] ] i) )
Q 8]
3 9
! 29 x g %
< | T, | *
1 500 € for 4:00 -
[ Insert Step l 7 9.0 ¢ for 1500 5
— 3 95,0 C for 0:30
[Tl inser Gradient | Tasr chornm
| § 720 C for 0530 -
L6 GOTOF .29  morefimes §
Insert GOTO &
[ l 7 5.0  C for 030
[@ st Mal Curve I 8 Melt Curve 5.0 1o 850 C.increment 0.5 C
tor 0:05 + Plate Read i
i 4dd Plats Aead to Step F el
= | 11 720 C for 0:30
[ step Options | = Emor 5 e
13 550 C for 0030
(gl Delete Step 14 MeltCurve 850 10 850  C,increment 05 C. .
o CVE Bt Bond

2 iliustracija. ,,Protocol Editor*“ (protokolo redagavimo) langas (cikliné CMTA).

Pl Selings Took

|80 | 4% | inoeet ctep (afler ]| Samole Viohume B0 |l £t fum Teme 03.02:00 [
I
E0 0 C
T = L5 o)
| ®O C
I |
] 1 [
| | U € i
| \ T A [
| | ma \ /
T T a0 C @0 C |
T TS
[ -]
3
(i
1 I3 |
| R
O C ol |
M | 4 B0 for :
= i — E Te0 i for GoHI '
= | GOTE T ke minie fenes
=T o | TN o 00 |
:E Insst e Cisye ] [ l::la:lglw 1 I! Plzz Pege €. incromean 08 [ |
[l td Flate Mend 1o S0 | ER |
[l s0m Opitanz |
(gt swp

G| [ Cancel _|_

3 iliustracija. ,,Protocol Editor* (protokolo redagavimo) langas (galutinio taSko CMTA).

3) Pazymeékite langelj Salia ,Sample Volume” (méginio tdris), kad galétuméte tiesiogiai jrasyti 20 pl.
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4) Paspauskite ,,OK” ir iSsaugokite protokolg. Atsidarys ,,Run Setup” (tyrimo vykdymo sarankos)
langas.

Run Setup
[ad] Protocol |EZ3) Plate ]—--D Start Run
| Create New... | Express Load
| Select Existing.., l —
Selected Protocol
Anyplexll_cyclic CMTA prcl | Edit Selecied... |
—
Preview
Est. Run Time: 03:50:00 (96 Wells-All Channels) Sample Yolurne: 20ul
G NN S SO . SO N TN EET A B S 10 1 2 O
950 C [5%50 C %0 C
I,m 050 8.0 C [0
Ii| 1720 C a I|IU.5 C 20 C &
600 C i A A 600 C 030 =
] o [smo c isso C ] 0 [\0 C i850
Tm—s?‘g £ : I 05| I 1 R g m T3 0
4 8] 0
i 3
L 3 ]
29 ® E] ®
“ n — »
Next >>

4 iliustracija. ,,Run Setup Protocol“ (tyrimo vykdymo sarankos protokolas) (cikliné CMTA).

Run Setup
(2] Protocel |(Z53) Plate 1--9 Start Aun
Create New... Express Load
Select Existing... L 'J
Selected Protocol
Anyplexli_end point CMTA.prel [ Edit Selected,.,,
B
Est. Aun Time: 03:02:00 (96 Wells-All Channels) Sample Volume: 20ul
) 3 2 d 3 B 4 B 5 B 7 g g
9.0 C %0 C
[ 500 030 &0 C
/ 20 C y
/—W G E
il [ 5.0 C 550 C / N
500 _C ‘ ! 30 008 &
S 1 — 0 ’
/
3
9 x
Next >>

5 iliustracija. ,,Run Setup Protocol“ (tyrimo vykdymo sgrankos protokolas) (galutinio taSko CMTA).
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B. Plokstelés saranka

1) ,,Experiment Setup” (tyrimo sgrankos) lango gseléje ,Plate” (plokstelé) paspauskite
»Create New” (kurti naujg). Atsidarys ,,Plate Editor” (plokstelés redagavimo) langas.

Run Setup [==2]
‘ [£4] Protocal | [EE3) Plate |uP» Start Aun |
Create New,, Express Load
Select Existing, .. [QuickPlate_36 wells_All Channels. pitd ~]
Selacted Plate
QuickPlate_96 wells_All Channels, pitd Edit Selected...
Praview
Fluorophores: FAM. HEX, Texas Red. Cy5. Quasar 705 Plate Type: BR Clear Scan Mode: All Channels
1 2 3 4 5 3 7 8 9 10 11 12
A Unk “ Unk | Unk | Unk |I Unk |I Unk | Unk | Unk Unk Unk | Unk Unk
B Unk I Unk I Unk I Unk |I Unk |l Unk I Unk Unk Unk Unk | Unk Unk
C Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
D Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
E Unk ] Unk Unk Unk Unk II Unk I Unk Unk Unk Unk | Unk | Unk
F Unk I Unk I Unk | Unk II Unk II Unk II Unk II Unk |I Unk || Unk | Unk | Unk
G Unk Unk Unk Unk Unk Unk Unk Unk uUnk Unk Unk Unk
H Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
[ <<Prev | [ Next>> |

6 iliustracija. ,,Plate Editor* langas.

2) Paspauskite ,Select Fluorophores” (pasirinkti fluoroforus) ir nurodykite naudojamus
fluoroforus (FAM, HEX, Cal Red 610, Quasar 670 ir Quasar 705), tuomet paspauskite ,OK”.

Plate Editor - New B = |
File Settings  Editing Teols 7
H 100% = [ Scan Mode [AH‘ Channels - '; well Groups... |l Trace Styles.. | =3 Spreadsheet View/Importer &l Plate Loading Guide
1 2 3 1 5 ] 7 8 ] 10 1 12
: |
Sample Typs { -
B | CNNE——
- v o
c Select Fluorophores i 3
<none .
o Channel Fluorophore Selected Color
= 1 FAM - |
s ne
F z HEX
TET
G Cal Gold 540 :
vic i
H 3 ROX |44 Experiment Setiings. . J
Texas Red — -
Cal Rad 10 1.5 Clear Replicate # J
4 cys (6= Clear Walls 8
Quasar 670
s Quasar 705
| Plate Type: B CI Moy [ Ok ] [ Cancsl_]
late Typa: 80 1] Sample [7] Well Group  [7] Biological Sat [7] Wall Nate — : :

7 iliustracija. Fluorofory pasirinkimas (FAM, HEX, Cal Red 610, Quasar 670 ir Quasar 705).
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3) Pasirinkite atitinkamus Sulinélius ir iSsiskleidzianCiajame meniu ,Sample Type”
(méginio tipas) pasirinkite méginio tipa.

- Unknown (nezinomas): klinikiniai méginiai.

- Negative Control (neigiama kontrolé)

- Positive Control (teigiama kontrolé)

4) Pazymékite atitinkamus laukelius (FAM, HEX, Cal Red 610, Quasar 670 ir Quasar 705),
nurodant fluoroforus, kurie bus aptinkami pasirinktuose Sulinéliuose.

5) ]laukelj ,Sample Name” (méginio pavadinimas) jraSykite méginio pavadinimg ir teigiama

kontrole j laukelj ,PC” (PC1, PC2 ir PC3), tuomet paspauskite klavig ,Enter”.

6) ,Plate Editor” (plokstelés redagavimo) lango pagrindinio meniu parinktyje ,,Settings”

(nustatymai) pasirinkite ,Plate Size” (plokstelés dydj) (96 wells) ir ,Plate Type* (plokStelés tipg)
(BR White).

Plate Editor - Testpitd

(SRR =]
File m Editing Tools 7
[< N Plate Size * kil Channels. ~]| &y Well Groups... | (& Trace Styles.. | = Spreadsheet View/Importer
Plate Type » I

(&%) Plate Loading Guide
Number Convention  » B8R Clear

g = %5 Select Fluorophores, .
’ $ i (1] B

1§ EAM A

HEX X HEX

Sample Type [Unknown =]

Load Target Name
v| Fam <nane>

[¥] HEX <nane>
7| Cal Red 610 <none>
(%) Quasar 670 <none>
¥] Quasar 706 <none>

4

Load Sample Name
<none>

Load Replicats #
1

Feplicate Series ]

Experiment Settings...

Clear Replicate #

Clear Wells

Guasar 705 Quasar 705

View
Plate Type: BR White 5 somple 7] Well Group [ Biological Set [7] Well Note

[ Ok | [ Cancal ]

8 iliustracija. Plokstelés saranka.

7) Paspaude ,,OK”, iSsaugosite naujos plokstelés saranka.
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8)

Atsidarys ,,Run Setup” (tyrimo vykdymo sgrankos) langas.

" Run Setup
| [ Protocel | (E3) Plate ill? Start Run :

Select Existing...
Selected Plate
Test, pltd
Preview

Fluorophores: FaAM. HEX. Cal Red 610, Quasar 670

Express Load

\ -]

Scan Mode: All Channels

Plate Type: BR White

1 2 3 4 5 6 i ] 9 10 11 12
A Unk Unk | Unk Unk Unk I Unk Unk | Unk I Unk Unk Unk Unk
B Unk Unk | Unk. Unk Unk I Unk. Unk | Unk | Unk. Unk Unk Unk
i Unk I Unk Unk. || unk | Unk I Unk. I Unk. | Unk I Unk. | Unk I Unk I Unk
v Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk Unk
E Unk Unk. Unk. Unk Unk Unk. Unk Unk Unk. Unk Unk Unk
P || unk || ke || ik || onk || unk | k || unk || i || o [ unk || nk
<] Unk Unk unk Il Unk Unk Unk Unk Unk. Unk. Unk Unk Unk
H Unk Unk Unk |I Unk Unk Unk unk Unk Unk Unk Unk Neg
[ <<Prev | [ Next>> \‘

9 iliustracija. Tyrimo vykdymo saranka: plokstelé.

9) Paspaude ,,Next” (toliau), pradésite tyrimo vykdyma.

C. Tyrimo vykdymas

1)

»Run Setup” (tyrimo vykdymo sgrankos) lango gseléje ,,Start Run” (vykdyti tyrimg) pasirinkite

parinktj ,,Close Lid” (uzdaryti dangtj). Instrumento dangtis uzsidarys.

=
Run Setup
(74 Protocol ]13 Plale_é wp Start Run .
Fun Information
Protocol:  Amyplexilprcd
Plate: Testpitd
Notes:

Scan Mode: &l Channels
Start Run on Selected Block(s)

Block Name A Type Run Status

[¥] [BRIDO1ED "96FX" Idie

Sample VYolume
20

ID/Bar Code

[] Select All Blocks

@ Flash Block Indicator | [£2  Open Lid

I £ Close Lid ﬂ\

[ Prev_]

10 iliustracija. ,,Close Lid” parinktis.
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2) Paspauskite “Start Run” (vykdyti tyrimg).

3) Vykdymo failg iSsaugokite aplanke ,My Documents” ar kitame paskirties aplanke. Jrasykite
failo pavadinimg ir paspauskite ,,SAVE” (iSsaugoti). Prasidés tyrimo vykdymas.

1.3. Duomeny analizé

A. Aplanky kirimas duomeny eksportavimui

A-1. Cikliné CMTA

¢ Naudojant funkcija ,,Export All Data Sheet to excel“ (visy duomeny eksportavimas j excel
programa) (zr. 45 psl.)

1) Norédami iSsaugoti kiekvieno lydymosi taSko duomenis i§ rezultaty failo, sukurkite tris
aplankus: 8 etapo lydymosi taSko duomeny saugojimo aplanko pavadinimas yra ,1”, 14 etapo

duomeny aplanko pavadinimas yra ,2” ir 20 etapo duomeny aplanko pavadinimas yra ,3”.

* Naudojant funkcija ,,.Seegene Export*“ (Seegene eksportavimas) (zr. 49 psl.)

1) Norédami iSsaugoti visy lydymosi kreivés aptikimo etapy duomenis i$ rezultaty failo,
sukurkite vieng aplanka.

2) Naudotojas gali sukuri aplanko pavadinimg (naudojant ,Seegene Export funkcijg, aplankai
~MeltStep8“, ,MeltStep14“ ir ,MeltStep20” yra sukuriami automatiSkai kiekvieno lydymosi tasko

duomeny i§saugojimui naudotojo sukurtame aplanke).

A-2. Galutinio taSko CMTA

1) Norédami iSsaugoti lydymosi taS8ko duomenis i$ rezultaty failo, sukurkite vieng aplanka.
2) Aplanko pavadinimg sukuria naudotojas.
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B. I$ankstiniai duomeny analizés nustatymai CFX Manager™

B-1. Naudojant funkcija ,,Export All Data Sheet to excel“ (visy duomeny eksportavimas j

excel program

a)

1) Po tyrimo, paspauskite ,Melt curve” (lydymosi kreivés) gsele, kad patvirtintuméte ,Melt Peaks”
(lydymosi piky) rezultatus.

e Data Analysis - Testperd

(=@ = |

File View Settings

Export  Tools

Mekt Curve %mmmalﬁ? CuaomDataMwlB Fhmﬁomauon|

Plate Setup ~

=k

Melt Curve

Melt Peak

12

RFU (10°3)
s

~d(RFUpAT

Temperature, Celsius

Temperature, Celsius

¥ FaM  [#] HEX [¥]cdl

Red 610 Quasar 670 [¥] Quasar 705

Peck Type: |Postive ~|  Step Number: [ -

0 Quasar 67
Quasar 67
Quasar 670
Quasar 670
Quasar 670
Quasar 670
Quasar 670
Quasar 670
Quasar 670
| Quasar 670
[T —

el o! Fuor & Teet 9 Content ¢ Sample oETM:'n‘p o

Posg Cirl
Pos Cirl
Unkn-D6
Unkn-06
Unlken-14
Unkn-14
Unkn-22
Unkn-22
Unkn-30
Unkn-30
nken-22

PC2Z - ELED
PC2 71.00
| 6350
5750
6350
5750
6350
5750
5750
6350
&m0

Completed |

| | scan Mode: All Channels | Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit

11 iliustracija. Lydymosi piky rezultatai.
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2) Pasirinkite ,,Step number “8” (etapg nr. 8) ir ,Export” (eksportavimo) meniu pasirinkite

.Export All Data Sheets (Excel 2007 or Excel 2003)” (visy duomeny eksportavimas (Excel

2007 ar Excel 2003)).

Pastaba. Funkcija ,Export All Data Sheets (Excel 2007 or Excel 2003)” (visy duomeny

eksportavimas (Excel 2007 ar Excel 2003)) yra tiesiogiai pasirenkama tik galutinio tasko

CMTA atveju.

-
= Data Analysis - Testperd

=)

File View Settings Export Tocls

B sewp - | 5 Foropho ]| 7

Meit Curve

RFU {1083)
a

55 70
Temperature, Celsius

Temperature, Celsius.

(V] FAM  [¥] HEX [V CalRed 610  [¥] Quasar€70  [¥] Quasar 705

Peak Type: [Pm -] Step Number: =

! | 1 2 | 3 | 4 i 5 -3 I 2 | 8 S 10 n 12 =‘v‘d o! Fuor & Taget { Contert { Sample 01!:;0 ;3
& FO5  Quasar 67 PosCHl  PC2 5750
2 FO6 Quasar 67 Pos Ctrl  PCZ 7.00
= Fo? Quasar 67 Unkn-08 6350
L Fo7 Quasar 67 Unkn-08 5150
B FO8  Quasar670 Unkn-14 §350
E FO8 Quasar 670 Unkn-14 57.50
FOS Quasar 670 Unkn-22 6350
F 05 Qussaré70 Unkn 22 5750
G F10 Quasar 670 Unkn-30 57.50
H 1 F10 Quasar 670 Unkn-30 6350
4 L Fii immae K70 Finden 32 A3AD
| Completed | | | Scan Mode: All Channels [ Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit
3 —
mm Data Analysis - Testperd E‘m

File View Settings Tools

0 e | e

CSV (*.c5v)

%Plale Setup '.3 |‘ ?

| Custom Export..
Il P e s R Export to LIMS Folder...
i = |l it

[P a8 Seegene Export

Text (bt}
Excel 2007 (*xdsx)
Excel 2003 (*.xis)
Xml (*xml)

RFU (10°3)
&

Temperature, Celsius

Temperature, Celsius

@] FAM [7] HEX (7] CaRed610 [V] Quasar670 (V] Quasar 705 Peak Type: [Postive.  ~| Step Number. [8 -
Wel O Fuor & Taget O Content | Sample o;T':"vo\
. FOT  FAM Unkn-06 None
] F08 FAM Unkn-14 Hare
= F9  FAM Unkn-22 Hane
FiI0 FAM Unkn-30 Hane
o F11 FAM Uinkn-38 Mone
£ Fl2 FAM PosCd  PC2 71.00
GO1 FAM Unkn-07 Hone
E G2 FAM Unkn-15 HNone
G G03 FAM Unkn-23 HNone
H Go4 FAM Unkn-31 None
Grs Fam [ prees

Completed |

| [Scan Mode: All Channels | Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit

12 iliustracija. Visy duomeny eksportavimas j excel programa.
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3) Rezultatg iSsaugokite aplanke ,1”.

Pastaba. Galutinio tasko CMTA atveju, rezultatai gali biti iSsaugomi bet kuriame

aplanke.

e Data Analysis - Testperd

[=[E] = ]

File WView Settings Export Tools

el Crve. | B Wik Curve Deta | {8 Custom Dt View | ] Fun infomatin

@yt et - | G [Hsrephre <] 7

Melt Curve

Melt Peak

RFU (103)
=
~d{RFU)AT

Temperature, Celsius

&5

Temperature, Celsius

] FAM [V] HEX [¥] CalRed610  [¥] Quasar670  [¥] Quasar 705

Peak Type: |Postive

=] Step Number: [8

Wel | Fuor & Target O Comtent ¢ Sample Q‘.;"‘;ﬂ; o
612 FAM PosCl  PC3 79,00
HO1 FAM Unln-08 None
JHDZ FAM Unkn-16 None
[HD3  FAM Unkn-24. Nene
| HO4 FAM Unkn-32 None
{HD5 FAM Urkn-40 None
|HoG FAM Neg Crt Mone
{HO7 FAM Unlen-08 None
;HDE FAM Unkn-16 None
[HD3  FAM Urkn-24. None
Hin FaM 1nken-17 MNane
Completed | | | Scan Mode: All Channels | Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit
13 iliustracija. Visy duomeny eksportavimas i§ duomeny
analizés skaiciuokliy j priskirtajj aplanka.
e Data Analysiz - Testperd (=lE] = ]

File Wiew Settings Export Tools

ek Curve: | B ek Curve Detz | {8F custom Deta view | ) Fun infomation|

&y it setup | | [Fasophre <] 7

Melt Curve

Melt Peak

RFU (1073)
3
~d(RFU)AT

Temperature, Celsius

65

Temperature, Celsius

FAM [7] HEX. [¥] Cal Red 610 Quasar 670 Quasar 705 Pock Type: [Posiive. =] Step Number: [B

Wiel | Fuor & Taret O Content | Sample o‘T’"‘;’"; o

2 512 FAM PosCtl  PC3 79,00
B | HOT FAM Unkn-08 Nere
= CCRR Unkn-16 None
HO3  FAm Unkn-2¢ Nore

D Ho4 FAM Unkr-32 Nore
£ HO5  FAM Unkn-40 Nore
HOs  FAm Neg Cil Nene

£ HOZ Fam Unkn-08 Nere
G Hoe  FAM Unkn-16 None
i MO FAM Unkn-24 Nere
Hin FAM 1nken-17 Mana

Completed |

| | Scan Mode: All Channels | Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit

14 iliustracija. Eksportuoty rezultaty failai.

Pastaba. Galutinio taSko CMTA atveju praleiskite 5)~7) etapus.
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5) GrjZkite | 2) etapg ir pasirinkite ,,Step number “14” (etapas nr. 14). Pakartokite 3) ir 4)

etapus ir duomenis iSsaugokite ,2” aplanke.

6) Grjzkite j 2) etapg ir pasirinkite ,,Step number “20” (etapas nr. 20).

7) Pakartokite 3) ir 4) etapus ir duomenis iSsaugokite ,3” aplanke. Kiekvieno etapo

numerio duomenys yra iSsaugomi taip, kaip pateikiama Zemiau.

Etapo numeris Paskirties aplankas
8 1
14 2
20 3
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B-2. Naudojant funkcija ,,Seegene Export“ (Seegene eksportavimas)

1) Po tyrimo, paspauskite ,Melt curve” (lydymosi kreivés) gsele, kad patvirtintuméte ,Melt Peaks”
(lydymosi piky) rezultatus.

s Data Analysis - Testperd |l=|® = |

Fle View Settings Export Tools 8y piate setup - | G |[Flucrophore <] 7

Melt Cui Melt Peak

~d{RFU)AT

55 60 85 70 75 80 85

Temperature, Celsius Temperature, Celsius
W] FAM  [¥] HEX (V] CalRed 610 V] Quasar670 [ Quasar 705 Peak Type: [Postive =] Step humser: [8 ~
Wdoiﬂune 5/ Taget O Cotert O Sampie O\t o
A 612 FAM PosCl  PC3 29,00
g (HO1  FAM Unkn 08 None
= HOZ  FAM Unkn-16 None
- HO3 FAM Unkn-24 Mone
o HD4  FAM Unkn-32 None
E HOS FAM Unkn-40 None
HOE FAM Neg Qd None
E o7 FAM Unkn-08 None
G OB FAM Unkn-16 None
H [HOS  FAM Unkn-24 None
I it - it Hn FaM 1inken.22 MNana
"Eﬁr}'_plé't-&_ | | | Scan Mode: All Channels { Plate Type: B8R White | Baseline Setting: Baseline Subtracted Curve Fit

15 iliustracija. Lydymosi piky rezultatai.

2) Export’ (eksportavimo) meniu pasirinkite ,Seegene Export” (Seegene eksportavimas).

o0 Data Analysis - Testperd ===
File View  Settings Tools & plate setup - ;“ ?
Mdmw[@m Export All Data Sheets  + Fm,,,,‘k,m,,,-,,”|

I}  Custom Export p— @

[y  Exportto LIMS Folder..

14 Seegene Export = . 600

~d{RFU)T
g g

55 60 65 70 75 20 85
Temperature, Celsius Temperature, Celsius

[V] FAM [V] HEX [] CalRed 610  [V] Quasar 670  [V) Quasar 705 Peak Type: [Postive  =|  Step Mumber: (8 =]
) 2 3 ) s 7 8 s | 10 TR O‘MnTmowo:SmokoT’\:wo
LY : : e : Glz  FAM Pos Cl  PC3 79.00
B WD FAM Unkn 08 Nane
c H0Z FAM Unkn-16 None
HO3 FAM Urikn-24 None
o Hos  FAM Unkn-32 None
E HOS  FAM Unkn-40 None
HO6 FAM Neg Cid None
F HO7  FAM Unkn 08 None
G HO8 FAM Urkn-16 None
H HOS FAM Unkn-24 None
Hin FAM 1inken 22 Nana

Completed | | [Scan Mode: All Channels | Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit B

™ -

16 iliustracija. ,,Seegene Export“ parinktis.
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4) Pasirinkite duomeny iSsaugojimo paskirties vietg ir paspauskite ,OK”.

= Data Analysis - Testperd

I

File View Settings Export Tools

%Flale Setup '| S“ 7

Melt Curve

RFU (1043)

Choose destination foider

4 5 Local Disk (D)
N - 4 My_Folder]
» 1. backup
Temperature, Ceisius @ Composast Temperature, Celsius
7] FAM  [¥] HEX [¥] CalRed 610  [¥] Quasar670  [¥] Quasar 705 |, + J Data_bank A Peak Type: [Postive  w| StepNumber [8 v
4 ebook T =
3 Z 2_l_:4 E & i 3 New oker] H 0 Pur & Tooet 0| Coment 0] Sample oMt =]
A » |, Outlook_backup IE FAM PosCtl  PC3 7900
B Proiect. = FAM Unkn-08 None
FAM Unkn-16 None o=
£ Csmrencoe] [ J (oo ) FAM Unkn-24 Mone
D FAM Unkn-32 Nene
E HO5 FAM Unkn-40 None
HOE  FAM Neg Ot None
5 HO7  FAM Unkn-08 None
G HOB  FAM Unkn-16 Nane
T HO9  FAM Unkn 24 Nane
Hin o FAM linkn. 2 Mane
Completed | | | Scan Mode: All Channels | Plate Type: BR White | Baseline Setting: Baseline Subtracted Curve Fit :

17 iliustracija. Duomeny eksportavimas j pasirinktg aplanka.

C. Seegene Viewer duomeny analizés nustatymai

1) Atidarykite Seegene Viewer programg, paspauskite ,,Opti
) pasirinkite ,CFX96 Dx“.

(instrumentas

Fie  ESt | Cobon | Help

| iabament
@ o
Wid Controt
Standard Setting
Prninn STARNME Setting
Sample Index Setting
AL h Bxport
Boort AY

on” (parinktis) ir parinktyje “Instrument”

Apphy Weode
Pegatne €1 Value
Frnt e

nar Account
Sepoit Fath

Testit Protie

18 iliustracija. Seegene Viewer.
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2) Paspauskite “Open” (atverti), aplanke ,1“ ar ,MeltStep8” raskite iSsaugotg faila, atidarykite
rezultaty failg ir “PRODUCT?” (produktas) meniu pasirinkite tyrimo rinkinj.

Anyplex™ Il aukstos rizikos ZPV aptikimas

Pastaba. Galutinio taSko CMTA atveju iSsaugoty duomeny ieSkokite sutartinai sukurtame aplankale.

R — PEFoy
rmle Edit Option Help
0@ @@ /- oo @ Seegene
Test - Quantitation Ct Results.xlsx x | o |
@ veLLpLate o WELL GRAPH a
|G s Bt L PR TR e T R I R A VI FAM [#HEX [¥]CalRed 610 [¥]Quasar670 [ Quasar 705 Flist Flznd #3rd
[+ 00000000000
1900000000000 -, P
‘900000000000 -,
' 900000000000 : .. = .
c: 000000000009 /_ﬂ/ O
000000000000 w o/ -
9000000000000 of 4Bl — = =
1000000000000 -« , !
@ negative @ Positve (B Invalid  [7] comsina s . & T;:D ® * =
2 APPLY RESULT a
Wil Info Positive Find 71 [C1 @ Vertical © Horizontal
Sample No Patient Id well Name Type FAM HEX CalRed 610 Quasar6.. Quasar 705 Auto Interpretation Comment
A0l SAMPLE A
801 SAMPLE
col SAMPLE
ool SAMPLE
E01 SAMPLEI
FoI SAMPLE
60! SAMPLE
HOl SAMPLE
A2 SAMPLE =
ver 312,001

19 iliustracija. Seegene Viewer duomeny analizés nustatymai

Pastaba. Rinkdamiesi tyrimy rinkinj, patvirtinkite mégintuvélio tipg (8 strip / 96 plate / 96 film).

3) Patikrinkite kiekvieno Sulinélio rezultata.

0 seegena Viewer e - . - [EEREE==)
File Edit Option Help
) (ﬂ} (‘d‘) (‘} (Ln) \B5] =] Anyplex™ 1 HPY HR Detection (8 stip) @ Seegene
Test - Guanfitation Ct Results xlsx x| 2|
@ el pLate 0 I WELL GRAPH o
1 2 3 4 6 b 7 8 8 10 1 12 |yFAM MHEX ¥ Cal Red 610 [¥ QuasarB70 [¥] Quasar 705 [Ftst [Z2nd [#3rd
00000000000 . i@
: 9000000000000 . 7 |
000000000000 - >
» 000000000000 £ 7
t 9000000000000 a0 N\
Fr90990000000000 /. S
99000000900 VOO® ™M™ I — == —
1000000000000 1 i !
@ Negative @ Positive () Invalld 7] Gombine 3 £ % T;:w k- &
{2 APRLY RESULT o
Wel Info | Positive Find (71 (71 @ Vertical © Horlzontal
Qu. FaM HEX CalRed 610 Quasa.. Quasar705
"] SampleMo  Patientid  Well Nama Type Auto Interpretation Remark. Comment
IC 66 45 58 51 69 16 33 39 52 35 18 66 68 31
[El All SAMPLE = ) M o O
=] B0 SAMPLE - -
] cot SAMPLE|  High-risk HEY 56(+) o I e e e e I e e e - |-
5] ] SAMPLE - = e e e e e e
5] E0l SAMPLE - o e e ) I T I I
[&] Fil SAMPLE - B = & | 5
(] G0t SAMPLE - o e e e e I e e e e e e
=1 I manani IRy, [V ] T
= Posltive Count 1 660123, B9C0:E), BB(O:T), BO(0:3), BE(O:E), 36(0:E), B1(KNE), B2(0:8), 18(0:2), 33(001), 16(CETT). 30T wer 312,001

20 iliustracija. Tyrimo rezultatai Seegene Viewer programoje.
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REZULTATAI

1. Analités informacija

Fluorophore Anyplex™ || HPV HR Detection
66 45 58
|_
2
FAM rd
7
Temperature
51 59 16
|_
)
HEX i
2
Temperature
33 39 52
|_
2
Cal Red610 §
T
Temperature
IC 35 18
=
&
&
Quasar670 5
T
Temperature
56 68 31
|_
a2
5
Quasar705 i
“1?3'
Temperature
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2. Rezultaty interpretavimas

A. Cikliné CMTA

ZPV VK Interpretacija
rezultatas® rezultatas*
Taikinio nukleino ragstis aptikta.
+++ ar ++ ar + +++ ar ++ .
-Taikinio ZVP tipo identifikacija.
Taikinio nukleino rugstis aptikta.”
- Taikinio ZVP tipo identifikacija.
+++ ar ++ ar + + ar - .
- Gali bati papildomy ZPV genotipy, kurie nebuvo aptikti.
- +++ ar ++ Taikinio nukleino ragstis neaptikta.
Negaliojantis
- Silpnas ar neigiamas VK signalas indikuoja apie
netinkama méginiy paémimo ar apdorojimo
- + ar -
procedirg arba inhibitoriy buvima.
- Tyrima kartokite nuo nukleino ragsciy ekstrakcijos
etapo, naudodami kitg originalaus méginio alikvota.
Cikliné CMTA
Rezultatas (ciklinés lydymosi temperatiiros analizé)
Pirmas CMTA Antras CMTA Trec¢ias CMTA
taskas taskas taskas
+++ + + +
++ - + +
+ - - +

* Néra vidinés kontrolés ar kity signaly: skaitykite skyriy TRIKCIY APTIKIMAS IR SALINIMAS.

**Vidinés kokybés signalas buvo susilpnintas arba panaikintas dél auksto patogeny titro.
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B. Galutinio tasko CMTA

ZPV
rezultatas®

VK
rezultatas*

Interpretacija

Taikinio nukleino ragstis aptikta.
-Taikinio ZVP tipo identifikacija.

Taikinio nukleino riigstis aptikta.”

- Taikinio ZVP tipo identifikacija.

- Gali bati papildomy ZPV genotipy, kurie nebuvo
aptikti.

Taikinio nukleino riigstis neaptikta.

Negaliojantis

- Neigiamas VK signalas indikuoja apie netinkamg
meéginiy paémimo ar apdorojimo procediirg arba
inhibitoriy buvima.

- Tyrimag kartokite nuo nukleino rigsciy ekstrakcijos
etapo, naudodami kitg originalaus méginio alikvota.

* Néra vidinés kontrolés ar kity signaly: skaitykite skyriy TRIKCIY APTIKIMAS IR SALINIMAS.

**Vidinés kokybés signalas buvo susilpnintas arba panaikintas dél auksto patogeny titro.
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3. Kilinikiniy méginiy analizé

A. Cikliné CMTA
Melt Peak-1st (First CMTA point) (1-asis lydymosi taskas (pirmas CMTA taskas))

WELL GRAPH o
JIFAM (V|HEX [V Cal Red 610 [v] Quasar 670 [V Quasar 705 W1 st 2nd Ird
200, .
= 7
2150 S A N
= / by
[ . rd \
100 ] o N\
T Gos/ 16
50
03
-50
55 60 65 70 75 80 85
Temp
Melt Peak-2" (Second CMTA point)(2-asis lydymosi tasSkas (antras CMTA taskas))
I WELL GRAPH a
JIFAM [FHEX [¥|Cal Red 610 [¥] Quasar 670 [¥] Quasar 705 Ist W2nd 3rd
500 3 ic
's 400 ¥ sl |
> S hY
T 3003 / N
& ; 16
— A Y
7 200 /// N
- N
100 3 / i N
G03/ s p—
0] —— — =
GO3,__ _____/—‘———
=100
55 80 5 70 75 80 85
Temp
Melt Peak-3" (Third CMTA point)(3-iasis lydymosi taskas (treCias CMTA taskas))
| WELL GRAPH o
JIFaM [V HEX |V Cal Red 610 [¥] Quasar 670 |¥] Quasar 705 1 st 2nd M3rd
5003 e
5 400 AR
Z 300 / \ 16
7 200 ,,/ \\\_ 68
100 ] — \
G03/ S
0 ‘303/‘—‘—\—\_./_/#——__.——.'_—_ — =
QxR —
-100 ]
55 60 &5 70 75 80 85
Temp
Automatiné Zyma Quasar 670 FAM HEX Cal Red 610 |Quasar 670 Quasar 705
interpretacija
IC (VK) 66 45 58 51 59 16 33 39 52 35 18 56 68 31
Aukstos rizikos 16(+++), 68(+)
ZPV -+ - - - - o || - - - - - - + -
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B. Galutinio tasko CMTA

Il WELL GRAPH =]
VIFaM [WIHEX (V] Cal Red 610 [¥] Quasar 670 [V] Quasar 705
5004

400 4
500 3

—d(RFU)/dT

200 3
1004

=100 ]

55 80 65 70 75 80 85

Automatiné Zyma Quasar 670 FAM HEX Cal Red 610 |Quasar 670 Quasar 705
interpretacija

IC (VK) 66 | 45 | 58 | 51 | 59 | 16 | 33 | 39 | 652 | 35 | 18 | 56 | 68 | 31

Auk§tos rizikos 16, 68
ZPV + - - - - - + - - - - - - + -
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TRIKCIY APTIKIMAS IR SALINIMAS

Anyplex™ Il aukstos rizikos ZPV

TRIKTIS

aptiki

GALIMA PRIEZASTIS

o tyrimas
SPRENDIMAS

Néra signalo

Fluoroforai duomeny analizei

neatitinka protokolo

Pasirinkite duomeny analizei tinkamus fluoroforus.

Netinkamas PGR misinys ar

instrumento temperatara.

Patikrinkite PGR salygas ir kartokite tyrimg

esant tinkamiems nustatymams.

Reagentai ilgg laikg buvo
palikti kambario temperatdroje
arba buvo laikomi

netinkamomis sglygomis.

Patikrinkite reagenty laikymo salygas (zr. 10 psl.) ir jy
galiojimo data (rinkinio etiketéje).

Jei reikia, naudokite naujg rinkinj.

Netinkamas programavimas.

Pasirinkite tinkamus nustatymus ir pakartokite

aptikimo procedira.

Nesékminga nukleino rigsciy
ekstrakcija.

Patikrinkite, ar naudojate rekomenduojamg ekstrakcijos
metoda.

Netinkamai paimtas meginys.

Jei nebuvo aptikti ir taikinio, ir VK signalai, tai reiskia, jog
meginys buvo netinkamai paimtas.

I3 naujo paimkite méginj.

Néra vidinés

Didelis patogeno nukleino

ragsciy kiekis.

Jei yra pastebimas taikinio signalas, gali buati, jog
meginyje buvo aptikti taikinio patogenai, nors VK signalo
ir néra. Jei norite patikrinti VK, méginj praskieskite.

(1 Skieskite vandeniu be RN-aziy santykiu 10X-100X ir

kontrolés kartokite PGR.
signalo Aqini skieski i - i i
PGR inhibicija. (2) Meginj skieskite PBS santykiu 10X-100X ir procedirg
kartokite nuo ekstrakcijos etapo.
Spejamai Visus pavirSius ir instrumentus nukenksminkite natrio
klaidingai hipochloritu ir etanoliu. Ekstrakcijos metu naudokite tik
teigiamas KryZminis uzterStumas.

rezultatas arba

taikinio signalas

filtrinius antgalius. Kiekvienam mégintuvéliui naudokite
naujg antgalj. Visg procedirg kartokite nuo nukleino

rigsciy ekstrakcijos etapo, naudodami

stebimas .
naujus reagentus.
neigiamoje e Tyrima kartokite nuo ekstrakcijos etapo arba
KryZminis uzterStumas tarp . .
kontroléje. PC1 2ir 3 nuo tikro laiko PGR etapo.
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Anyplex™ Il aukstos rizikos

ZPV aptiki
TRIKTIS GALIMA PRIEZASTIS SPRENDIMAS
Netinkamai paimtas méginys. | IS naujo paimkite meginj.
Méginj paimkite i$ naujo ir kartokite visg procedira.
Netinkamai sandéliuotas
Uztikrinkite, kad produktas baty laikomas
meéginys.
rekomenduojamomis sglygomis.
Nesékminga nukleino rigsciy | Pakartotinai atlikite nukleino rigsciy ekstrakcijg.
ekstrakcija.
Patikrinkite mégintuvéliy su nukleino ragstimis
Klaida iSpilstant nukleino
numerius ir uztikrinkite, kad aptikimo proceso metu
rigstis j atitinkamus PGR
nukleino ragstys bty dozuojamos j tinkamus PGR
mégintuvélius.
Spéjamai mégintuvélius.
i : Méginj skieskite PBS (10~100x) ir procedirg kartokite
klaidingai Yra inhibitoriy. )
neigiamas nuo ekstrakcijos etapo.

rezultatas arba
néra signalo
teigiamoje

kontroléje

Duomeny analizei skirti
fluoroforai neatitinka

protokolo.

Pasirinkite duomeny analizei tinkamus fluoroforus.

Netinkamas programavimas.

Pakartokite PGR esant tinkamiems nustatymams.

Netinkamas PGR misinys.

Patikrinkite, ar buvo sudéti visi komponentai (jei
naudojate i§ anksto paruostg misinj, sumazinkite
jautrumg). Po homogenizavimo, prieS pradedant
tikro laiko PGR, reagenty meégintuvélius trumpai

centrifuguokite.

Reagentai ilgg laikg buvo
palikti kambario
temperatiroje arba buvo
laikomi netinkamomis

sglygomis.

Patikrinkite reagenty laikymo sglygas ir jy galiojimo
datg (rinkinio etiketéje).

Jei reikia, naudokite naujg rinkin;.
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VEIKSMINGUMAS

1. SpecifiSkumas

Aukstg Anyplex™ |l auk$tos rizikos ZPV aptikimo tyrimo specifiskumg uZtikrina
pradmenys, sukurti specialiai specifiniams taikiniams ir reakcijos sglygoms. Anyplex™ ||
aukstos rizikos ZPV aptikimo tyrimas buvo tirtas dél kryZminio reaktyvumo su 80 skirtingy
patogeny: rezultatai iliustruoja PGR amplifikacijas taikiniuose.

Organizmas Padermeés nr. Tyrimo

rezultatas®

Acinetobacter baumannii ATCC 15150 -
Bacteroides fragilis ATCC 25285D -
Chlamydia trachomatis ATCC VR-577 -
Corynebacterium genitalium ATCC 33030 -
Enterobacter cloacae KCTC 13047 -
Enterococcus faecalis ATCC 700802D-5 -
Escherichia coli ATCC 15489 -
Fusobacterium nucleatum ATCC 25586D-5 -
Gardnerella vaginalis ATCC 14019 -
Haemophilus ducreyi ATCC 33940 -
Klebsiella pneumoniae ATCC 13883 -
Lactobacillus acidophilus ATCC 4357D-5 -
Lactobacillus crispatus ATCC 33820 -
Lactobacillus gasseri ATCC 33323 -
Lactobacillus iners ATCC 55195 -
Lactobacillus jensenii ATCC 25258 -
Mobiluncus curtisii ATCC 35241 -
Mobiluncus mulieris ATCC 35243 -
Neisseria gonorrhoeae ATCC 700825D -
Neisseria meningitidis ATCC 700532D -
Neisseria sicca ATCC 29256 -
Peptostreptococcus anaerobius ATCC 49031D-5 -
Propionibacterium acnes ATCC 6919 -
Proteus mirabilis ATCC 12453 -
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Organizmas Padermés nr. Tyrimo rezultatas?
Proteus vulgaris ATCC 6059 -
Pseudomonas aeruginosa ATCC 15522 -
Pseudomonas fluorescens KCTC 49642 -
Serratia marcescens ATCC 27137D-5 -
Staphylococcus aureus subsp.aureus ATCC 29213 -
Streptococcus agalactiae ATCC BAA-611D -
Streptococcus mitis ATCC 49456D-5 -
Streptococcus pyogenes ATCC 700294D-5 -
Trichomonas vaginalis ATCC 30001D -
Ureaplasma urealyticum ATCC 33695 -
Candida albicans ATCC 14053 -
Cytomegalovirus ATCC VR-807 -
Epstein-Barr virus ATCC VR-602 -
Herpes simplex virus 1 ATCC VR-260 -
Herpes simplex virus 2 ATCC VR-734 -
Human Adenovirus 40 ATCC VR-931 -
HPV1 ATCC 45021 -
HPV2 ATCC 45022 -
HPV6 ATCC 45150D -
HPV11 ATCC 45151D -
HPV26 Koréjos izoliatas -
HPV34 Koréjos izoliatas -
HPV40 Koréjos izoliatas -
HPV42 Koréjos izoliatas -
HPV43 ATCC 40339 -
HPV44 Koréjos izoliatas -
HPV53 Koréjos izoliatas -
HPV54 Koréjos izoliatas -
HPV61 Koréjos izoliatas -
HPV62 Koréjos izoliatas -
HPV69 Koréjos izoliatas -
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Organizmas

Padermeés nr.

Tyrimo rezultatas®

HPV70 Koréjos izoliatas -
HPV71 Koréjos izoliatas -
HPV72 Koréjos izoliatas -
HPV73 Koréjos izoliatas -
HPV81 Koréjos izoliatas -
HPV82 Koréjos izoliatas -
HPV83 Koréjos izoliatas -
HPV84 Koréjos izoliatas -
HPV102 Koréjos izoliatas -
HPV16 ATCC 45113D + (HPV16)
HPV18 ATCC 45152D + (HPV18)
HPV31 ATCC 65446 + (HPV31)
HPV33 Koréjos izoliatas + (HPV33)
HPV35 ATCC 40330 + (HPV35)
HPV39 Koréjos izoliatas + (HPV39)
HPV45 Koréjos izoliatas + (HPV45)
HPV51 Koréjos izoliatas + (HPV51)
HPV52 Koréjos izoliatas + (HPV52)
HPV56 ATCC 40549 + (HPV56)
HPV58 Koréjos izoliatas + (HPV58)
HPV59 Koréjos izoliatas + (HPV59)
HPV66 Koréjos izoliatas + (HPV66)
HPV68 Koréjos izoliatas + (HPV68)
SiHa Cell KCLB 30035 + (HPV16)
HelLa Cell KCLB 10002 + (HPV18)

TSiekiant uztikrinti rezultaty patikimumag, tyrimas buvo kartojamas tris kartus.
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2. Jautrumas

Siekiant nustatyti Anyplex™ Il aukstos rizikos ZPV aptikimo tyrimo jautruma, buvo atliekamas
standartinis serijinis skiedimas nuo 105 iki 10° kopijy/reakcijoje su DNR plazmidémis bei nuo 5
x 103 iki 10" Igsteliy/ml su SiHa lastelémis (HPV16) ir HelLa lastelémis (HPV18) ir véliau
analizuotas su Anyplex™ Il aukstos rizikos ZPV aptikimo tyrimu. Nustatyta, jog Anyplex™ II
aukstos rizikos ZPV aptikimo tyrimo aptikimo riba yra 50 kopijy/reakcijoje su DNR plazmidémis
ir 500 Igsteliy/ml su SiHa Igstelémis (HPV16) ir HeLa Igstelémis (HPV18).

3. Atkuriamumas

Atkuriamumo testo kriterijus yra testinai (laiko atzvilgiu) gauti tuos pacius rezultatus. Atitikimo
su tikétinu rezultatu procentiné iSraiSka (%) turi bati didesné nei 95%. Atkuriamumo studija
buvo atliekama naudojant 3 skirtingas produkto partijas 3 skirtingose laboratorijose 7
skirtingais laikotarpiais. Tyrimus atliko 3 skirtingi operatoriai. Nustatytas Anyplex™ |l aukstos

rizikos ZPV aptikimo tyrimo bendras atitikimas yra 99,4%.

4. Interferuojanéios substancijos
Interferencijos testas buvo atliekamas naudojant bendrg Zzmogaus kraujg ir gimdos kaklelio
gleives, kaip su taikiniu nesusijusias i$orines medziagas. Anyplex™ |l aukstos rizikos ZPV

aptikimo tyrimo rezultaty auksciau minimos substancijos nejtakoja.
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@ Seegene Anyplex™ Il aukstos rizikos ZPV aptikimas

SIMBOLIAI
Simbolis Paaiskinimas
In vitro diagnostiné medicinos priemoné
LOT Partijos kodas
REF Katalogo numeris

Naudokite iki nurodytos datos

Démesio

/Hﬁ VirSutiné temperataros riba

Oligonukleotidy misinys amplifikacijai ir aptikimui

WATER Vanduo be RN-aziy
CONTROL Teigiama kontrolé (angl. k. PC (positive control))
PREMIX Pagrindinis PGR miSinys (Master Mix) arba aptikimo
misinys

H Gamintojas

Pagaminimo data

EB] Skaitykite naudojimo instrukcijas

EC |REP |galiotas atstovas Europos bendrijoje

W Turinio pakanka <n> tyrimy
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UZSAKYMO INFORMACIJA

Kat. nr. Produktas Dydis
Anyplex™ || HPV Series

HP7E00X Anyplex™ [l HPV HR Detection 100 reakcijy*
HP7S00X Anyplex™ |l HPV28 Detection 100 reakcijy*

*Skirta naudoti tik su Microlab NIMBUS VD, Microlab STARIet IVD, Seegene NIMBUS ir
Seegene STARIet.

Seeplex® HPV Series

HP6401Y Seeplex® HPV4A ACE Screening 50 reakcijy
Priedai
SG1701 Ribo_spin vRD(Viral RNA/DNA Extraction Kit) 50 ruoSiniy

Automatiné ekstrakcijos sistema

65415-02 Microlab NIMBUS VD 1 vnt.

173000-075 Microlab STARIet IVD 1 vnt.

65415-03 Seegene NIMBUS 1 vnt.

67930-03 Seegene STARIet 1 vnt.
744300.4.UC384 STARMag 96 X 4 Universal Cartridge Kit 384 testai dézutéje
EX00013C STARMag 96 X 4 Viral DNA/RNA 200 C Kit 384 testai dézutéje
SGprep32-180701  SGprep32 1 vnt.

EX00003P STARMag 96 UniPlate 96 testai dézutéje
EX00004T STARMag 96 UniTube 96 testai dézutéje
SG71100 SEEPREP32 1 vnt.

EX00009P STARMag 96 ProPrep (Plate Type) 96 testai dézutéje
EX00009T STARMag 96 ProPrep (Tube Type) 96 testai dézutéje
EX00017P STARMag 96 ProPrep C (Plate Type) 96 testai dézutéje
EX00017T STARMag 96 ProPrep C (Tube Type) 96 testai dézutéje
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HPV HR Detection

Screening of 14 high-risk HPVs with genotypes
by real-time PCR

* 14 High-risk HPV genotypes: 16, 18,31, 33, 35, 39,45, 51, 52, 56, 58, 59, 66, 68

CE'IVD Marked

HIGH SENSITIVITY & SPECIFICITY

SUPEHO Multiplex real-time PCR with high sensitivity and specificity by @ S e e e ne
utilization of DPO™ and TOCE™ technologies



@ Anyplex™Il WG
H PV H R Detection

Human papillomavirus (HPV) has been identified as the leading cause of cervical cancer in women as well as a growing risk factor in
oropharyngeal cancer. Although over 150 related HPV strains have been identified, only a subset of whole HPV was identified as major risk
factors for cervical cancer. While HPV16 and HPV18 have clearly been implicated as causative agents, the influence of other high-risk HPV
genotypes on the severity and progression of cervical cancer (e.g., viral load; persistence and clearance rates of virus over time) have been
reported. In particular, the co-infection of high-risk HPV strains has now been identified as risk factors for increased co-morbidity and disease
progression. Outcome-based clinical studies in regard to HPV vaccines have demonstrated the advantages of long-term monitoring of
infected HPVs in association with persistent efficacy and cross-genotype protection. Unfortunately, current HPV diagnostic tools are restricted
to use for the detection, identification and quantitation of multiple HPV genotypes.

Anyplex™ Il HPV HR Detection is specifically designed for simultaneous detection of 14 high-risk HPV genotypes including HPV16 and HPV18
which contributes to cervical cancer. Anyplex™ Il HPV HR Detection is a fast and reliable solution for the detection of HPV infection, providing
a much-needed multiplex diagnostic solution to assist in prognosis and long-term patient outcome.

O Analytes O Features
+ 14 High-risk HPV genotypes : a. Screening of 14 high-risk HPV genotypes in a single reaction
16, 18,31, 33, 35, 39,45, 51, 52, 56, 58, 59, 66, 68 b. Multiplex real-time PCR for reliable results

by utilization of DPO™ and TOCE™ technologies
c. Amenable to automated sample handling and assay systems

+ Internal Control

O Specimens d. Utilization of the UDG system to prevent carry-over contamination

e. Endogenous Internal Control for assay validity

+ Cervical swab
f. Convenient data interpretation by the Seegene Viewer

- Liquid based cytology specimen
(e.g., ThinPrep® and Surepath™)

O Seegene’s automated platform  (CE-vD Marked) O Seegene Viewer
- Automated Extraction & PCR setup Quick and easy data analysis & interpretation
Seegene NIMBUS / Seegene STARIlet a. Interface specialized for multiplex testing  d. Printable in various formats
- Automated Pre-analytic System b. Interlocked with LIS e. Downloadable results ina CSV file
VCMS (Vial Cap Management System) c. Patient information input via barcode f. Convenient read out for
scanning system or LIS system quantitative analysis result
+ Real-time PCR
CFX96™ Dx
R —— .
i .
Seegene's VCMS* 3 - - o ——
e B @ P :-f E B z bl 2

eaaREEne

*STARIlet IVD with VCMS (vial cap management system) automates
pre-analytic steps for primary vial, ThinPrep® and Surepath™, such as
de-capping, aliquot and re-capping.
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© Purpose of HPV DNA Test

HPV DNA tests should provide maximum information (genotype, co-infection, quantitative result) about the infection to facilitate the
clinical follow up of the patient.

Natural history of cervical cancer”

e N
High-risk or low-risk ? Which genotypes?
Which genotypes? Viral quantity?
Single or co-infection? Persistence
Viral quantity? (more than 1 year)
Infection Progression
Normal m—)> S ~—*  Precancerous _nesen
cervix G— : === lesion
Clearance cervix Regression
Which genotypes?
N\ J

1) Shiffman M et al. The promise of global cervical cancer prevention. N Engl J Med (2005) 353(20) : 2101-4

o Optimizing HPV-based primary screening program

General primary HPV screening with cytology triage vs. Alternative triage based on the HPV genotype

HPV 16, 18 positive? ¥

Primary HPV HR DNA test (HPV positive)

Cytology test

—

General triage?

LSIL+/ HPV

**

v

h

Alterrnative scenario

LSIL+/ HPV

ASC-US/
Other HR types

ASC-US/
Nonavalent vaccine HR types®

35,39, 51, 56, 59, 66, 68 16,18, 31, 33, 45,52, 58

v

Colposcopy referral

Routine screening Colposcopy referral

General example of triage algorithm for

primary HPV screening?

1.HPV genotyping for HPV16, HPV18 and cytology in US
2.HPV positive and cytology in Europe

:Women with ASC-US or higher are referred to colposcopy

* The primary HPV screening program in USA.
** The primary HPV screening program in the Netherlands.

2) Wentzensen N. et al. Triage of HPV positive women in cervical cancer
screening (2016)

3) A nonavalent vaccine targets seven carcinogenic types
(HPV'16/18/31/33/45/52/58) that contribute to 90% of cervical cancer cases

A new screening approach is required?

1. Vaccination effect : An increase of HPV vaccination coverage is likely to leading lower prevalence
2. Low specificity : Referring HPV+ women with ASC-US to colposcopy is not efficient,

because the large number of women do not have precancer or anything related to cervical cancer
3.Management trend : Risk thresholds* rather than individual results

For primary HPV screening,
Anyplex™ Il HPV HR detection can help

1. Setting risk threshold
2. Considering new alternative scenario
3. Proposing better algorithm

through identifying major high-risk HPV including vaccine-covered type



o Effective tool for national cervical cancer screening in post-vaccination era

The HPV vaccination had a substantial impact on genotype distribution.

1. Monitoring infection dynamics such as type replacement or unmasking in a vaccinated population®

M Unvaccinated M Bivalent vaccine (BV)

100 7

8.0

Positive rate (%)

1

20

0.0

60

40

P<0.001 P<0.02

P<0.05

M Quadrivalent vaccine (QV)

18~29 Yrs women

Unvaccinated

Vaccinated

(participant no.: 401)

46.4%
HPV 53.5%
positive rate
42% (BV), 49% (QV)
Most 16,31, 51 51,58, 59

prevalent type

@18@33

'3 45@52 56@@66 68

5) Latsuzbaia et al. Caner Epider. (2019) 63:101593

Study 1. HPV prevalence and vaccine efficacy 8 years following the implementation of the vaccination program in Luxembourg

2. Measuring the efficacy affecting the vaccine policies and strategies®

120 4

10.0

8.0

6.0

Positive rate (%)

4.0

2.0

00 —m—==——— —— & —= ==

Study 2. Prevalence of vaccine type HPV in vaccinated and non-vaccinated women in Switzerland

The overall prevalence of HPV showed a very similar rate between the two groups, however, the type distribution was dramatically changed in certain types
covered by HPV vaccine and other types assuming cross-protection. For instance, HPV 16, 31, and 33 were significantly decreased in vaccinated women, but not in

the unvaccinated group. Instead, other types such as HPV 51, 58, and 59 were found as the most frequent types in vaccinated women.

P<0.01

HPV16/18

M Unvaccinated M Vaccinated (Quadrivalent)

P<0.02

HPV6/11

Other types

18~31 Yrs women

Unvaccinated

Vaccinated

(participant no.: 409)
HPV 16/18

o 7.2% 1.1%
positive rate

HPV &I 8.3% 2.1%
positive rate

Other HR-HPV 11.2% 10.3%

prevalent type

6) Jeannot et al. Int. J. Environ. Res. Public Health (2018) 15:1447

The prevalence of four types, HPV6/11 and HPV 16/18, covered by the quadrivalent vaccine was significantly lower in vaccinated women, whereas
cross-protection was not observed in this study.

The impact of

Seegene's HPV assay in

the post-vaccination era:

« Monitoring changes of HPV types in a vaccinated population

« Evaluating the prevalence of HPV vaccine types

» Measuring the efficacy and cross-protection of vaccine



Anyplex™ Il HPV HR Detection is

clinically validated assay for primary cervical cancer screening

Anyplex™Il HPV HR Detection meets the international consensus validation metrics

for HPV DNA tests for cervical cancer screening

1)2)

Clinical sensitivity & specificity of Anyplex™ Il HPV HR Detection

Category Clinical sensitivity Clinical specificity
Test population & number 60 samples with > CIN2 816 samples with < CIN2

Reference Test

(GP5+/6+-PCR) 98.3% (59/60) 94.1% (768/816)
Result

Anyplex™ 1l HPV HR 98.3% (59/60) 93.6% (764/816)
Relative analysis to reference test 100% 99.5%
Requirements >90% > 98%

P The clinical sensitivity and specificity for CIN2+ of Anyplex™Il HPV HR Detection were non-inferior to those of GP5+/6+-PCR.

Inter-lab agreement & intra-lab reproducibility of Anyplex™ Il HPV HR Detection

Intra-laboratory

Inter-laboratory

Category reproducibility agreement

Test population & number 505 samples 505 samples

Agreement 96.0% 96.8%

(95% Cl) (94.3~97.4) (95.3~98.1)
Result

kappa value 0.91 0.93

Lower 95% CI >87% >87%
Requirements

kappa value >0.5 >0.5

P Anyplex™Il HPV HR Detection displayed sufficient intra-laboratory reproducibility and inter-laboratory agreement.

1) Hesselink AT et al. (2016) Journal of Clinical Virology 76:36-39

2) Meijer CJLM et al. (2009) Int J Cancer 124(3):516~20
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@) Anyplex™II
HPV HR Detection

- Screening of 14 high-risk HPV genotypes in a single reaction

- Multiplex real-time PCR for reliable results
by utilization of DPO™ and TOCE™ technologies

- Amenable to automated sample handling and assay systems

- Utilization of the UDG system to prevent carry-over contamination
- Endogenous Internal Control for assay validity

- Convenient data interpretation by the Seegene Viewer

Ordering Information Not Available for Sale in the United States
Product Package Volume Cat. No.
Anyplex™ Il HPV HR Detection 100 rxns HP7E00X
Anyplex™ Il HPV28 Detection 100 rxns HP7S00X
Instrument Type Cat. No.

Real-time PCR _ Optical Reaction Module 1845097-IVD
CFX96™ Dx

Real-time PCR _Thermal Cycler 1841000-IVD
Seegene NIMBUS Automated extraction & PCR Setup 65415-03
Seegene STARlet Automated extraction & PCR Setup 67930-03
VCMS (Vial Cap Manag y ) A 1 Pre-analytic System 6600532-01
STARMag 96 X 4 Universal Cartridge kit  Nucleic acids extraction reagent 744800.4.UC384

@ Seegene Taewon Bldg. 91 Ogeum-ro, Songpa-gu, Seoul 05548, Republic of Korea / Tel : +82-2-2240-4000 / Fax:+82-2-2240-4040 / E-mail : info@seegene.com

www.seegene.com

BRAZIL CANADA GERMANY MEXICO MIDDLE EAST
Belo Horizonte, Brazil Toronto, Canada Dusseldorf, Germany México city, México Dubai, UAE
Tel : +55-31-25153003 Tel : +1-800-964-5680 Tel : +49-211-9943-4260 Tel : + 52 (55)-8848-9646 Tel: +971-4-558-7110

E-mail : contato@seegenebrazil.com.br E-mail : canada@seegene.com E-mail : sgg@seegene.com E-mail : mexico@seegene.com E-mail : sgme@seegene.com

USA

California, USA

Tel : +1-925-448-8172
E-mail : usa@seegene.com




CFX96 Dx System

Specifications

Reai-rime PCR

Bulletin 7053

Bio-Rad’s CFX96 Dx System for in vitro diagnostic use is designed with reliability and

performance in mind. With five-target detection, unsurpassed thermal cycler performance,
and easy-to-use software, the CFX96 Dx is an open system offering the ultimate flexibility in

commercial assay selection or rapid assay development.

The CFX96 Dx System makes it easy for you to:

= Generate robust results right away with factory-calibrated optics and fast system setup
= Conserve samples and reduce reagent cost using up to 5-target multiplexing with reaction

volumes as low as 10 yl

= Streamline data analysis with built-in analysis modules and sophisticated quality control

(QC) tools

= Create a personalized system setup with user-specific system access settings and flexible
instrument configurations

Specifications

C1000 Dx Thermal Cycler with CFX96 Dx ORM*

Maximum ramp rate
Average ramp rate

Heating and cooling method

Lid

5°C/sec
3.3°C/sec

Peltier

Heats up to 105°C

Gradient
Operational range
Programmable span

Temperature range
Temperature accuracy
Temperature uniformity

30-100°C

1-24°C

0-100°C

+0.2°C of programmed target at 90°C

+0.4°C well-to-well within 10 sec of arrival at 90°C

Optical Detection

Excitation 6 filtered LEDs Dynamic range 10 orders of magnitude

Detection 6 filtered photodiodes Scan time

Range of excitation/ 450-730 nm All channels 12 sec

emission wavelengths Single-channel 3sec

e . ) fast scan

Sensitivity Detects 1 copy of target sequence in human genomic DNA

Software

Operating systems Windows 7 (32-bit, 64-bit), Windows 10 (64-bit) Allelic discrimination

Memory Minimum of 1 GB End-point analysis

Multiplex analysis Up to 5 targets per well Data export Save, copy, and print all graphs and

Data analysis modes PCR quantification with standard curve spreadsheets from right-click menu
Melt curve analysis Export specified data in multiple formats
Gene expression analysis by relative quantity (ACq) or CO'EV andpp{astfgl into Microsoft Excel, Word,
normalized expression (AACG) with multiple reference or PowerPoint file
genes and individual reaction efficiencies Customizable reports containing run
Data analysis options include bar chart, clustergram, settings, data graphs, and spreadshests
scatter plot, volcano plot, and heat map can be directly printed or saved as PDFs
Multiple file gene expression analysis for comparison of
an unlimited number of quantification cycle (Cq) values

System

Sample capacity 96 wells Dimensions (W x D x H) 33x46x36cm (13x 18 x 14in.)

Sample size 1-50 pl (10-25 pl recommended) Weight 21 kg (47 Ib)

Communication USB 2.0 Real-time PCR license Yes

Electrical approvals IEC, CE In vitro diagnostic license  Yes

CE-IVD mark Yes

* Optical Reaction Module.
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CFX96 Dx System

Simplicity Through Innovation

The CFX96 Dx System is built on Bio-Rad’s proven
1000-series thermal cycling platform. The system incorporates
innovative optical technologies with long-lasting LEDs

and solid-state components to provide maximum reliability
and flexibility.

= Scanning optics read each well individually with
high sensitivity and no cross talk to deliver optimal
quantitative results

= Multiple data acquisition modes, including a fast scan option
for EvaGreen® or SYBR® Green | users and an all channels
mode to detect up to 5 targets in a single well, let a run be
tailored to suit the application

= Several control configurations are available — run a stand-
alone system or independently run up to 4 instruments from
1 computer

= A startup wizard, intuitive experiment setup, and streamlined
data analysis enable fast result turnaround

104

10°

RFU

102

T T
0 10 20 30 40

Cycles
Exceptional reproducibility can be achieved with SsoFast EvaGreen®
Supermix. Efficient discrimination and reliable quantification can be obtained
from 1.33-fold serial dilutions of input template. The CBP gene was amplified
from varying amounts of human genomic DNA. From left to right: (m) 5 ng,
2.83ng, 1.60 ng, 903 pg, and 511 pg; (M) 3.76 ng, 2.13 ng, 1.20 ng, and 679 pg.
CBP efficiency = 96.5%, R? = 0.996. Inset is a magnified view showing robust
discrimination and reproducible amplification. RFU, relative fluorescence units.

Software Solutions for Accurate Results

CFX Manager Dx Software offers tools to simplify real-time PCR
for every laboratory. Immediately generate results using the
Startup Wizard and intuitive experiment setup. Enter or edit well
information before, during, or after a run.

Bio-Rad
Laboratories, Inc.

Analyze data when and where you want by receiving an email
with an attached data file when a run is completed. When
data are in hand, use the comprehensive data analysis, QC,
and report tools to take the guesswork out of analyzing and
reporting results for any real-time PCR application.

The CFX96 Dx System is licensed for human in vitro
diagnostics and all other applied fields. The system is
CE-IVD marked in compliance with the European Union
diagnostic medical device manufacturing standards.

Ordering Information
To order the CFX96 Dx System, you must include both catalog numbers.

Catalog # Description

1845097-IVD CFX96 Dx ORM, includes CFX Manager Dx Software, version
3.1 (catalog number 12007917)

1841000-IVD C1000 Dx Thermal Cycler

USA: For in vitro diagnostic (IVD) use. The CFX96 Dx System and CFX96 Deep
Well Dx System are registered with the U.S. FDA as Class Il 510(k) exempt devices.

Canada: The CFX96 Dx System and CFX96 Deep Well Dx System are
registered as Class | devices.

China: The CFX96 Deep Well Dx System has been certified as a Class |lI
medical device by China’s National Medical Products Administration (NMPA).

EU: For in vitro diagnostic use. The CFX96 Dx and CFX96 Deep Well Dx
Systems meet the requirements of the In Vitro Diagnostic Medical Devices
Directive (98/79/EC). The CE IVD-registered CFX96 Dx and CFX96 Deep Well
Dx Systems are for distribution and use in EU countries only (Austria, Belgium,
Bulgaria, Croatia, Denmark, Estonia, Finland, France, Germany, Greece,
Ireland, Italy, Luxembourg, Malta, Netherlands, Poland, Portugal, Slovenia,
Spain, and Sweden).

Worldwide: The CFX96 Dx and CFX96 Deep Well Dx Systems are for sale for in
vitro diagnostic use in the following countries:

— Americas: Argentina, Bolivia, Brazil, Chile, Colombia, Costa Rica, Dominican
Republic, El Salvador, Guatemala, Paraguay, and Venezuela

— Asia-Pacific: Australia, Brunei, Hong Kong, India, Laos, Mongolia, New
Zealand, Pakistan, Philippines, Singapore, South Korea, Taiwan, Thailand,
and Vietnam

— Europe, Middle East, and Africa: Belarus, Egypt, Morocco, Netherlands,
Norway, Qatar, Saudi Arabia, Switzerland, Turkey, Ukraine, United Kingdom,
and Yemen

BIO-RAD is a trademark of Bio-Rad Laboratories, Inc.

EvaGreen is a trademark of Biotium, Inc. Bio-Rad Laboratories, Inc. is licensed by
Biotium, Inc. to sell reagents containing EvaGreen Dye for use in real-time PCR, for
research purposes only. SYBR is a trademark of Thermo Fisher Scientific Inc.

Notice regarding high resolution melt analysis:

No rights are granted by Bio-Rad for the use of high resolution melt analysis in the
fields of human or veterinary in vitro diagnostics. In addition, it is the responsibility of
the purchaser to obtain any intellectual property rights which may be required for its
specific applications.

All trademarks used herein are the property of their respective owner.

Life Science
Group

Website bio-rad.com USA 1 800 424 6723 Australia 61 2 9914 2800 Austria 00 800 00 24 67 23 Belgium 00 800 00 24 67 23 Brazil 4003 0399
Canada 1 905 364 3435 China 86 21 6169 8500 Czech Republic 00 800 00 24 67 23 Denmark 00 800 00 24 67 23 Finland 00 800 00 24 67 23
France 00 800 00 24 67 23 Germany 00 800 00 24 67 23 Hong Kong 852 2789 3300 Hungary 00 800 00 24 67 23 India 91 124 4029300 Israel 0 3 9636050

Italy 00 800 00 24 67 23 Japan 81 3 6361 7000 Korea 82 2 3473 4460 Luxembourg 00 800 00 24 67 23 Mexico 52 555 488 7670

The Netherlands 00 800 00 24 67 23 New Zealand 64 9 415 2280 Norway 00 800 00 24 67 23 Poland 00 800 00 24 67 23 Portugal 00 800 00 24 67 23
Russian Federation 00 800 00 24 67 23 Singapore 65 6415 3188 South Africa 00 800 00 24 67 23 Spain 00 800 00 24 67 23 Sweden 00 800 00 24 67 23
Switzerland 00 800 00 24 67 23 Taiwan 886 2 2578 7189 Thailand 66 2 651 8311 United Arab Emirates 36 1 459 6150 United Kingdom 00 800 00 24 67 23
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ABSTRACT

Background: Anyplex™ II HPV HR Detection (Seegene, Seoul, Korea) is a multiplex real-time PCR using
tagging oligonucleotide cleavage and extension (TOCE) technology for simultaneous detection and geno-
typing of 14 high-risk (HR) HPV types, including HPV16 and HPV18.
Objectives: To evaluate whether the clinical performance and reproducibility of Anyplex™ II HPV HR
Detection meet the international consensus guidelines for HPV test requirements for cervical cancer
screening [1].
Study design: The clinical performance of Anyplex™ II HPV HR Detection for detecting cervical intraep-
ithelial neoplasia grade 2 or worse (CIN2+) was determined relative to that of the reference assay, i.e., HR
HPV GP5+/6+-PCR-EIA, by analysis of a total of 879 cervical liquid based cytology (LBC) specimens from
a screening population, of which 60 were from women with CIN2+. The intra-laboratory reproducibility
and inter-laboratory agreement were determined on 509 LBC samples, of which 172 were positive by the
reference assay.
Results: Anyplex™ II HPV HR Detection showed a clinical sensitivity for CIN2+ of 98.3% (59/60; 95%
CI: 89.1-99.8) and a clinical specificity for CIN2+ of 93.6% (764/816; 95% CI: 89.8-96.1). The clinical
sensitivity and specificity were non-inferior to those of HR HPV GP5+/6+-PCR-EIA (non-inferiority score
test: P=0.005 and P=0.023, respectively). Both intra-laboratory reproducibility (96.8%; 95% CI: 95.3-98.1;
kappa value of 0.93) and inter-laboratory agreement (96.0%; 95% CI: 94.3-97.4; kappa value 0of 0.91) were
high.
Conclusions: Anyplex™ I HPV HR Detection performs clinically non-inferior to HR HPV GP5+/6+-PCR-EIA.
Anyplex™ II HPV HR Detection complies with international consensus validation metrics for HPV DNA
tests for cervical cancer screening [1].

© 2016 The Authors. Published by Elsevier B.V. This is an open access article under the CC BY-NC-ND

license (http://creativecommons.org/licenses/by-nc-nd/4.0/).

1. Background

screening context based on minimal relative clinical accuracy of a
given HPV assay compared to a clinically validated reference (i.e.,

HPV testing is increasingly considered for primary cervical
cancer screening. To ensure high-quality screening, clinical utility
of HPV assays has to be demonstrated. In 2009, an international
consortium proposed criteria for assay validation in primary

Abbreviations: TOCE, tagging oligonucleotide cleavage and extension; HR, high-
risk; HPV, human papillomavirus; CIN2+, cervical intraepithelial neoplasia grade 2
or worse; LBC, liquid based cytology; BMD, borderline or mild dyskaryosis.

* Corresponding author at: Department of Pathology, VU University Medical Cen-
ter, de Boelelaan 1117, 108 1HV Amsterdam, The Netherlands. Fax: +31 20 4444586.
E-mail address: dam.heideman@vumec.nl (D.A.M. Heideman).

http://dx.doi.org/10.1016/j.jcv.2016.01.009

Hybrid Capture 2 or high-risk (HR) HPV GP5+/6+-PCR-EIA), and
minimal intra- and inter-laboratory reproducibility [1,2]. Several
HPV assays have partially or completely been clinically validated
using these criteria [3]. An assay not yet evaluated according to
these international consensus validation metrics is Anyplex™ II
HPV HR Detection (Seegene, Seoul, Korea). Anyplex™ II HPV HR
Detection comprises an automated system from specimen han-
dling to HPV result, including an automated instrument Microlab
Nimbus IVD or STARlet (Hamilton) for DNA isolation and real-time
PCR setup, subsequent HPV testing with CFX96 PCR instrument
(Bio-Rad), and data analysis with Seegene Viewer (Seegene).
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The multiplex real-time PCR design using tagging oligonucleotide
cleavage and extension (TOCE) technology allows for simultaneous
detection and genotyping of 14 high-risk (HR) HPV types, including
HPV16,-18,-31,-33,-35,-39,-45,-51,-52,-56,-58,—-59,—-66,
and —68 (L1 gene), and an internal control (human beta-globin) in
a single reaction [4].

2. Objective

The current study was set out to determine whether Anyplex™
I HPV HR Detection meets the international guidelines for primary
screening [ 1] by comparing its clinical sensitivity and specificity for
cervical intraepithelial neoplasia grade 2 or worse (CIN2+) to that
of the reference HR HPV GP5+/6+-PCR-EIA (further referred to as
GP5+/6+-PCR), and assessing intra-laboratory reproducibility and
inter-laboratory agreement.

3. Study design

3.1. Study population

For clinical sensitivity analysis, a representative set of 60 cervical
liquid based cytology (LBC) samples (PreservCyt) from women par-
ticipating in population-based screening in the Netherlands, who
were diagnosed with histologically confirmed CIN2+, were used.
These comprised 25 CIN2, 31 CIN3, and 4 squamous cell carcino-
mas. The median age of the women was 40 years (range 30-60
years). These clinical cases were detected on the basis of an abnor-
mal cytology result and/or a positive result by GP5+/6+-PCR [5].
The samples of 43 (72%) of these women revealed abnormal cytol-
ogy (5 borderline or mild dyskaryosis (BMD) and 38 >BMD), 17
(28%) had normal cytology, and all but one (98.3%) were positive
by GP5+/6+-PCR.

For clinical specificity analysis, we used 819 consecutively col-
lected LBC samples (PreservCyt) from the screening population of
women (median age of 41 years, range 31-60 years) with normal
cytology and without evidence of CIN2+ within 2 years of follow-up.

Intra-laboratory reproducibility and inter-laboratory agree-
ment of Anyplex™ II HPV HR Detection were evaluated using
three equal portions of in total 509 cervical PreservCyt samples,
of which one-third was positive by GP5+6+-PCR (172/509; 33.8%).
Two portions were tested in a blinded manner within the same
laboratory (Lab A; VU University Medical Center, Amsterdam, The
Netherlands) by different technicians at different time points. The
third set was analyzed blinded for the results of lab A, at another
laboratory (Lab B; Institute of Microbiology, CHUV, University of
Lausanne, Lausanne, Switzerland).

All LBC samples were stored in aliquots at —80°C until further
use.

3.2. Anyplex™ [l HPV HR Detection

Anyplex™ II HPV HR Detection comprising DNA extraction,
HPV testing and data analysis, was performed according to the
manufacturer’s instructions (Seegene, Seoul, Korea). In short, up
to 40 clinical samples per run were processed by the automated
system with a laboratory working time from specimen handling
to HPV result of approximately 6h (i.e., 2h for DNA extraction,
3 h 40 min for PCR amplification with three melting analyses, and
hands-on time of 15-20 min for specimen handling and 10 min for
PCR machine handling).

3.3. Statistical analyses

Anyplex™ Il HPV HR Detection was performed blinded for ear-
lier obtained GP5+/6+-PCR-EIA results [5] and cyto-/histopathology
outcomes, and data were correlated afterwards. Clinical sensitivity
and specificity values for CIN2+ of Anyplex™ II HPV HR Detec-
tion were compared to those of GP5+6+-PCR using a non-inferiority
score test, as described by Tang et al. [6], with a relative sensitivity
threshold for CIN2+ of 90% and a relative specificity threshold for
CIN2+ of 98% as proposed in the consensus guidelines [1]. For intra-
laboratory and inter-laboratory analyses, the agreement and kappa
values were determined. The 95% lower confidence bounds of the
intra-laboratory reproducibility and inter-laboratory agreement
values should be >87%, with kappa values of >0.5. Only samples
with valid test results were included in the analyses. The level
of genotype agreement was determined by using kappa statistic.
Association between semi-quantitative viral load values (based on
signal intensity scores +, ++, or +++), and discordance was evaluated
with chi-square test for trend. The level of statistical significance
was set at 0.05.

4. Results

4.1. Clinical sensitivity and clinical specificity

Of the 879 cervical LBC samples for clinical sensitivity and speci-
ficity analyses, 876 (99.7%) revealed valid results with Anyplex™
II HPV HR Detection. Agreement between Anyplex™ II HPV HR
Detection and GP5+6+-PCR was high. All 60 samples of women with
CIN2+ (100%; 95% CI: 94.0-100;cases) and 788 of 816 samples of
the specificity set (96.6%; 95% Cl: 93.3-98.3;controls) showed an
identical outcome with both tests (Table 1).

Table 1
Anyplex™ II HPV HR Detection on 876 cervical LBC samples from population-based screening stratified by case-control status.
Controls (<CIN2) GP5+6+-PCRP Total
HR HPV HR HPV
negative positive
Anyplex™ Il HPV HR HPV negative 752 12 764
HR Detection®
HR HPV positive 16 36 52
Total 768 48 816
Cases (CIN2+)
Anyplex™ Il HPV HR HPV negative 1 0 1
HR Detection?®
HR HPV positive 59 59
Total 1 59 60

2 Input in PCR comprising 1/650 fraction of the cervical scrape.

b DNA was extracted from cervical scrapes using the Nucleo-Mag 96 Tissue kit (Macherey-Nagel, Germany) and Microlab Star robotic system (Hamilton, Germany)
according to manufacturers’ instructions. Ultimately, input in PCR comprised 1/400 fraction of the cervical scrape.
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Table 2A
Intra-laboratory reproducibility over time of Anyplex™ Il HPV HR Detection.

Lab A, result run 1 Lab A, result run 2

HR HPV negative HR HPV positive Total
HR HPV negative 334 9 343
HR HPV positive 11 151 162
Total 345 160 505

Table 2B
Inter-laboratory agreement of Anyplex™ Il HPV HR Detection.
Lab B Lab A, result run 1°
HR HPV negative HR HPV positive Total
HR HPV negative 336 8 344
HR HPV positive 8 153 161
Total 344 161 505

@ Similar results were obtained when using results of run 2 from Lab A: agreement
0f 96.2% (95% Cl: 94.6-97.6) with a kappa value of 0.91.

Anyplex™ ]I HPV HR Detection was positive for 59 women
with CIN2+, resulting in a clinical sensitivity for CIN2+ of 98.3%
(59/60; 95% CI: 89.1-99.8) (Table 1, cases). The clinical specificity
for CIN2+ was 93.6% (764/816; 95% CI: 89.8-96.1) (Table 1, con-
trols). By comparison, these figures were 98.3% (59/60; 95% CI:
89.1-99.8) and 94.1% (768/816; 95% CI: 90.3-96.5), respectively,
for GP5+/6+-PCR (Table 1). Both clinical sensitivity and specificity
for CIN2+ of Anyplex™ II HPV HR Detection were non-inferior to
that of GP5+6+-PCR, i.e., relative clinical sensitivity for CIN2+ of
1.00 (P=0.005) and relative clinical specificity for CIN2+ of 0.99
(P=0.023).

4.2. Intra-laboratory reproducibility and inter-laboratory
agreement

Of the 509 samples, 506 (99.4%) had a valid test resultin run 1 at
lab A, 507 (99.6%) in run 2 at lab A, and one sample had insufficient
material left for testing at lab B, leaving 505 samples with valid data
for both intra-and inter-laboratory analyses. The intra-laboratory
reproducibility over time was 96.0% (485/505; 95% CI: 94.3-97.4),
with a kappa value of 0.91 (Table 2A).

The inter-laboratory agreement was 96.8% (489/505; 95% Cl:
95.3-98.1), with a kappa value of 0.93 (Table 2B).

Both the intra-laboratory reproducibility over time and the
inter-laboratory agreement fulfilled the validation metrics given
a lower confidence bound of percentage of agreement that was
higher than 87%, and a corresponding kappa value that was higher
than 0.5 [1]. Most samples with discrepant findings (18/20 in intra-
lab and 13/16 in inter-lab analysis) had low signal intensity (score
+), suggesting association of discrepant results with low viral loads
(P=0.0008 and P=0.007, respectively).

At the genotype level, moderate to perfect agreement was
observed, with overall kappa of 0.87 (range: 0.50-1.00) and 0.89
(range: 0.54-1.00) for intra-and inter-laboratory genotyping agree-
ment, respectively (Tables 3A and 3B ). Discrepant results at the
type-specific level, that were most commonly found for HPV39
and HPV45, mostly concerned multiple infections and low signal
intensities for respective types.

5. Conclusions

In this study, we compared the clinical performance of
Anyplex™ IIHPV HR Detection with that of GP5+6+-PCR in a cohort
of screening participants. The clinical sensitivity and specificity for
CIN2+ of Anyplex™ I HPV HR Detection were non-inferior to those

Table 3A
Intra-laboratory reproducibility of genotype findings of Anyplex™ II HPV HR
Detection.

HR HPV type Number of samples found positiveby® Kappa 95%Cl
Bothruns Run1only Run?2 only

16 49 6 2 0.92 0.86-0.97
18 20 1 3 0.91 0.82-1.00
31 17 2 4 0.84 0.72-0.97
33 12 0 0 1.00 -

35 6 1 0 0.92 0.77-1.00
39 11 6 6 0.64 0.44-0.83
45 3 1 5 0.50 0.15-0.84
51 15 2 1 0.91 0.80-1.00
52 17 1 1 0.94 0.86-1.00
56 14 1 4 0.84 0.71-0.98
58 7 0 3 0.82 0.62-1.00
59 5 1 1 0.83 0.60-1.00
66 12 1 0 0.96 0.88-1.00
68 12 0 3 0.89 0.76-1.00

3 Data are presented as the number of each genotype detected in each run (i.e.,
run 1 and/or run 2), and numbers do not count up to the total number of HR HPV
positive samples due to multiple infections.

Table 3B

Inter-laboratory agreement of genotype findings of Anyplex™ Il HPV HR detection.
HR HPV type  Number of samples found positive by® Kappa 95% CI

Bothlabs Lab1only Lab2only

16 51 3 3 0.94 0.89-0.99
18 21 0 2 0.95 0.89-1.00
31 19 0 3 0.92 0.84-1.00
33 11 1 0 0.96 0.87-1.00
35 7 0 0 1.00 -
39 11 5 5 0.68 0.49-0.87
45 3 1 4 0.54 0.18-0.90
51 16 1 1 0.94 0.85-1.00
52 16 2 0 0.94 0.85-1.00
56 14 1 8 0.75 0.59-0.91
58 7 0 2 0.87 0.70-1.00
59 6 0 1 0.92 0.77-1.00
66 12 1 2 0.89 0.76-1.00
68 11 1 2 0.88 0.74-1.00

2 Data are presented as the number of each genotype detected at each location
(i.e., laboratory 1 and/or 2), and numbers do not count up to the total number of HR
HPV positive samples due to multiple infections.

of GP5+6+-PCR using the predetermined thresholds of 90% and
98%, respectively, as set out by the international consortium [1].
Furthermore, the assay displayed sufficient intra-laboratory repro-
ducibility and inter-laboratory agreement, both complying with the
international consensus validation metrics for HPV DNA tests for
cervical cancer screening [1]. Based on our findings, Anyplex™ II
HPV HR Detection can be added to the list of HPV assays that fulfill
the 2009 guidelines [3].

Anyplex™ Il HPV HR Detection adds to some other validated
assays [3] that it directly provides genotyping data of 14 HR HPV
types. Genotyping data turned out to be highly reproducible in this
study as well, with moderate to perfect agreement. Although at
present genotyping of non-HPV16/18 types is in the current guide-
lines not recommended for primary cervical screening, it may be
useful in the future for measuring persistence of a specific HR HPV
type in certain setting (e.g., post-treatment monitoring of women
treated for high-grade CIN).

In conclusion, this study demonstrates that Anyplex™ ITHPV HR
Detection s clinically non-inferior to GP5+/6+-PCR. The clinical per-
formance and reproducibility of the assay meet the international
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criteria for validation of an HPV test for cervical cancer screening
purposes [1].
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@ Seegene

Powerful data analysis software for Seegene’s multiplex MDx assays

Seegene Viewer

Automated data analysis for multiplex real-time PCR .

Seegene Viewer is designed to enable users to simply access to automated
data analysis for Seegene’s high multiplex real-time PCR assays.

The software allows identification and differentiation for

both Ct value of multiple targets in a single channel

as well as melting curve analysis.

. . - Seegene Viewer User Interface (Result of Allplex™ Respiratory Panel Assays)
O Automated data interpretation g . plreten y

« Quick and precise interpretation results for B e s
Seegene's various multiplex assays
- Customizable reporting format to interlock with LIS
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O User friendly interface

- Provide 12 languages
- Customized assay selection
- Convenient readout of multiple sample results

by color-coded interpretation = ' Us
. | i
00 dfors hnol e aceenas
timized for Seegene technolo : =
P 9 9y —— Udm} )
- Two individual Ct values in a single channel 2 ) . .
Automated interpretation of Laboratory Information
- Semi-quantification analysis by cyclic-CMTA real-time PCR result with Seegene Viewer System (LIS)

in melting curve analysis

LIMS Integration

« Integration of results of; Is assays by patient or sample identification
« Adoption of HL7* and LIMS file(.plrn) to interlock with LIS for sample information
« Automated import and export data to LIS by .plrn

@ Seegene wiww.seegene.com
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@ Seegene

Operation software for NIMBUS IVD and STARlet IVD

Seegene Launcher

Optimized operation software for Seegene’s simultaneous multiple assays

Seegene Launcher is an operation program which includes protocol for
Seegene’s various molecular diagnostic (MDx) assays.

This software can perform the entire process from nucleic acid extraction to
PCR setup or selectively perform extraction or PCR setup

Eiriomlay Trating St e prarting §
From primary sample tube . S . P e Ready to PCR run
- (B - B o e L O L)
- 3332383822
PQRPIYD 63
i - l.q\_;l%.-:@@:_‘:
LI - - k PRI DD
S S mm - 19 VRGO 0
rada 3 (S g ]
si=0=0=0=l=0= _aa Q. oa9
=gl =) =3 = =8 =8 = Wi i W § ()
L ——
e} . o o) . o)
Tutorial SL Workiin i a L Extraction Reagent Barcode 8L PCRFiate information
e — —— |
User friendly interface Applicable multiple sample types ~ Reagent traceability Multi-assay PCR setup
« Intuitive and guided user interface « Sample selection for each assay » Reduce reagent loss with installing « Easy-to-use installation guide of
« Detailed tutorial « Reading sample information from back-up reagent multiple PCR reagents
« Include operation manual for barcode or LIS (HL7 is applied) « Convenient residual quantity check « Simultaneous random selective
each assay with barcode system PCR setup with maximum of

4 different assays

O Interocking with laboratory information system (LIS)

Barcode reading

I ==
s
Sample : Seegene Launcher T SeegeAneViewer'
P with STARIet IVD or NIMBUS IVD for result interpretation

*HL7, (Health Level Seven), is a standard for exchanging information between medical applications



* COMPONENT

Not Available in U.S.A.

Independent liquid channels
CO-RE gripper arm for labware movements

Sample carrier :

Sample carrier for 32 specimens

Sample carrier for 24 specimens (optional)
Sample carrier for 12 specimens (optional)

Tip carrier

Magnetic seperater
Heater/Shaker (up to 100 °C)
PCR plate carrier

Extract cartridge rack

PCR reagent rack

* SPECIFICATION

Power Input 115-230V, 50-60 Hz

Power consumption Maximum 600 W

Dimensions 1124 (W)x795 (D)x903 (H) mm
Weight 140 Kg

Sample capacity 1-94 samples

TAT (94 test) 155 min for whole process
Pipetting channel 8 channels

Dispensing precision

+ 20, . 0 o 9
(when using 30040 tip) 10u0: 2%, 50u0: 0.75%, 200u0: 0.75%

Dispensing precision

.3 £ . 0 . o
(when using 1,00040 tip) 10u0: 3.5%, 100u0: 0.75%, 1000u0: 0.75%

Positional accuracy 0.1 mm on X-Y-Z

* ORDERING INFORMATION

Category Products

Optical Reaction Module
CFX96™
Thermal Cycler
Instrument
Microlab STARIet IVD
Microlab NIMBUS IVD

STARMag 96 x 4

Extraction reagent Universal Cartridge Kit

High Volume Tips(1000 uQ)
Microlab Standard Volume Tips (300 u0)
Consumable NIMBUS IVD NIMBUS-Waste Bag

NIMBUS-96 Deep Well Micro Plate

Cat. No.
1845097-IVD
1841000-1IVD
173000-075
65415-02

744300.4.UC384

235905
235903
65803-01
SDP0096

>
o
@ Seegene ‘\A‘/wﬂegene.com
o
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One-step process from nucleic acid extraction to PCR setup

STARIetIVD

(Microlab STARIlet IVD)

CE-IVD

Marked

@ Seegene

www.seegene.com




STARlet IVD (Hamilton)

STARIet IVD is an easy-to-use liquid handling workstation from primary sample tube to nucleic acid (NA)
extraction and PCR setup. It provides convenient process of your lab works by minimizing hands-on time and
maximizing assay reliability.

O Effortless NA extraction and PCR setup for multiple specimens

: } Automatic process from primary sample tube Simultaneous extraction of 7= [ mm
to NA extraction and PCR setup multiple specimen types U |:| D
O o

<) Reliable performance &

Accepts multiple primary
minimal hands-on time and secondary vial types

-
[
Specimens Real-time PCR
CFX96™
=
% STARIlet IVD °Q .
) Suitable for 4, € ‘:?} Convenient | A |
high-throughput 4@ ?(gs operation program ——
o Uracy; 10 o
"'/ Traceability from sample to result o o Ready-to-use EEEE
? using barcode system reagent cartridge [0
Universal Cartridge Kit
-Whole Blood - LBC (Liquid based cytology) specimen - Stool
- - Serum - Swabs (Nasopharyngeal, Vaginal, Cervical, Urethral Rectal) - Cary-Blair
o -Plasma - Aspirate (Nasopharyngeal) - CSF
P E o= - Cells - BAL (Bronchoalveolar lavage)

- Urine - Sputum

STARlet IVD (Microlab STARlet IVD) @ Seegene

O One-step process from NA extraction to PCR setup

—

» Maximized user convenience by minimizing hands-on time

» Selectable functions : entire process from NA extraction to PCR setup,
extraction only, and PCR setup only

» Reduction of potential for contamination and human error

—
+ When separate extraction instruments are
— already set up, it can be exclusively used
Extraction PCR setup for PCR setup.
Other instruments STARlet IVD

O All-in-One platform for broad multiplex MDx assays

» One platform to cover various disease areas

» Cost-effective to utilize one provider for all solution

*In development

Gl HPV STI TB RB SNP HAI

Noro HPV16 CcT MDR BP Thrombosis CPE

Rota HPV18 NG XDR CP Thalassemia* VRE ..
RV H. pylori g . . . 0 Esgl Meningitis
Flu . : HSV 1

CcMv

o) — (& 4 & P
D

: All-in-One Platform

LLIT
o) . e
{55
<
;

STARIlet IVD CFX96™ Seegene Viewer
Automated NA extraction & PCR setup Detection by Real-time PCR Automated data analysis
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STARlet IVD (Microlab STARIlet IVD) @ Seegene

O Simultaneous nucleic acid extraction of multiple sample types

» Single set of reagent for extraction of bacterial, viral, genomic, parasitic, fungal DNA and/or RNA from multiple specimen types
» Enhanced efficiency of working hours by reducing sample process time

Simultaneous extraction for multiple assays

HPV - Liquid based cytology
Assay - Cervical swab

- Urine

D -Genital swab

H HpPV ST RV/RB M Gl

1 2 3 4 5 6 7 8 9 m n 12

» HHEN HER
 Emm 1
Cc
- Nasopharyngeal swab
= o - . AE
- Sputum /BAL £ ... ..
STARIet IVD - HHN [ | |
- HHEE [ | |
H

Gl cton HER ]
Assay “oteo

O Suitable for high-throughput

92
» Fast NA extraction from primary specimen
(368 samples within 8 hours) 184
» Simplified workflow for medium to large clinical laboratory 276
368
o 1 2 3 4 5 & 71 s

Hours

O Convenient operation using ‘Seegene Launcher’program

» Intuitive tutorial session for each step of entire process

» Easy integration of sample information by barcode scanner or LIS
» Convenient to trace remaining reagent volume by barcode system
» One click away to run various assays

Protocol Tutorial

= S

STARlet IVD (Microlab STARlet IVD) @ Seegene

O Direct loading of primary sample tubes

0

@

<1.5m tube> <12 mm tube> <16 mm tube> <Thinprep>

O Component

@ Disposable filter tip
(30010, 100010)

@ Sample carrier
for 1.5m{ tube or primary tube

© Plate carrier
- Extraction reagent rack : 2ea
+96 DWP rack: 1ea
+ PCRplate rack: 2ea

O Heater and shaker
for increasing extraction efficiency

© Roboticarm
for accurate dispensing control of individual 8 channel

@ PCRreagent rack

@ Built-in barcode scanner
for reading of sample and consumables

O Ready-to-use reagent cartridge system

» Predispensed extraction reagents to run 96 tests in one cartridge

» Eliminate hands-on time for reagent preparation

» Verify reagent volume by barcode system



Stasys
Sticky Note
1.1.12

Stasys
Highlight

Stasys
Sticky Note
1.1.14

Stasys
Highlight


Starlet sistemos darbastalis. | Starlet sistemg galima patalpinti 96 vnt. ThinPrep indelius (pirminius indelius).
Paveikslélyje tau 8 stovai po 12 lizdy, pazyméty raudonais apskritimais.
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@ Seegene

Pre-analytical system for better workflow

Vial Cap Management System

VCMS increases productivity by autonm.2ti.ig de-capping, aliquot, and re-capging.

o Expand efficiency for Seegene HPV test

- Pre-analytic step of 92 primary sample tubes and ready-to-run Seegene HPV test

o Expand convenience for Seegene HPV test

- Easy sample loading and increase your walk-away time

o Expand IT potential for Seegene HPV test

- Full sample traceability to complete your IT workflow

Seegene STAR'

Not Available for Sale in the United S
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Seegene’s HPV testing concept

Loading Ready-to-run

SEEEERar

Automated data interpretation
with Seegene viewer

Pre-analytical system* Automated extration & PCR setup Seegene’s HPV test

Pre-analytical system
makes
better work flow

Effortless workflow
Load a sample and walk away

Efficient workflow
Increase productivity of Seegene's HPV test for high volume laboratories

N
IT integrated workflow ‘
Integration into the laboratory IT system providing full sample traceability

* Please refer to the technical specification below.

O Technical specification

Functions Scanning, de-capping and re-capping of tubes
O Device specifications O Ordering information
Throughput 92 samples (Anyplex™ Il HPV HR Detection) Dimension (WxDxH)  1058.25x899.5x436 mm Instrument Cat. No.
Turnaround TIme About 40 minutes (aliquoting step included) Weight 41.6 kg

Pre-analytical system

Sample tube Via barcode formats such as Communication USB, Ethernet, RS-232 VCMS bRt
Codabar, Code 39, Code 128
Sample identification  ThinPrep™ (Hologic) Operating temperature 15~33 C (59~91 °F) Automated extraction & PCR Setup
67930-03
*
Hands-on time Up to 10 minutes Power input 100-240 VAC, 50/60 Hz, 13A-6A SEEEIE S

@ Seegene Taewon Bldg. 91 Ogeum-ro, Songpa-gu, Seoul 05548, Republic of Korea / Tel : +82-2-2240-4000 / Fax: +82-2-2240-4040 / E-mail :info@seegene.com  WwWw.seegene.com

GERMANY USA CANADA BRAZIL MEXICO MIDDLE EAST
Dusseldorf, Germany California, USA Toronto, Canada Belo Horizonte, Brazil Meéxico city, México Dubai, UAE
Tel : +49-211-9943-4260 Tel: +1-925-448-8172 Tel : +1-800-964-5680 Tel : +55-31-25153003 Tel: + 52-55-8848-9646 Tel: +971-4-558-7110
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