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[MpeaBnaeHa ynotpeba

HabopbT artus SARS-CoV-2 Prep&Amp UM Kit e real-time RT-PCR TecT, npegHasHaveH
3a Ka4eCTBEHO OTKpUBaHe Ha HykrnenHosa kucenuHa ot SARS-CoV-2 B HasodapuHreanHu
Tamnonn (NPS), HasanHu TamnoHu 1 opodapuHreanHn TamnoHu OT fmua C Npu3Haum m
CUMMNTOMM Ha MHEKUMA unu nuuya 6e3 cMMnToMKU, UNU OPYrn NPUYUHM 338 CbMHEHUS 3a
nHopekunsa ¢ COVID-19. 3a obpasum oT Hepa3peaeHa CrioHKka TECTbT € NpeaHa3HaveH 3a

nuua ¢ Npu3Haum 1 CUMNTOMU Ha MHAEKUMS, UNn 3a KOUTO ce noao3upa, Ye ca COVID-19.

Toli e npefHasHayeH [a CIyXW KaTo MOMOLLHO CPEeACTBO MpU AuarHoCTMuMpaHe Ha
COVID-19 B ocTpaTta hasa Ha MHMEKUMATA, B KOMOMHALMSA C KIMHWUYHM HabnogeHus,

aHamMHesa 1 enngemMmoriormn4yHa VIHd)OpMaLI,VIﬂ 3a nauuneHTa.

HabopbT artus SARS-CoV-2 Prep&Amp UM Kit TpsibBa ga ce usnonssa B nabopaTtopHa
cpefa 3a MonekynspHa 6uonorMsi oT npodecuoHanHu NoTpebuTenu, Kato Hanpumep
oby4eH nepcoHan B KNuHWYHa nabopartopus, cneumnanHo MHCTPYKTUPaH 3a TEXHUKUTE 3a

real-time RT-PCR v npouenypute 3a uH8UMpPO AuarHocTumka.

OTpuuaTtenHuTe pesyntaTy He U3KM4YBaT Bb3MOXHOCTTa 3a MHekumsa cbe SARS-CoV-2
n He TpsAbBa Oa ce M3NON3BaT KaTto eQMHCTBEHA OCHOBAa 3a B3eMaHe Ha pelueHus 3a

ynpaBneHue Ha naumneHTa.
HabopbT artus SARS-CoV-2 Prep&Amp UM Kit e npegHasHaveH ga 6bae M3nonsBaH ¢

Rotor-Gene Q MDx System, ABI 7500 Fast Dx, QuantStudio 5 Dx, cobas z 480 nnun

CFX96 Dx, kaTo cuctemu 3a real-time PCR.
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OnuncaHune v NpUHUMN

NHpopmaums 3a natoreHn

KopoHaBupycute, poa ot cemenctso Coronaviridae, ca PHK Bupycu ¢ ronsma o6BuBKa,
NOMNoXUTernHa ycykaHa Bepura, KOUTO NMPUYMHSABAT BUMCOKO BUPYMEHTHO 3abonsBaHe npu
Xopa 1 goMaluHu xuBoTHU (1). 3BecTHO e, Ye KopoHaBupycuTe 3apassBaT xopaTa U ca
NPUYYHUTENN HA efHa TpeTa OT UH(EKUUUTE ¢ OOMKHOBEHa HaCTWMHKA, a CbLUO Taka ca
[obpe n3BecTHa npuyvHa 3a BbTPEOOMHUYHM MHAEKLUN Ha FTOPHUTE AMXaTeNnHU MbTULLA
npu HeloHoceHn 6ebeTa (2).

EAVH HOB YneH Ha CeMenCTBOTO Ha KOPOHaBMPYC NPeansBuKa OrHULLE Ha PecnupaTtopHO
3abonsBaHe B rpag YxaH B Kutanm (1, 3). HapeuyeH nbpBOHa4anHoO HOB KOPOHaBMPYC
(2019-nCoV), BupycbT SARS-CoV-2 ce pasnunyasa ot SARS-CoV (1, 3), onpegeneH kato
npuymMHUTEn Ha enngemusaTta npes 2003 r. 1 MERS-CoV, unpkynupaly B bnmskusa nstok ot
2012 r. SARS-CoV-2 e npuunHutensat Ha COVID-19. PHK Ha SARS-CoV-2 moxe ga 6bae
OTKpWTa MO BPEME Ha paHHWUTE 1 OCTpU dhasn Ha NHEeKLUMsTa B PasnnyHn npobu oT ropHnTe
anxaTtenHu nbTuwa (HasanHu, opodapuHreanHu u HasogapuHreanHu TamnoHU) U B
HepaspeneHa crnoHka (3).

B kombuHauus ¢ aHaMmHe3aTa Ha nauMeHTuTe u enuagemuonoruaTa Ha SARS-CoV-2, real-
time RT-PCR ananusute ce npeebpHaxa B 3raTeH CTaHAapT 3a AuvarHoctuka Ha SARS-
CoV-2. EBpOMEncknsT LEeHTbp 3a MpeBeHUMs U KOHTpon Ha 3abonsBaHusaTta (ECDC)
npeanoxu ga ce KOMObUHMpaT aHannsum Ha 6a3ara Ha real-time RT-PCR ¢ umyHoaHanvau 3a
npocnegsBaHe Ha CbCTOSHMETO Ha WHQEKUMATa U OueHKa Ha edekTMBHOCTTa Ha
OrPaHNYUTENHNUTE MEPKW, NPeanpueTn 3a KOHTPon Ha enngemusTa (4, 5).

artus SARS-CoV-2 Prep&Amp UM Kit e npegHasHayeH ga obxsaHe 2 uenu (N1 n N2) ot
reH N, OTKpUT CbC CbLUMS bryopecLeHTeH kaHan. [1Bete uenun He ce gudepeHumpar u
amnnudukaumaTa Ha egHata UnNM Ha OBeTe OT TAX BoAM A0 (briyopecLeHTeH curHan.
MonoxuTenHuTe pe3yntatu ca nokasatenHn 3a HanuumeTo Ha SARS-CoV-2, HO He
n3KMYBaT KomMHekuus ¢ gpyru natoreHn. OT gpyra cTpaHa, otpuuatenHuTe real-time RT-
PCR pes3yntaTti He 1U3KntouBaT Bb3MOXHA MHAEKLMS.
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KpaTtko nanoxeHune n obsacHeHne

HabopbTt artus SARS-CoV-2 Prep&Amp UM Kit npegctaBnsiBa rotoea 3a ynotpeba
cMcTeMa C npocTa CTbMka 3a NOArOTOBKa Ha anuKBOTHATA YacT, NnocreaBaHa oT OTKpuBaHe
Ha PHK SARS-CoV-2 ¢ nomowita Ha real-time RT-PCR Ha cuctema RGQ MDx, ABI 7500
Fast Dx, CFX96 Dx, cobas z 480 unn QuantStudio 5 Dx (®urypa 1).

BydepbT SARS-CoV-2 UM Amp Buffer cbabpxa peaktveBn 1 eH3Mmmn 3a cneumduyHoTo
amnnuduumpane Ha 72 6asou aeoiku (bp) n 67 bp pernoHa Ha reHoma Ha PHK SARS-
CoV-2 1 3a TAXHOTO AMPEKTHO OTKPMBaHe BBbB (hriyopecLeHTeH kaHan ,Green® Ha anapatu
RGQ MDx u BbB hbriyopecueHTHust kaHan ,FAM® Ha ABI 7500 Fast Dx, CFX96 Dx, cobas z
480 nnn QuantStudio 5 Dx.

CwmecTta oT npanmvepu n coHan Ha artus SARS-CoV-2 Prep&Amp UM Kit cbabpxa cbLyo
OnUroHykrneoTnanTe, Heobxogumu 3a amnnudukaumm Ha RNase P. Korato 6baat otkputu
BBbB hriyopecueHTeH kaHan ,Yellow" Ha anapata RGQ MDx, BbB VIC/HEX Ha ABI 7500 Fast
Dx, CFX96 Dx, cobas z 480 vnun QuantStudio 5 Dx, Tean amnnmdumkaummn rapaHtmpar, ye e
cbbpaHa [OCTaTbYHO KOMMYECTBO OuonorMyHa anukBoTHA 4YacT. To3u KOHTpon e oT
pellaBallo 3HayeHve, 3a Aa Ce rapaHTMpa HannyneTo Ha GUOMNOrMYHM anuKBOTHY YacTu B
oTpuLaTeNHM anukBoTHM Yactn SARS-CoV-2. AMnnudukaumusaTa TpssdBa BuHarM ga Moxe aa
6bae oTKpUTa; B NPOTUBEH Cry4vaii ce NOCTaBs nog BbNPOC KA4YECTBOTO Ha arniMKBOTHaTa 4YacT.

HabopbT artus SARS-CoV-2 Prep&Amp UM Kit cbabpxa CbLLO U TpeTa XeTeporiornyHa
aMnMduKaLMoHHa CUCTEMA 3a pasKkpuBaHe Ha Bb3MOXHO MHXMOMpaHe Ha real-time RT-
PCR. ToBa ce oTkpuBa kato BbTpewHa PHK koHTpona (IC) BbB chryopecueHTeH KaHan
,Red* Ha anapatnte RGQ MDx unu B Cy5/ATTO647N Ha ABI 7500 Fast Dx, CFX96 Dx,
cobas z 480 nnun QuantStudio 5 Dx. Twn kato IC e BkntodeHa B cmecta SARS-CoV-2 Amp
Primers, HelHaTa amnnudukauus Tpsbea ga 6bae NOCTOsIHHA, OCBEH ako B anuMKBOTHaTa
yacT unun B PCR peakuusta He npucbcTBa MHXMOUTOP Ha real-time RT-PCR, kolito 3abaes
UNN Bb3NpensTcTBa aMnnndukaumaTa.

3a ypocTtoBepsiBaHe Ha edpekTMBHOCTTa Ha cTbrkata PCR B Habopa artus SARS-CoV-2
Prep&Amp UM Kit ca npegoctaBeHn BbHLLHM MOMOXUTENHN 1 OTprLaTenHn KoHTporu (kato NTC
ce manonaeat cboTBeTHO SARS-CoV-2 Positive Control n Boga 6e3 cbabpxaHne Ha Hykreasa).
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3a npoBepka 3a OTCHCTBME B NOArOTBUTENHMSA Oydep Ha MHxmbutopm Ha real-time RT-PCR,
CUIHO ce npenopbyBa koHTpona 6e3 nssnuyaHe (SARS-CoV-2 UM Prep Buffer, nsnonssax
kaTo NEC).

B3etTn 3aegHo, C Te3anm KOHTponu ce npocnegsea, edekTMBHOCTTa Ha obpaTtHaTa
TpaHckpunumsa un cTbnkmuTte Ha PCR.

BsemaHe Ha BarpsiBaHe 70 °C, OxnaxpaHe
anukBoOTHa YacT 10 MUHYTU B 4°C,5

: ANMKBOTHA YacT 50-200 pL — HarpeBaTerneH Grok == MUHYTU =
| (NPS)/(OPS)(NS) > > >

MoproToBka Ha
anukesoTHa(u)
yact(u)

1. CTbnka 3a BTEYHsIBaHe: anukBOTHaTa YacT ce 3arpsisa npu 95 °C, 15 MuHYTM
2. CTbnku 3a B3eMaHe Ha anvKBOTHA 4acT U HarpaBaHe

BsemaHe Ha 35;})59!5;:6 ?455 C RT (craitha
anuKeoTHa YT TemnepaTtypa)

AMVKBOTHA yact 50 pL —, HarpesaTeneH 6ok — 23 5 MuaHyTH =
vact > + >
(critoHka)

BaabpxaHe npu

[o6aseTe ouseTnten ROX kbm

MoaroToBka Ha SARS-CoV-2 UM Amp Buffer

OCHOBHa cMec : ROX® - SARS-CoV-2
camo 3a : reference dye o UM Amp Buffer
(
nbpea ;
ynotpeba) e

Crno6siBaHe Ha Amp

] Primers + IC =
o1 SARS-CoV-2 SARS-CoV-2 I
: Internal Amp Primers "
! Control =
MoaroToBka Ha '

peakunoHHa cmec ' Crnob6siBaHe Ha
5 peakLUMOHHa cMec
| 5. SARS-Cov-2UM = SARS-CoV-2 Amp >
: Amp Buffer + Primers + IC
A ROX

(npoabnxkaea Ha crieABalaTa cTpaHuua)
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(npoabMxaBa oT NnpeaxoAHaTa cTpaHULa)

[o6aseTe 8 L Boga B ssmkute 3a NEC

! 10 uL Bopa B simkuTe 3a NTC !

; Boga 3a NTC > ;

M3BbpLuBaHe : = :
Ha aHanms 1. ! [o6asete 2 pL Prep Buffer B amkute ;
Prep Buffer ; 3a NEC v 3a anukBoTHa Yact 1t 0o NEC

i SARS-CoV-2 gl X i

[ UM Prep . 3 i

: Buffer 38 i ;

W3BbpLuBaHe i d= b= [o6aBeTe 8 L anukBoTHa YacT Anueotra i
Ha aHanms 2. { AnNMKBOTHa YacT » )
AnvksoTHa ' (3arpsiTa) |
yacT : !

1 i

1 - [lo6aseTe 15 L peakunoHHa cmec 1

M3BbpLuBaHe Ha ; = (BCMUKY AMKM) A"”ng'azj !
aHanma 3. | PeakumoHHa cmec > | i
PeakuvoHHa \ |
cmec i '

3 [o6aeeTe 10 pL B sIMKa 3a — 3

M3BBP:JHB:J:|:3T [ SARS-CoV-2 NONOXWUTENHA KOHTpOna R ;E pc |
: . iti L e o ]
MonoxutenHa ! Positive Control !i 3 s |
KOHTpOna i 88ccoce00d0d)| i

1 I

! RT-PCR artus SARS-CoV-2 |

3 CTbNKMN Linkr r Bp T paTtypa Hanunuuu anapatn RT-PCR: i

' ® '

' OBpaTHa TpaHCKpUNLNS - 10 MuH 50 °C ° Rotgr—Gene Q MDx !

RT-PCR | AKTvBMpaHe - 2 MuH 95°C * ABIT7500 .ngt Dx :

i [eHatypupare 5 cek 95°C i Quantgtudlo 5Dx i

[ TonnHHa 40x e cobas®z 480 !

| oBpaGoTkalyabmkasaHe e 897 * CFX96" Dx ;

i i

®urypa 1. PaboteH noTok 3a Ha6op artus SARS-CoV-2 Prep&Amp UM Kit
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[lpenocTtaBeHn maTtepuanm

CobaobpxaHne Ha Habopa

artus SARS-CoV-2 Prep&Amp UM Kit

KaTanoxeH Ne 4511460 4511469

Bpo# peakumm 768 3072

LiBAT Ha LBAaT Ha

enpyBeTkaTa  Kamauero WpenTtnuHoct ID Ha enpyBeTka O6em (uL) O6em (uL)

BUCTBLP Kbnt SARS-CoV-2 UM Prep Buffer ~ MoaroTeeH 6ydep 2x930 8 x 930

BUCTLP CuH SARS-CoV-2 UM Amp Buffer ~ OcHoBHa cmec 4 x 1440 16 x 1440

BucTbp Nunae SARS-CoV-2 Amp Primers ";'g:::ep" " 4x1680  16x 1680

BucTbp 3eneH SARS-CoV-2 Interal Control ~ SeTPelWHa 1x 1390 4 x 1390
koHTpona (IC)

Buctbp YepBeH SARS-CoV-2 Positive Control ~ MonoxutenHa 1% 220 4 x 220
KOHTpona

BucTBLP Buctep  Bopasa NTC Boga (NTC) 1x 1900 4 x 1900

BUCTLP Buctbp  ROX Reference Dye Ougetuten ROX 1x210 4x210
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KomnoHeHTn Ha Habopa
PeakTtnsun

BbB Bcsika enpyBeTka obemMuTe Ha peakTuBUTE ca ONTMMM3MpaHuM 3a 8 naptuau oT
96 anukBOTHM YacTu (3a Habop 3a 768 peakuun) unm 32 napTmam ot 96 peakumm (3a Habop
3a 3072 peakuun), BKMOYUTENHO nonoxuTenHa koHTpona (PC), koHTpona 6e3 eTanoH

(NTC) n koHTpona 6e3 nsenuyaHe (NEC).

Bb3amoxHa e o6paboTka Ha No-ManbK Unm no-ronsiM 6pon annKBOTHM YacTu, HO TOBa BOAM 0
HEONTMMAaIHO M3rnosn3BaHe Ha peakTuBuTe. MpenopbunTeENnHO € Aa ce M3bareaT MHOXECTBO
LUMKNM 3amMpassiBaHe-pasmMpassBaHe. 3a u3bsirBaHe Ha MHOXECTBO LMKNM 3aMpassiBaHe-

pa3mMpasdaBaHe, peaktuemute Morat aa 6'b}J,aT pasnpenenexHn Ha anmkBoTHU HYacTw.
Mpanmepn n coHan

Mpanmepute 1 coHauTe, HAaco4YeHN kbM cekBeHuMMTe Ha SARS-CoV-2, ce ocHoBaBaT Ha
npanmMepuTe U COHAWTE, MPOeKTUpaHu OT LleHTpoBeTe 3a KOHTPON U MNpeBEeHUMs Ha

3abonsBaHusaTa (CDC).

KoHTponu n kanubpatopu

AHanM3bT CbabpXka 5 KOHTPONM 3a NpocneasBaHe Ha edpekTUBHOCTTa Ha real-time RT-PCR.
BbTpewHa koHTpona (IC): BbTpewHaTa KoHTpona e egHoBepwxkHa IVT PHK, kosito
npoBepsiBa 3a HanMyne Ha 3aMbpcuTENU, KOUTO Guxa MornM fa uHxmbupaT obpaTtHaTa

TpaHckpunums. BbTpeluHaTa KOHTporna crneau cblo U edekTrBHOCTTa Ha obpaTHaTa
TpaHckpunums B koHTponaTta 6e3 etanoH (NTC) n B koHTponaTta 6e3 n3snuyaHe (NEC).
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KoHTpona 6e3 etanoH (NTC): KoHTponaTa 6e3 eTanoH ce cbCTou OT Bofa 6e3 cbabpkaHue
Ha Hykneasa. Ta ce pgobasa kbM nnakata 3a PCR, 3a ga ce nposepu BbBexAaHe Ha
3aMbpcuTeny No Bpeme Ha nogaroToBkata Ha nnakata 3a PCR, koeTo moxe oa noseae ao

norpelHa nHTepnpeTauus Ha uenute 3a SARS-CoV-2.

MonoxutenHa koHTpona (PC): TlMonoxwutenHata koHTpora e pAasyBepwkHa [OHK,
amnnudpnumpara ¢ npanmepn n coHgm SARS-CoV-2 Primers n Probes (cmec P&P).
HelHOTO oTKpMBaHe NpoBepsiBa e(PEeKTMBHOCTTA Ha peakTuBa, yvacTealy B eTana Ha PCR

amnnudunkaums.

KoHTpona 6e3 nssnuyare (NEC): KoHTponaTa 6e3 nssnuyaHe e cbctaBeHa oT SARS-CoV-2
UM Prep Buffer. Ta ce o06paboTBa napanesiHo ¢ KMMHUYHUTE anIMKBOTHM YacTu, 3a NpoBepKa
3a BbBeXJdaHe Ha 3aMbpCcUTENN MO BpemMe Ha MOAroToBKaTa Ha anvKBOTHATa 4acT, KOeTo

MOXe [a JoBefe [0 MnorpellHa nHtepnpeTtauns Ha uenute 3a SARS-CoV-2.

KoHTpon Ha B3eTu annkBOTHU YacTu: KOHTPONbT Ha B3eTUTE afiIMKBOTHM YacTu OTKpUBA reHa
RNase P 1 e oT peluaBallo 3HayeHWe 3a Aa Ce rapaHTupa HanmumeTo Ha GMonormyHu
anvKBOTHW YacTW B OoTpuuaTenHU anukBoTHM vactu SARS-CoV-2. AMnnudumkauusata Ha
KOHTpONa Ha B3eTUTEe anuKBOTHU YacTu TpsibBa BMHArM ga Moxe Oa Obae oTkpuTa; B

NPOTUBEH Cly4Yan ce NocTaBs No4 BbNPOC KAa4eCTBOTO Ha anmKkBOTHaTa 4acT.
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Mnatdopmn n codptyep

Mpean ynotpeba Ha Habopa ce yBepeTe, Ye anapaTuTe ca NPOBEPEHU W KanubpupaHu
CbIMIacHO MpenopbkUTe Ha npoussBoauTend. To3n Habop mMoxe da ce usnonssa B neT
paboTHM NOTOKa, M3WCKBaLLM M3Non3BaHe Ha cnegHuTe real-time RT-PCR anapatu u TexHus

noaxoasatil, cogTyep:

Rotor-Gene Q MDx 5plex HRM: CodTyep Rotor-Gene Q Bepcus 2.3.1 unu no-Hosa
ABI 7500 Fast Dx: SDS codtyep Bepcus 1.4.1 nnm no-Hoea

CFX96 Dx ¢ CFX Manager Dx cogdtyepHa Bepcusa 3.1.3090.1022 unu no-Hosa

cobas z 480 c LightCycler® 480 SW UDF Bepcus 2.0.0 unm no-Hosa

QuantStudio 5 Dx ¢ QuantStudio 5 Dx IVD codtyepHa Bepcus 1.0.1 nnm no-Hoea n

QuantStudio 5 Dx TD codtyepHa Bepcus 1.0.1 nnm no-Hosa
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Heobxoanmm, HO HeNpeaocTaBeHn MaTepuanm

KoHcymaTunem n obopyasaHe
O6Lwm KoHcymaTmBu n obopyaBaHe

HacTonHa ueHTpodyra ¢ potop 3a 2 mL peakuMOoHHN enpyBeTKM
MuneTn (perynupyemu)

BuxpoB cmecuten (BOpTekc)

HarpeBateneH 6ok

PbkaBuum, obeanpalueHn, 3a egHokpaTHa ynoTpeba

CTepunHu HakpanH1UM 3a NUNeTH He CbabpXallu Hykneasa, ¢ hunTpu

1,5 mL nnn 2 mL enpyseTkn PCR-free

LleHTpodpyra 3a nnaku ¢ 96 amku
KoHcymaTtmemu n obopyznBaHe 3a Bcsika nnatdgopma

Anapat Rotor-Gene Q MDx 5plex HRM

e 0,1 mL enpyseTku 3a PCR, 3a nsnonssatHe ¢ Rotor-Gene Q MDx (Strip Tubes and Caps,

0.1 ml, kaT. Ne 981103).
® 72-Well Rotor (kaT. Ne 9018903) n Locking Ring 72-Well Rotor (kaT1. Ne 9018904)

Anapart ABI 7500 Fast Dx
® 96-Well MicroAmp™ (Thermo Fisher Scientific, kat. Ne N8010560)
® MicroAmp Optical Adhesive film (Thermo Fisher Scientific, kat. Ne 4360954 )
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Anapat CFX96 Dx

e Hard-Shell® 96-Well PCR Plate, HuCbk npodoun, TbHKOCTEHHa, ¢ Goppaose, 6ana/
npo3payHa (Bio-Rad Laboratories Inc., kat. Ne HSP9601)

® Microseal ‘B’ PCR Plate Sealing Film, nennvBo, ontuyHo (Bio-Rad Laboratories Inc.,
kaT. Ne MSB1001).

Anapart cobas z 480
® LightCycler 480 Multiwell Plate, 6sina (Roche Group, kat. Ne 04729692001).
® LightCycler 480 Sealing Foil (Roche Group, kat. Ne 04729757001).

Anapat QuantStudio 5 Dx

® MicroAmp EnduraPlate™ Optical 96-Well Clear Reaction Plate (Thermo Fisher
Scientific, kaT. Ne A36924)

® MicroAmp Optical Adhesive film (Thermo Fisher Scientific, kat. Ne 4360954)
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MNpenynpexaeHns u npeanasHn Mepku

Ob6pblyaMe BY BHMMaHWe, 4e MOXe Ja ce Hanoxu Aa [oKnajsate Ha npovsBoguTens u
perynaTopHusi opraH B cTpaHaTta Nno MecTOXWUTENICTBO Ha NoTpebutens u/vnu naumeHTa 3a

CEepPUO3HN NHUMOEHTU, Bb3HUKHAlIMN BbB BPb3Ka C U3gesfimeTo.

NHdopmaums 3a 6esonacHocTTa

Mpu paboTta ¢ xMMuKanu BUHarM HoceTe NoaxoAsiua nabopaTopHa NpecTunka, pbkaBuum
3a egHoOKpaTHa ynotpeba 1 3awutHn ounna. 3a noseve UHMOPMaLUS BUXKTE CbOTBETHUTE
MHpopMaLMoHHM nnucToBe 3a GesonacHocT (Safety Data Sheet, SDS). Te3n nuctose ca
Hanu4Hu oHnarH B yaobeH n komnakteH PDF copmat Ha agpec www.giagen.com/safety,
KbAETO MOXeTe Ja HamepuTe, nperneaate n otnedarate SDS 3a Bcekn Habop Ha QIAGEN

N KOMMOHEHT Ha Habopa.

BuHarn HoceTe noaxoasiy nWYHW nNpeanasHy CpeacTBa — HanpuMmep pbkaBuumM 3a
efHoKpaTHa ynoTtpeba 6e3 Tank, nabopaTopHa npecTurnka v npeanasHu oudmna. lMasete
KoxaTa, ounte u nurasuumTte cu. [Npn pabota C anMKBOTHWM 4YacTU YECTO CMEeHaAnTe

pbKaBnUUTE CU.

Bcuukn anukBoTHM vacTu TpsibBa da ce TpeTupaT KaTo MoTeHuuanHo onacHW. BuHarm
cbbniogaBaniTe npeanasHWTE MeEpPKWU, OMUCaHW B CbOTBETHUTE HACOKW, KaTo Hanpumep
Protection of Laboratory Workers from Occupationally Acquired Infections, Approved
Guideline (M29) Ha Clinical and Laboratory Standards Institute® (MHCTUTYT MO KNMHUYHK 1

nabopatopHu ctangaptu, (CLSI)) nnn apyrm noaxogsaiwim JOKYMEHTU.

|_|p06VITe M anuKBOTHUTE YacTu ca NoTeHumnanHo 3apasHu. N3xebprieTe annkBoTHaTa Yact

1 oTnaabKa OT aHann3a B CbOTBETCTBME C MECTHUTE Npouenypu 3a ©e3onacHocT.
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MNpeanasHu mMepku
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CnasBaviTe cTaHgapTHUTE nabopaTopHW Mpouedypu 3a nogabpxaHe Ha paboTHOTO
MSICTO 4MCTO M cTepunHo. Onpegenete 30Ha CbC cneunduyHo obopyaBaHe 3a
maHunynaumm ¢ PHK.

Cnepparite [gobpute nabopaTopHM MNpakTUKM, 3a [ga cBegete [0  MUHVMMYM
KPBbCTOCAHOTO 3aMbpCsiIBaHeE.

Mo Bpeme Ha ekcrnepuMeHTa B3eMeTe MepkU 3a NpeAoTBpaTsaBaHe Ha 3aMbpcsiBaHe C
RNase 1 nsnonssainte nnactmacosu cbaose 6e3 cbabpxaHve Ha RNase.

YBepete ce, 4Ye wumMate pgobpa npocrneaMMmocT CbC 3anucute, 0cobeHo 3a

VI,EI,eHTVIdI)VIKaLI,VIﬂ Ha arnKkBOoTHaATa 4acrT.
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CbxpaHeHue n paboTa ¢ peakTnem

Tp9|63a na ce 06pre BHMMaHME Ha CpOKa Ha rogHOCT U YCIoBUATaA Ha CbXpaHeHue,
oTne4vyaTtaHN BbBbPXY KyTudaATa U eTUKEeTUTEe Ha BCUYKM KOMMOHEHTWU. He wnsnonseante

HenpaBuITHO CbXpaHABaHN KOMMNOHEHTU U TaknBa C N3TEKDBJ1 CPOK Ha roaHOCT.

HabopbT artus SARS-CoV-2 Prep&Amp UM Kit moxe fa ce cbxpaHsiBa npy Temnepartypu

ot -30 °C po -15 °C go nu3tnyaHe Ha cpoka Ha rof4HOCT.

TpaHcnopTupaHe, CbxpaHeHne 1 paboTa ¢
npobu

HabopwbT artus SARS-CoV-2 Prep&Amp UM Kit e npegHasHaveH 3a ©3nonasaHe ¢ Ha3arnHu,
opodapuHreanHu n HazoapyHreanHn TaMnoHy 1 Npobu oT HepaspeaeHa CrtoHKa. Benykn
anuKBOTHM YacTu TpsibBa fa ce TpeTupaTt kaTo MoTeHUManHo onacHu. LleHTposeTe 3a
KOHTPON M npeBeHUMst Ha 3abonseaHuaTa (CDC) m obwectBeHo 3apaBe B AHMus
NpefocTaBAT Hacokum 3a cbbupaHe, ob6paboTka Ha anWKBOTHM YacTu U TecTBaHe Ha
KMWHWUYHM Npo6u. 3a AOMBbIHWUTENHA MHOPMaLMS HanpaseTe crpaska C Te3n ykasaHus unm

APy CbOTBETHM HaLMOHaIHN NPOTOKONM Ha pedepeHTHN nabopaTtopum.

CobbupaHe, TpaHcnopTMpaHe U CbXpaHeHne Ha Ha3anHu, opodapuHreanHu n
HasodapuHreanH TammnoHu

3a 0b6mpaHe, CbXpaHeHne 1 TpaHCNopT Ha TaMMOHU, BUXTE NPenopbKnUTe Ha AoCTaB4MKa.
3a nogabvpXaHe Ha uernocTTa Ha I'IpO6VITe TaMMnoHUTEe TpF|6Ba Aa 0baaTt HaMbITHO NOTONEHN
B TpaHCnopTHaTa cpena. AnVKBOTHUTE 4YacTu OT HasocbapMHreaneH TaMnoOH ocTaBaT

cTabunHu n morat ga ce CbXpaHAaBaT npu temnepartypa:
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® 074°C(2p08°C)po72uyaca
e -70°C 3a2ceagmuum

AnVKBOTHUTE 4YacTu oOT Ha3oq)apMHreaneH TaMnoH ocTaBaT cTabunHu B paMKnTe Ha

3 uMKbNa 3ampassiBaHe-pa3mpasaBaHe.

CbbupaHe, TpaHcrnopTUpaHe 1 CbXpaHeHne Ha anuKBOTHU YacTu OT
Hepa3spefeHa CItoHka

AnVKBOTHUTE 4YacTu OT Hepa3peaeHa CroHKa Tpﬂ6Ba Aa ce c1>6mpaT B CTepunHun

KOHTEeNHepU Ge3 HIKaKBM KOHCEpBaHTU, Bydepwn unm apyrv 4o6aBku.
MHCTpyKummM 3a cbbupaHe Ha HepaspeaeHa CrtoHKa:

® |136areBaiTe ga KawwnaTe npean cboupaHe Ha HepaspeneHa CrltoHKa.
He sxxTe, He NuitTe, He nyLleTe 06MKHOBEHW UMW eNEKTPOHHY Lurapy, He AbBYeTe AbBKa
1 He MuinTe 3b6uTe cu 30 MUHYTU Npeamn cbOupaHe Ha HepaspeaeHa CrtoHKa.

® 24 vaca npeau cbbupaHe Ha HepaspedeHa CIrllOHKa He TpsibBa da ce M3BbpLuBaT

CTOMATOJNIOTN4YHA paGOTM nnun ctomaTosiorm4eH npernen.

HepaspeneHn anvkBOTHM YacTu OT CriOHKa ocTaBaT cTabunHu 1 moraT fa ce cbXxpaHsasat
npu:
® crariHa TemnepaTypa (18 — 26 °C) go 72 yaca
ot 4 °C (2 po 8 °C) po 72 yaca
KombuHupaHo cbxpaHeHue npu RT cnep toBa 4°C, nocrnedBaHO OT CbXpaHeHue npu
—20 °C (=30 po —15 °C) oo 12 gHmn
® -20°C (-30 po-15°C)3a 1 meceL

AnuKBOTHUTE 4YacTu OT Hepas3peneHa CIiloHKa ocTaBat ctabunHm npes 3 uukbna Ha

3amMpasdaBaHe-pa3Mpa3daBaHe.

Ako ycnoBuaATa 3a CbxXpaHeHne Ha aliMkKBOTHW 4YacCTu Ce OTKIMOHABAT OT Ta3n NpenoptbKa,

e Heobxoaumo aa Banunguparte BallnTe yCrioBUA 3a CbXpaHeHune.
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[MpoTokor: [NoaroToBka Ha anUKBOTHA YacT U
oTkpuBaHe Ha SARS-CoV-2 Ha anapaTt RGQ
MDx Splex HRM

To3n npoTokon onucBa noaroToBkaTa Ha anuvkBoTHa 4acT 3a real-time RT-PCR 3a

oTKkpvBaHe Ha UueneBn SARS-CoV-2 B YoBelkKkW HasanHu, HasodapuHreanHu wnm

opodhapuHreanHu TamrnoHW, CbXpaHsiBaHU B TPAHCMOPTHM CPeaU U B anMKBOTHU YacTu OT

Hepa3spefeHa cntoHka Ha anapat RGQ MDx 5plex HRM 3a real-time RT-PCR, cbc codtyep

Rotor-Gene Q Bepcusa 2.3.1.49 (unu no-Hosa).

BaxxH MOMEHTU Npeau Aa 3ano4YyHeTe

MpoBepeTe Aanu ca cnaseHy CPOKOBETE Ha roAHOCT M YCIOBUATA Ha CbXpaHeHue,
oTneyataHn BbPXy KyTUsSITA U BCUYKM E€TUKETM Ha KOMMOHeHTW. He u3snonssaiite
HenpaBuIHO CbXPaHABaHV KOMIMOHEHTV U TakMBa C U3TEKbIT CPOK Ha rO4HOCT.
M3nonaBaite gobpe nogabpikaHo 1 kanubprpaHo oGopyaBaHe.

Mo Bpeme Ha ekcriepMMeHTa B3eMeTe MepKU 3a NpefoTspaTsBaHe Ha 3amMbpcsiBaHe

¢ RNases 1 nsnonseante nnactmacosu cbaoBe 6e3 CbAbpXaHWe Ha HyKIeaaa.

Helwua, konto Oa HanpasuTte, Npeauv Aa 3anovHeTe

Mo Bpeme Ha eTanuTe Ha NOATOTOBKA Ha peakuusiTa pecnMpaTopHUTE anMKBOTHU YacTu
moraT gda ObgaT cbxpaHsBaHu npu cTanMHa Temnepatypa (15-25°C), Ho ce
npenopbyBa Te Aa Ce CbXpaHsBaT BbPXy feqd WM BbpXy OXNaguTenHa pelueTka
npu 4 °C.

ANMMKBOTHM YacTM OT CrIOHKA MoraT fa ce CbXpaHaBaT BbPXy Jfled UnM BbpxXy
oxnaguTernHa peweTtka npu 4 °C, HO No Bpeme Ha eTanuTe Ha NOAroToBKa M HacTpowka

Ha peakumsaTa ce NpenopbyBa a Ce CbXpaHaBaT Npu cTanHa Temnepatypa (15 — 25 °C).
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Mpean ynotpeba, octaBete SARS-CoV-2 UM Prep Buffer, SARS-CoV-2 UM Amp
Buffer, SARS--CoV--2 Amp Primers, SARS-CoV-2 IC, BogaTta 3a NTC n SARS-CoV-2
Positive Control fga ce pasmpasaT HanbNHO Ha cTarHa Temnepatypa. [lo MOMeHTa Ha
M3MNOM3BaHe CbXpaHsBanMTe enpyBeTKATE MpW CTavHa TemnepaTypa W 3awuTeHn oT
CBETNMHa.

Mpeaun ynotpeba xomoreHnsnpante SARS-CoV-2 UM Prep Buffer UM 1 SARS-CoV-2
UM Amp Buffer, kato 1 obbpHeTe 2—3 nbTu (He pas3bbpkBanTe C BOPTEKC),
nocrnegBaHo OT KpaTKO LieHTpodyrmpaHe. Benukm gpyrn oTaenHu peaktveyu MoraT ga
6baaT XOMOreHM3npaHu Ypes UMMyrcHO pa3bbpkBaHe C BOPTEKC 3a 3 — 5 cekyHau unu
ypes obpbLuaHe 2 — 3 MbTW, NOCMEABaHO OT KPaTKO LeHTpodyrmpaHe.

SARS-CoV-2 UM Prep Buffer nHxubupa RNases, npucbcTBaly B KIMHUYHUTE
anuKBOTHM 4acTu 3a eTana Ha OTKpMBaHe, HO He e pas3TBOp, WHAKTMBMPALL BMpYcCa.
Bcnyku anvkBoTHM YacTu TpsibBa Aa ce TpeTmpaT KaTo NoTeHUManHo onacHu.
MpoBepeTte gann ycrnosusiTa 3a UuknnyHa obpaboTka Ha mnatdopmaTa 3a real-time
RT-PCR ca TakvBa, kaTo NOCOYEHUTE B TO3M NMPOTOKON.

3a n3bsArsaHe Ha MHOXECTBO LIMKIN 3ampassiBaHe-pas3MpassiBaHe, peakTusunte morat ga
6baat pasnpeaeneHy Ha anMKBOTHU YacTu.

MpurotTeeTe npsicHa peakuuMoHHa cMmec (<2 vaca npean MyckaHe Ha nnakata 3a
RT-PCR).

3a cBexaaHe Ha 3aMbpcABaHETO A0 MWUHUMYM, MOArOTOBKaTa Ha anukBOTHATa 4acT

n RT-PCR TpsibBa Aa ce 13BbpLUBaA B OTAENHM 30HW.

Mpouenypa

20

MoproToBka Ha aNMKBOTHM YacTu: 3a NPoGY OT AMXaTeNHUTe NbTULLA (HasarHu,
opochapvHreanHu n HasogapuHreanHy TaMnoHu), cneasanTe cTbnka 1. 3a npobu ot

CIIOHKa npeMnHeTe KbM CTblka 2.

Mpobu oT AuxaTenHuTe MbTULLA (HasanHu, opodapuHreantn u HasogapuHreanyu

TaMMoHw):

1a. Pasbbpkante eHeprnyHo C BOPTEKC TaMMOHa, CbAbpXall, anvkBoTHaTa YacT.
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2.

1b.

1c.

Pasnpegenete anvksBoTHa YacT ot 50 — 200 pL npo6a B 1,5 mL enpyseTkn PCR-
free

ManbnHeTe cTbnka 3a HarpasaHe npu 70 °C 3a 10 MUHYTK BbpXY HarpeBaTeneH
6nok. OxnageTe anMKBOTHUTE YaCTU BbPXY fef 3a NoHe 5 MUHYTH, cried KoeTo

CbXpaHsBaWTe anMKBOTHUTE YacTy BbpXy nea wunu npu 4 °C.

AnVKBOTHM YacTu OT CIItOHKa:

2a.

2b.

2c.
2d.

BTeuHaBaHe (3a ynecHsBaHe Ha MMNETMPAHETO): annKBOTHAaTa 4acT OT CIOHKa ce
3arpsBa npu 95 °C 3a 15 MUHYTK (HEyTOYHEH 06eMm, KOHTEHEp Unu

HarpeBaTesIHO YCTPOWCTBO).

XomoreHmampaVlTe aruMKBOTHaATa 4acT, KaTo BHUMaTesmHoO nunetmparte 1

otnuneTtnpate 8 — 10 nbTU.
Pasnpegenete 50 yL ot anuksBoTHaTa yact B 1,5 mL enpyseTtka PCR-free.

ManbnHeTe cTbnka 3a HarpssaHe npu 95 °C B npoabmkeHne Ha 15 MUHYTU BBPXY
HarpeBaTeneH 6rok, cnep KOeTo anvKBoTHaTa 4acT ce AbPXW NoHe 5 MUH npu

CTaiHa TemnepaTypa, gokato 6bae 3apefeHa B smka unu enpyseTka 3a PCR.

Mpu nbpBO M3non3eaHe, 3aBbpluiete SARS-CoV-2 UM Amp Buffer c ROX

Reference Dye.

3a.

3b.

3c.

[obagete 32,8 uL ot ousetutena ROX B 1 enpyBeTka cbc SARS-CoV-2 UM Amp
Buffer.

3aTBOpeTe KanaveTo Ha enpyBeTkaTa, cbabpxawa SARS-CoV-2 UM Amp Buffer
n ouysetutensa ROX n o6bpHeTe enpyBeTkaTa 3 NbTU.

LlenTpodpyrupanite enpyBeTkata, cbabpxawa SARS-CoV-2 UM Amp Buffer, n

ouseTnTen ROX B ABHOTO Ha enpyBeTkaTa.

3a nbnHa nnaka RGQ MDx (72 amkn), npuroteeTe annkeoTHa cmec oT SARS-CoV-2

Amp Primers cbc SARS-CoV-2 Internal Control.

4a.

MpexBbpneTte Heobxoanmute ob6emn ot SARS-CoV-2 Amp Primers u
SARS-CoV-2 Internal Control cbrnacHo Tabnuua 1 B HoBa enpyseTka PCR-free

ot 1,5 mL.
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4b. 3aTtBopeTe kanavyeTo u 06bpHeTE enpyBeTkaTa 3 NbTU UK pa3bbpkante
UMMYIICHO C BOPTEKC CbbPXKaHNETO Ha enpysBeTkaTa 3a 3 — 5 cek.
4c. UeHntpodyrmpante SARS-CoV-2 Amp Primers, cbabpxawm IC B gonHarta vyact
Ha enpyseTKaTa.
Ta6nuua 1. MoaroTBsive Ha cmec SARS-CoV-2 Amp Primers + IC

Cmec SARS-CoV-2 Amp Primers + IC Bpoi peakuun O6em

(uL)
- 72 peakuumn
Peaktneu Havanxa Kpaitna 1 peakumsa  (+20% ponbnHUTENeH
KOHLUEHTpaUuA  KOHLUEeHTpauus .
obem*)
SARS-CoV-2 Amp Primers 3,45x 1x 7,25 626,4
SARS-CoV-2 Internal Control 166,67 cp/uL 10 cp/uL 1,5 129,6
06wo cmec SARS-CoV-2 Amp
Primers + IC 8,75 756

3abenexka: Kopurupaiite o6ema Ha SARS-CoV-2 Amp Primers n Ha SARS-CoV-2 Internal Control cnopes 6posi

anuKBOTHM YacTu, kouTo we 6baat TecTBaHw. MNpeasuaete gonbnHuTeneH obem, 3a aa KOMMNEHcMpaTe MbpPTBUSA
obem.

5. lMpuroTBeTe peakUMOHHA CMecC CbrnacHo Tabnuua 2 n pa3dbbpkanTe cTapaTesnHo, KaTo
06bpHeTe enpyseTkata 3 NbTu.

Ta6nuua 2. MoaroToBka Ha peakLUMOHHA cMec

RT-PCR peakuuoHHa cmec Bpoi peakuuu

OGem (uL)
. 72 peakuum

PeakTtusu Havanna Kpaitna 1 peakuusa  (+20% ponbnHUTEneH

KOHLUEHTpauusi  KOHLIeHTpauus .

obem*)

Cmec SARS-CoV-2 UM Amp 540
Buffer + ROX x Tx g2
Cwmec SARS-CoV-2 Amp Primers
+1C P 2,9x 1x 8,75 756
O6LL, peakLUMoHeH o6em = 15,00 1296

*

3a6enexka: Kopurupante obema Ha SARS-CoV-2 Amp Buffer u SARS-CoV-2 Amp Primers cnopep 6pos

anuKBOTHM YacTu, komTo we 6baat TecTBanu. MpeasuaeTte gonbnHuTerneH ob6em, 3a 4a KOMNeHcMpaTe MbpTBUS
obem.

2. Pasnpepenete 8 L Boga 6e3 Hykneasa kbM PCR enpyBeTkata, onpegeneHa 3a NEC.
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6. 3apepete 10 uL Boga 6e3 Hykneasa B PCR enpyseTkaTta, onpegeneHa 3a NTC.

7. Pasnpegenete 2 uL SARS-CoV-2 UM Prep Buffer BbB Bcsika PCR enpyBeTka,
onpegenexa 3a NEC n nogrotBeHuTe anmkBOTHU YacTu.

8. [obasete 8 pL oT npuroTBeHaTa anukBoTHa YacT kbM PCR enpyBeTka, cbabpalia

SARS-CoV-2 UM Prep Buffer. CmeceTe 4pes nunetupaHe/otnuneTnpaHe 5 nbTu.

9. [obasete 15 L ot peakumoHHaTa cmec, nogroteeHa B CTbrnka 5, KbM enpyBeTkuTe,
npegHa3HayeHn 3a anvMKBOTHU YacTu 1 KOHTponu (Purypa 2 e npegocTaBeHa KaTto
npumep). CmeceTe, kKaTo NUNeTMpaTe U oTnMneTupaTe 5 NbTu, crneq KoeTo 3aTBopeTe
kanayeTtata Ha PCR enpyBeTkuTte, C N3knoyeHne Ha Tasu, 3anaseHa 3a SARS-CoV-2
Positive Control.
3abenexka: NpoBepeTe fanu enpyBeTkuTe ca obpe 3aTBOpeHU, 3a Aa
npeaoTBpaTUTE KPbCTOCAHO 3aMbpCsBaHe.

10.3apepete 10 L ot SARS-CoV-2 Positive Control B cboTBeTHaTa PCR enpyBseTka.

CmeceTe Ypes nuneTupaHe/oTnnneTupaHe 5 NbTu.

11.Hactporite RT-PCR nporpamaTta Ha anapata RGQ MDx 5plex HRM cbkrnacHo
cneumndcumkauunte B Tabnuua 3.
3a6enexka: CbOMpaHeTo Ha AaHHM TpsibBa Aa ce U3BBbPLUKM MO BPEME Ha eTana Ha

TemnepartypHa obpaboTka/yabrkaBaHe.

12.TMocTaBeTe enpyBeTkMTE B anapara 3a UuknuyHa obpaboTka B peanHo Bpeme (Ha
durypa 2 e npeacTaBeH Npumep 3a PasnosioKeHNETO Ha enpyBeTKaTa) 1 cTapTupanTe
nporpamata 3a Luuknm4Ha o6paboTka, kakTo e onucaHo B Tabnuua 3.

3abenexka: BHnvaBanTe fa cna3saTe efHa 1 Cblla No3nUMSA Ha enpysBeTkaTa u peg

MexXay 3afjaBaHeTO Ha aHanm3a U CTblKUTe 3a UUKIN4YHa 06p360TKa B pealiHO BpeMe.
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Ta6nuua 3. NMporpama SARS-CoV-2 Prep&Amp UM

CTbnku Bpeme Temnepatypa Bpowi unknu MonyvyaBaHe
(°C)
O6paTHa TpaHcKpunums 10 MuH 50 1 He
PCR nbpBoHa4anHo
TOMMMHHO aKTUBMPaHe B = [ o=
2-CTbMKOBA LMKINYHA
obpaboTka
[enatypupare 5 cek 95 40 He
TonnnHHa 30 cek 58 Green, Yellow v Red
obpaboTka/YagbmkaBaHe
oo - .
. » Y
B - *
®
v ‘. -
-,
*.
- -
» "
/ :
¢ 4 .
J | 1: PC
. 4 2:NTC
: b 3: NEC
. J 4:AnvKBOTHA YacT 1
- 4 5. AnuKBOTHa 4acT 2
1 g 6. AnnMkBOTHa YacT 3
., i 7:
¢ - -
- ; . ;
- .
e s, P

TS

®durypa 2. Mpumep 3a pasnonoxeHue Ha enpyBeTkuTe Ha nnarcopmara RGQ MDx 5plex HRM

13. WpakHeTe Bbpxy Gain optimization (OnTuMnsaums Ha ycunsaHeTo) B ,New Run
Wizard“ n otBopeTe Auto-gain Optimization Setup (3agaBaHe Ha aBTomaTu4Ha

ONTUMU3aLMSA Ha YCUNBaHETO).
14.TlpoBepeTe ganu kKaHanuTe 3a NoslydaBaHe ca 3afafeHu, KakTo e onvcaHo B Tabnuvua 4
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Ta6nuua 4. KoHdmrypaumnsa Ha RGQ MDx 5plex HRM

Ume Mo3unuyums Ha MuH. oTunTaHe Makc. MuH. Makc.
enpyBeTku PC (FI) otuuTaHe (FI) ycunBaHe ycunBaHe
Green 1* 5Fl 10 FI -10 10
Yellow 1* 5Fl 10 FI -10 10
Red 1* 5Fl 10 FI -10 10

3abenexka: ToBa TpsbBa Aa ce NPOMEHM B 3aBUCUMOCT OT No3uuusTa Ha enpyeeTkaTta 3a SARS-CoV-2 Positive
Control.

15.Mpean nbpBoTO NonyyaeaHe nsbepete Perform optimization (M3BbpLuBaHe Ha
onTUMmn3aums).

16.CrapTtupaiite U3NbiHEHNETO Ha paboTHUS LMKBI.

17.B Kkpasi Ha uMKbna aHanuaupanTe pesynrtaTute (BUxTe pasgena PesyntaTn).
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[MpoTokor: [NoaroToBka Ha anUKBOTHA YacT U
oTkpmBaHe Ha SARS-CoV-2 Ha anapaTt ABI
7500 Fast Dx

To3n MpoTOKON € npedHasHayeH 3a noarotoBka M oTkpuBaHe Ha SARS-CoV-2 uenu B

YOBELLKM Ha3anHu, HasodapuHreanHu unu opodapuHreanHu TamrnoHW, CbXpaHsiBaHU B

TpaHCMNopTHa cpefa v B anvKBOTHM YacTu OT HepaspeaeHa crntoHka ¢ real-time RT-PCR Ha
anapat ABI 7500 Fast Dx.

BaxxHn MmomMeHTH npeau ga 3arnovHeTe

MpoBepeTe Oanu ca cnaseHu CPOKOBETE Ha FOAHOCT U YCMOBUSITA HA CbXpPaHEHWe,
oTnevaTaHu BbPXY KyTUSTa U BCUYKM ETUKETM Ha KOMMOHEHTW. He wu3nonseaiite
HenpaBUITHO CbXPaHsBaHN KOMMOHEHTN UMW TakuBa C U3TEKbIT CPOK Ha rOAHOCT.
M3nonaeante gobpe nogabpxaHo v kanubprpaHo obopyaBaHe.

Mo Bpeme Ha ekcnepumMeHTa B3emMeTe MepKU 3a NpefoTBpaTsBaHe Ha 3aMbpcsiBaHe C
RNases 1 nsnonseanTe nnactmacosu cbaoBe 6e3 cbabpkaHue Ha Hykrneasa.

Korato wusnonseate anapat ABI 7500 Fast Dx, npegn nbpBa ynotpeba, KbM

enpyBeTkaTa C OCHOBHa cmec TpsibBa aa ce pobasu ouseTuten ROX.

Helwua, konto Oa HanpasuTte, Npeauv Aa 3anovHeTe

26

Mo Bpeme Ha eTanuTe Ha NOATOTOBKA Ha peakuusiTa pecnMpaTopHUTE annMKBOTHU YacTu
moraT gda ObgaT cbxpaHsBaHu npu cTanMHa Temnepatypa (15-25°C), Ho ce
npenopbyBa Te Aa Ce CbXpaHsBaT BbPXy nef WNn BbpXy OXNaguTenHa pelleTka
npu 4 °C.

ANMMKBOTHM YacTuM OT CrIOHKA MoraT fa ce CbXpaHaBaT BbPXy Jflef UnmM BbpXy
oxnaguternHa peweTtka npu 4 °C, HO NO BpemMe Ha eTanuTe Ha NOAroToBKa M HacTpowka

Ha peakumaTa ce NpenopbyBa a Ce CbXpaHaBaT Npu cTanHa Temnepatypa (15 — 25 °C).
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Mpwu n3nonssaHe Ha anapaT ABI 7500 Fast Dx e Heobxogum ougeTuTen ROX.

® [laHHuTe Tpsbea Aa 6bAaT nonyyeHn ¢ HacTporikaTa 3a ROX nacvseH ouseTtuten.

® [lpeaun ynotpeba octaBeTe HaMbMHO Aa ce pa3MpassT Npu cTariHa Temnepatypa SARS-
CoV-2 UM Prep Buffer, SARS-CoV-2 UM Amp Buffer, SARS-CoV-2 Amp Primers,
SARS-CoV-2 IC, Boga 3a NTC u SARS-CoV-2 Positive Control. 1o momeHTa Ha
M3non3BaHe CbXpaHsiBaWTe enpyBeTKMTE Npu CTarHa TemnepaTtypa W 3aluTeHn oT
CBeTMNHA.

® [lpeaun ynotpeba xomorennsmpante SARS-CoV-2 UM Prep Buffer UM n SARS-CoV-2
UM Amp Buffer, kato 1 obbpHeTe 2—3 nbTu (He pa3bbpkBaniTe C BOPTEKC),
nocrnegBaHo OT KpaTKO LieHTpodyrmpaHe. Benukm gpyrn oTaenHu peaktvey MoraT ga
6baaT XoMOreHM3npaHu Ypes UMMyrcHO pa3bbpkBaHe C BOPTEKC 3a 3 — 5 cekyHau unu
ypes obpbLuaHe 2 — 3 MbTW, NOCMEABaHO OT KPaTKO LeHTpodyrmpaHe.

® SARS-CoV-2 UM Prep Buffer uHxmbupa RNases, npucbcTBawy B KIMHUYHWTE
anvKBOTHM YacTuW 3a eTana Ha OTKpMBaHe, HO He NpeAcTaBnsBa PasTBoOP, MHAKTUBMPALL,
BMpyca. Becmyky anvkBoTHM YacTu TpsibBa fa ce TpeTupaT KaTo NoTeHUManHo onacHu.

® [lpoBepeTe ganm ycrnosBusita 3a UuknnyHa obpaboTka Ha mnatdopmaTa 3a real-time
RT-PCR ca TakvBa, kaTo NOCOYEHUTE B TO3M NPOTOKON.

® 3aun3bsrsaHe Ha MHOXECTBO LMKNM 3ampassiBaHe-pasmpassBaHe, peakTveuTe MoraT Aa
6baat pasnpeaeneHy Ha anMKBOTHU YacTu.

® [lpuroTBeTe npsicHa peakuuMoHHa cMmec (<2 vaca npean MyckaHe Ha nnakata 3a
RT-PCR).

® 3a cBexgaHe Ha 3aMbpCsABAHETO A0 MUHMMYM, MOArOTOBKaTa Ha annKBOTHATA 4acT U
RT-PCR TpsibBa ga ce u3BbpLUBa B OTAEIHU 30HMU.
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Mpouenypa

28

MNoaroToBka Ha anNUKBOTHM YacTu: 3a Npobu OT AnxaTenHuTe MbTULa (Has3anHu,
opodapviHreanHu 1 HasoapuHreanHu TamnoHun), cneapaTe cTbnka 1. 3a npobu ot

CIIlOHKa NpeMUHeTe KbM CTbKa 2.

Mpobu oT AnxaTenHnTe NbTuwa (Has3anHu, opodapuHreantn 1 HasodapuHreanHm

TamnoHw):

1a. Pa3bbpkanTe eHepryuyHo C BOPTEKC TaMMOHa, CbAbpXall, anvkBoTHaTa YacT.

1b. Pasnpepenete anukeBoTHa Yact ot 50 — 200 pL npoba B 1,5 mL enpyseTkn PCR-
free.

1c. WM3nbnHete cTbnka 3a HarpsiBaHe npu 70 °C 3a 10 MUHYTK BbpXYy HarpeBaTeneH
6rok.

1d. OxnageTte anuKBOTHUTE YacTU BbPXY feq 3a NoHe 5 MUHYTU crief KOeTo
CbXpaHsBaWTe anMKBOTHUTE YacTy Bbpxy nea unu npu 4 °C.

AnVKBOTHM YacTu OT CIItOHKa:

2a. BreuHsiBaHe (3a ynecHsBaHe Ha NMNETUPaHETO): annKBOTHaTa YacT OT CrloHKa ce
3arpssa npu 95 °C 3a 15 MUHYTK (HEyTOYHEH 06eMm, KOHTENHep unu
HarpeBaTeriHO YCTPOWCTBO).

2b. XomoreHusmpanTe anukBoTHaTa 4acT, KaTo BHMMAaTENHO nuneTupare v
otnuneTtupate 8 — 10 nbTH

2c. Pasnpegenete 50 pL ot anuksoTHaTa Yact B 1,5 mL enpyseTka PCR-free.

2d. W3nbnHeTe cTbnKa 3a HarpseaHe npu 95 °C 3a 15 MUHY TV BbpXy HarpeBaTerneH
6ok, crieq KoeTo anvMKBoTHaTa YacT ce AbPXU MOHe 5 MVH Npu cTanHa
Temneparypa, fokato 6bae 3apefeHa B AiMKa unu enpyseTka 3a PCR.

Mpu nbpBO M3nonseaHe, 3aBbpiete SARS-CoV-2 UM Amp Buffer c ROX Reference

Dye.

3a. [Jobasete 32,8 pL ot ougetutens ROX B enpyBeTtka cbc SARS-CoV-2 UM Amp
Buffer.

3b. 3aTtBopeTe kanayeTo Ha enpyBeTkaTa, cbabpkawa SARS-CoV-2 UM Amp Buffer
n ouysetutens ROX 1 obbpHeTe enpyBeTkaTa 3 NbTU.
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3c. UeHTtpodpyrnpante enpyseTkata, cbabpxawa SARS-CoV-2 UM Amp Buffer, n
ousetuten ROX B ABHOTO Ha enpyBeTkaTta.
4. 3a nbnHa nnaka ABI 7500 Fast Dx (96 smku), npurotBeTe anukBoTHa cmec oT SARS-
CoV-2 Amp Primers cbc SARS-CoV-2 Internal Control.
4a. Tpexsbpriete HeobxoanmuTe obemn oT SARS-CoV-2 Amp Primers n SARS-CoV-
2 Internal Control cbrnacHo Tabnuua 5 B HoBa enpyBeTka PCR-free ot 1,5 mL.
4b. 3artBopeTe KanayeTo 1 obbpHeTe enpyBeTkata 3 NbTW UNn pasdbpkaiTe
UMMYIICHO C BOPTEKC CbAbPXaHNETO Ha enpyBeTkaTa 3a 3 — 5 cek.
4c. Uentpodyrupante SARS-CoV-2 Amp Primers, ceabpxaium IC, 3a ga
NpuABMXMTE pas3TBOpa Ha AbHOTO Ha enpyBeTKaTa.
Ta6nuua 5. MoarorBsive Ha cmec SARS-CoV-2 Amp Primers + IC

Cmec SARS-CoV-2 Amp Primers + IC Bpoii peakuun O6em
(uL)
Havanna KpanHa 96 peakumy

Peaktuemu p 1 peakums  (+ 20% AonbnHUTENEH
KOHLEHTpauMsa  KOHLIeHTpauus o6em*)

SARS-CoV-2 Amp Primers 3,45x 1x 7,25 835,2

SARS-CoV-2 Internal Control 166,67 cp/uL 10 cp/uL 1,5 172,8

06wo cmec SARS-CoV-2 Amp 8,75 1008

Primers + IC

* 3abenexka: Kopurupante obema Ha SARS-CoV-2 Amp Primers n Ha SARS-CoV-2 Internal Control cnopes 6posi
anuKBOTHM YacTu, kouTo e 6baat TecTBaHu. [MpeasuaeTte gonbnHuteneH obem, 3a Ja koMneHcupaTe MbpTBUsI
obem.

5. TpuroTBeTe peakuMoHHa cMec cbrinacHo Tabnuua 6 n pasdbpkaiTe cTapaTernHo, kaTto

o6bpHeTe enpyBeTkata 3 MbTU.
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Ta6bnuua 6. MoaroToBka Ha peakLUMOHHA cMeC

RT-PCR peakunoHHa cmec Bpoi peakuun O6em
(ML)
. 96 peakuumn
Peaktneu Havanna Kpaitna 1 peakumsa  (+20% ponbnHUTENneH
KOHLUEHTpaLuA  KOHLUEeHTpauus .
obem*)
Cwmec SARS-CoV-2 UM Amp
Buffer + ROX 4x 1x 6,25 720
El\l/lgc SARS-CoV-2 Amp Primers 2.9x 1x 875 1008
06w, peakunoHeH obem - 15,00 1728

* 3abenexka: Kopuruparite o6ema Ha SARS-CoV-2 UM Amp Buffer u SARS-CoV-2 Amp Primers cnopeg 6post
anvKBOTHM YacTu, KouTo We 6baaTt TecTBaHu. MNpeasuaeTe AonbnHUTENEH 06eMm, 3a Aa KOMNeHcupaTe MbPTBUS
obem.

6. Pasnpepenete 8 uL Boga 6e3 Hykneasa B simkata, onpegeneHa 3a NEC.
7. 3apepete 10 UL Boga 6e3 Hykneasa B siMkaTa, onpegeneHa 3a NTC.

8. Pasnpepenete 2 uyL SARS-CoV-2 UM Prep Buffer BbB Bcsika simka, onpefeneHa 3a
NEC 1 kbM NogroTBEHUTE anmnKBOTHN YacTu.

9. [obGaBeTe 8 YL oT npuroTBeHaTa anvMkKBOTHA YacT B siIMKa, cbabpxawa SARS-CoV-2
UM Prep Buffer. CmeceTe 4pe3 nuneTupaHe/oTnunetTmpaHe 5 nbTu.

10. JdoGaseTte 15 pL oT peakumMoHHaTa CMec, MPUroTBEHa B CTbIMKA 5, KbM SIMKUTE,
npeaHasHayeHn 3a anmnKBOTHU YacTu U KOHTPonu (BMTe npumepa Ha durypa 3).
CwmeceTe ypes nuneTupaHe/oTnMneTnpaHe 5 nbTu.

11. 3apepete 10 yL ot SARS-CoV-2 Positive Control B cboTBeTHaTa simka. CmeceTe ype3
nunetTupaxe/oTnuneTnpaHe 5 nbTu.

12. 3anevatanTte simkaTta 3a PCR, 3a ga npegoTBpaTUTE KPbCTOCAHO 3aMbpCsBaHE.
YBepeTe ce, Ye npunarate paBHOMEpPEeH HAaTUCK BbPXY LsinaTta nnaka, 3a Aa nony4yuTe
NNbTHO 3anevyaTBaHe Ha OTAENHUTE AMKMU.

13. LeHTpodyrupainiTe 3a kpaTtko nnakarta 3a PCR, 3a ga cbbepeTe Te4HOCTTa B AbHOTO
Ha siMKaTa.
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14.

15.

16.

17.

18.
19.

HacTtponTe nporpamara 3a real-time RT-PCR Ha anapata ABI 7500 Fast Dx B pexum
3a nanbnHeHne “Standard 7500” Run Mode cbrnacHo Tabnuua 7.

3ab6enexka: Cnep kaTo wpakHeTe Bbpxy file (danin) n new (HoB), NpoBepeTe Aanu
aHanu3bT e Standard Curve (Absolute Quantitation) (CtangapTHa kpuBa
(ABCOMIOTHO KONNYECTBEHO ONpefensHe)), a PeXUMbT 3a U3NbITHEHUE € 3aafeH KaTo
Standard 7500. /36epeTe kato nymuHodopu FAM, VIC u Cy5, ¢ Quencher, 3agageH
Ha None, 1 naHHuTe Tpsbea ga 6vaaT nonyyvenu ¢ ROX kaTto passive reference

(nacvBeH pedepeHTeH eTaroH).

3ab6enexka: CbbMpaHeTo Ha faHHM TpsibBa Aa ce U3BBbPLUK MO BPEME Ha eTana Ha

TemnepartypHa obpaboTka/yabrkaBaHe.

3abenexka: 3a noseye NoApobHOCTUN BUXTE MHCMpyKyuume 3a ekcriioamauyusi Ha
ABI 7500 Fast Dx.

[MocTaBeTe nnakaTa B anapaTa 3a LuknnyHa obpaboTka B peanHo Bpeme (NpumMep 3a
pasnofioxxeHneTo Ha nrakata 3a PCR e npeacTtaBeH Ha durypa 3 u ctaptupaiite

nporpamaTa 3a UuknmyHa obpaboTka, kakTo e onucaHo B Tabnuvua 7).

M3bepeTe nanonasaHuTe Amku 1 npunoxete penoptepute FAM, VIC n Cy5. [laHHuTe

TpsAbBa fa 6vaat nonyyexnn ¢ BKITKOYEH ROX nacveeH ousetutern.

[MpoBepeTe fanu ctaHgapTHaTa kpuea Ha ABI 7500 Fast Dx e koH(urypupaHa 3a

abCOMTHO KONNMYECTBEHO onpeaernsiHe.
CrapTtuparite usnbiHEHMETO Ha paboTHUA LMKbBII.

B kpasi Ha UMKbna aHanuaupaiiTe pesynTaTute (BUxTe pasgena Pesyntatu).
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Ta6bnuua 7. NMporpama SARS-CoV-2 Prep&Amp UM

CTbnku Bpeme Temnepatypa Bpow unknu MNonyvyaBaHe
(°C)

O6paTHa TpaHcKpunums 10 MyH 50 1 He

PCR nbpBoHa4anHo 2 MH 95 1 He

TOMJIMHHO akTUBUpaHe

2-CTbNKOBA LUMKINYHA

obpaboTka
[eHaTtypupaHe 5 cek 95 40 He
TonnuHHa
30 58
obpaboTka/YabrkasaHe cex FAM, VIC n Cy5

1 2 3 a 5 6 7 8 9 10 1 12
Fc

e
NeC

sample 1

Sample 2

Sampie 3

z|o|n|mlo|o|e|»

®urypa 3. Mpumep 3a pasnonoxeHueto Ha nnaka B ABI 7500 Fast Dx
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[MpoTokor: [loaroToBka Ha anuUKBOTHA YacT
n otkpueaHe Ha SARS-CoV-2 Ha anapaTt
CFX96 Dx

To31 NPOTOKOST € 3a MOATOTOBKA M OTKpUBaHe Ha Lenun Ha SARS-CoV-2 B YOBELLKM Ha3asnHu,
HasodapuHreanHn, opodapuHreanHy TamrnoHU, CbXpaHsiBaHW B TPAHCMOPTHU Cpeaun U B
anvKBOTHM YacTu OT HepaspeaeHa critoHka Ha anapaTt CFX96 Dx (Bio-Rad Laboratories Inc.,
kaT. Ne 1845097-IVD. (mogyn 3a ontuyHa peakuus) n 1841000-1VD (mopyn 3a TepMuyeH
umkbn) cbe codptyep CFX Manager Dx Bepcus 3.1.309001022 wnu no-Hoea).

BaxxHn MmomMeHTH npeau ga 3arnovHeTe

e [lpoBepeTe fanu ca Crna3eHU CPOKOBETE Ha FOAHOCT M YCMOBUSITA Ha CbXpaHEeHWe,
oTnevyaTaHy BbpXy KyTMsiTa U BCUYKM ETUKETU Ha KOMMOHeHTW. He wu3nonssaite
HEMpaBWITHO CbXPaHsIBaHW KOMMOHEHTU UMW TaK1Ba C U3TEKBLIT CPOK Ha FOAHOCT.

e snonseaute nobpe nogabpxkaHo v kanubpupaHo o6opyaBaHe.

e [lo Bpeme Ha eKkcrnepyMeHTa B3EMETE MEPKW 3a MPefoTBpaTsBaHe Ha 3aMbpCsiBaHe C

RNases 1 nsnonseanTe nnactmacosu cbaoBe 6e3 cbabpkaHue Ha Hykrneasa.

Helwua, konto Oa HanpasuTe, Npeauv Aa 3ano4YyHeTe

e [lo Bpeme Ha eTanuTe Ha NOATOTOBKA Ha peakuusiTa pecnupaTopHUTe anuMKBOTHU YacTu
mMoraT ga ObaaT cbxpaHsiBaHM Mpu cTaHa Ttemnepatypa (15-25°C), Ho ce
npenopbyBa Te [a Ce CbXpaHsiBaT BbPXy N4 Unu BbpXy OXNaauTenHa peluetka npu
4 °C.

® AnMKBOTHM YacTuM OT CroHKa MoraT [a Ce CbXpaHsiBaT BbpxXy Jieg WnvM Bbpxy
oxnaguTenHa pelueTtka npu 4 °C, HO No BpeMe Ha eTanuTe Ha NoAroToBKa U HAacTpPoMKa

Ha peakumsaTa ce npenopbyBa a ce CbxpaHsBaT npu ctanHa TemnepaTtypa (15 — 25 °C).
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Mpean ynotpeba, octaBete SARS-CoV-2 UM Prep Buffer, SARS-CoV-2 UM Amp
Buffer, SARS--CoV--2 Amp Primers, SARS-CoV-2 IC, BogaTta 3a NTC n SARS-CoV-2
Positive Control ga ce pa3mpasaT HanbNHO Ha cTarHa Temnepatypa. [lo MoMeHTa Ha
13rnon3BaHe CbXpaHsBawWTe enpyBeTKATE MpW CTalHa TemnepaTtypa W 3aluTeHn oT
CBETNMHa.

Mpeaun ynotpeba xomoreHnsnpante SARS-CoV-2 UM Prep Buffer UM 1 SARS-CoV-2
UM Amp Buffer, kato 1 obbpHeTe 2—3 nbTu (He pas3bbpkBanTe C BOPTEKC),
nocrnefBaHo OT KpaTKo LeHTpodyrvpaHe. Benyku gpyrv oTaenHu peaktuBm moraT ga
6baaT XOMOreHM3npaHu Ypes UMMyrcHO pa3bbpkBaHe C BOPTEKC 3a 3 — 5 cekyHau unu
ypes obpbLyaHe 2 — 3 MbTU, NOCMNEABAHO OT KPaTKO LIeHTPOdyrnpaHe.

SARS-CoV-2 UM Prep Buffer nHxubupa RNases, npucbCTBaly B KIMHUYHUTE
anuKBOTHM YacTu 3a eTana Ha OTKpMBaHe, HO He e pasTBOp, MHaKTMBMpaLl Bupyca.
Bcnyku anvkBoTHM YacTu TpsibBa Aa ce TpeTmpaT KaTo NoTeHUManHo onacHu.
MpoBepeTe ganu ycnoBusita 3a UMknMyHa obpaboTka Ha nnatdopmara 3a real-time RT-
PCR ca TakuBa, KaTo NOCOYEeHUTE B TO3U MPOTOKOIT.

3a n3bsirsaHe Ha MHOXECTBO LKW 3amMpassiBaHe-pa3MpassiBaHe, peakTuBuTe mMorat aa
6baaT pasnpeneneHy Ha anuKBOTHU YacTu.

MpuroTBeTe nNpsicHa peakuMoHHa cMec (< 2 Yyaca npeau nyckaHe Ha nnakata 3a PCR).
3a cBexaaHe Ha 3amMbpcsiBAHETO OO MUHMMYM, MOArOTOBKaTa Ha anMKBOTHATa 4acT v

real-time RT-PCR TpsibBa oa ce n3bpLuBa B OTAEITHN 30HU.
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Mpouenypa:

MoaroToBka Ha aNMKBOTHM YacTu: 3a I'Ip06VI OT AnxXaTenHuTe NbTulla (HaBaJ’IHVI,

opodapviHreanHu 1 HasoapuHreanHu TamnoHun), cneapaTe cTbnka 1. 3a npobu ot

CIIlOHKa NpeMUHeTe KbM CTbKa 2.

1. MNpobu oT gnxatenHuTe NbTULLA (Ha3anHW, opodapuHreanHy n HazodapuHreanHu

TamnoHw):

1a.
1b.

1c.

1d.

Pa3bbpkarite eHeprmyHo ¢ BOPTEKC TaMMoHa, CbAbpXall, anvkBoTHaTa YacT
Pasnpepenete anvkBoTHa YacT ot 50 — 200 pL npoba B 1,5 mL enpyBeTkn PCR-
free

ManbnHeTe cTbnka 3a HarpseaHe npu 70 °C 3a 10 MUHYTK BbpXY HarpeBaTeneH
onok.

OxnageTe anvkBOTHUTE YacTu BbPXY Nej 3a NoHe 5 MnHyTH, cnep Koeto

CbXpaHsABaWTe anMKBOTHUTE YacTy BbpXy nea wunu npu 4 °C.

2. AnVKBOTHM 4acTu OT CIHOHKA:

2a.

2b.

2c.
2d.

BTeyHsBaHe (3a ynecHsBaHe Ha NMNeTMpaHeTOo): anuKBOTHAaTa YacT OT CIlOHKa ce
3arpsiea npu 95 °C 3a 15 MuHYyTH (HEYTOYHEH 06eM, KOHTEeNHEP KK
HarpeBaTeriHo YCTPOUCTBO).

XomoreHusupawnTe annkBoTHaTa 4acT, KaTo BHUMATENHO nuneTupaTe v
otnuneTtnpate 8 — 10 NbTU.

Pasnpegenete 50 yL ot anukeoTHaTa yacT B 1,5 mL enpyseTka PCR-free.
ManbnHeTe cTbnka 3a HarpsBaHe npu 95 °C 3a 15 MUHYTK BbPXY HarpeBaTeneH
6nok. Crnieg ToBa 3a4pbXTe anuMKBOTHaTa YacT Npu NoHe 5 MUH Npu cTavHa
Temnepartypa, gokato 6bae 3apefeHa B AsmMka unv enpyeeTka 3a PCR.

3. TMpu nbpBO M3non3BaHe, 3aBbpiete SARS-CoV-2 UM Amp Buffer c ROX Reference

Dye.

3a.

3b.

[ob6agete 32,8 uL ot ousetutens ROX B 1 enpyseTtka cbc SARS-CoV-2 UM Amp
Buffer.
3aTBOpeTe kanaveTo Ha enpyBeTkaTa, cbabpxawa SARS-CoV-2 UM Amp Buffer

n ouysetutensa ROX n ob6bpHeTe enpyBeTkaTa 3 MbTy.
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3c. UeHTtpodpyrnpante enpyseTkata, cbabpxalla SARS-CoV-2 UM Amp Buffer, n

oueTuTen ROX B 4BHOTO Ha enpyBeTKaTa.
4. 3a nbnHa nnaka CFX96 Dx (96 smku), npurotBeTe anuksoTHa cmec oT SARS-CoV-2

Amp Primers cbc SARS-CoV-2 Internal Control.

4a. TpexBbpnete Heobxoanumute obemm ot SARS-CoV-2 Amp Primers n SARS-
CoV-2 Internal Control cbrnacHo Tabnuua 8 B HoBa enpyBeTka PCR-free ot
1,5mL.

4b. 3artBopeTe KanayeTo u 06bpHETE enpyBeTkaTa 3 NbTU UK pa3bbpkante
MMMYIICHO C BOPTEKC CbAbPXKaHWeTo Ha enpyBeTkaTta 3a 3 — 5 cek.

4c. UeHtpodyrupainte SARS-CoV-2 Amp Primers, cbabpxawm IC, 3a ga
NpuaBMXUTE pa3TBoOpa Ha AbHOTO Ha enpyBeTkaTa.

Ta6nuua 8. NMoaroTBsine Ha cmec SARS-CoV-2 Amp Primers + IC

Cmec SARS-CoV-2 Amp Primers + IC Bpoi peakuun O6em
(uL)
. 96 peakuum
Peaktuen Hauanna Kpaina 1 peakums  (+ 20% ponbnHUTENEH
KOHLUEHTpaUuA KOHUEeHTpauus .
obem*)
SARS-CoV-2 Amp Primers 3,45x 1x 7,25 835,2
SARS-CoV-2 Internal Control 166,67 cp/uL 10 cp/uL 1,5 172,8
0O6wo cmec SARS-CoV-2 Amp 875 1008

Primers + IC

* 3abenexka: Kopurupante obema Ha SARS-CoV-2 Amp Primers n Ha SARS-CoV-2 Internal Control cnopes 6posi
anuKBOTHM YacTu, kouTo e 6baat TecTBaHu. MpeasuaeTe gonbnHuteneH obem, 3a ga koMneHcupaTe MbpTBUS
obewm.

5. TpuroTBeTe peakunoHHa cMec cbrinacHo Tabnuua 9 n pasbbpkaiiTe cTapaTernHo, kaTto

o6bpHeTe enpyBeTkata 3 MbTU.
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Ta6bnuua 9. NMoaroToBka Ha peakLUMOHHA cMeC

*

10.

11.

12.

13.

RT-PCR peakunoHHa cMec Bpo peakuun O6em
(uL)
. 96 peakuumn
Peaktuen Hauanna Kpaina 1 peakums  (+20% ponbnHUTEnNeH
KOHLEHTPaLuuUs  KOHLEHTpauus .
obem*)
Cwmec SARS-CoV-2 UM Amp
Buffer + ROX 4x 1x 6,25 720
Sl;ngc SARS-CoV-2 Amp Primers 2.9x 1% 875 1008
06wy, peakunoHeH obem - 15,00 1728

3a6enexka: Kopuruparnte obema Ha SARS-CoV-2 UM Amp Buffer 1 SARS-CoV-2 Amp Primers cnopen 6pos
alMKBOTHM 4acCTW, KOUTO Lle 6'b£|,aT TeCTBaHW. I'IpenvaeTe AONbITHUTENEH 068M, 3a [ia KoMneHcupatTe MbpTBUA
obewm.

Pasnpenenete 8 UL Boaa 6e3 Hykneasa B siMkaTa, onpefeneHa 3a NEC.

3apepnete 10 uL Boga 6e3 Hykneasa B sMkaTa, onpegeneHa 3a NTC.

Pasnpepenete 2 yL SARS-CoV-2 UM Prep Buffer BbB BCsika AMka, onpefeneHa 3a
NEC 1 KbM NOArOoTBEHNUTE anvKBOTHU YacTy.

[obaseTe 8 uL oT npuroTBeHaTa anMKBOTHa YacT B iMKa, cbabpxawa SARS-CoV-2
UM Prep Buffer. CmeceTe 4pe3 nuneTupaHe/oTnunetTmpaHe 5 nbTu.

[obaseTe 15 pL oT peakumoHHaTa cMmec, npuroteBeHa B CTbnka 5, KbM SAMKUTE,
npefHasHa4YeHn 3a anvkBOTHU YacTu 1 KoHTponu (Purypa 4 e npegocTaBeHa kaTto
npumep). CmeceTe upes nunetTupaHe/otTnuneTupaHe 5 nbTu.

3apepnete 10 yL ot SARS-CoV-2 Positive Control B cboTBeTHaTa simka. CmeceTe ypes
nunetTupaHe/oTnuneTMpaHe 5 nbTu.

3anevaravTe smkata 3a PCR, 3a fa npeoTBpaTTe KpbCTOCAHO 3aMbpCsBaHe.
YBepeTe ce, Ye npunarate paBHOMEPEH HaTUCK BbPXY LidnaTa nnaka, 3a ga nonyynte
NITbTHO 3anevyaTBaHe Ha OTAENHUTE AMKW.

LleHTpodpyrnpanTte 3a kpaTko nnakata 3a PCR, 3a ga cebepeTte Te4HoCTTa B 4BHOTO

Ha AMKaTa.
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14. B codptyepa CFX Manager Dx Software > Startup Wizard (CbBeTHuK 3a cTapTupaHe),
nog run type (tTun paboTteH uukbn (), n3depete user defined
(noTpebutencku geduHupaH).

15. Paspgen Protocol (Mpotokon): 3agavite real-time RT-PCR nporpama, cbrnacHo

Tabnuua 10, 3a peakTtuBeH obem 25 L.

3abenexka: B nposopeua Ha Protocol Editor (Pegaktop Ha npoTokonu) wpakHeTe
Bbpxy 6yToHa Step Options (Onuunn 3a cTbMkKa), 3a Aa perynuparte ckopocTTa Ha
HapacTtBaHe a0 1,6 °C/cek BbB Bcsika OT 4-Te CTbMkM Ha nporpamata RT-PCR.

3ab6enexka: CbbupaHeTo Ha AaHHM TpsibBa Aa ce U3BBbPLUK MO BPEME Ha eTana Ha
TemnepaTtypHa obpaboTka/yabmkaBaHe.
3abenexka: 3a noBeye NoapobHOCTN BUXTE MHCMpyKyuume 3a ekcrinoamauyusi Ha
CFX96 Dx.

16. Paspgen Plate ([Nnaka): N36epeTe nanonssaHmTe SIMKU 1 NpUNoXeTe penoprepuTte
FAM, HEX n Cy5.

17. TocTaBeTe NnakaTta B anapara 3a uuknuyHa obpaboTka B peanHo Bpeme (npumep 3a
pasnofioxeHneTo Ha nrakata 3a PCR e npeacTtaBeH Ha durypa 4).

18. Paspen Start Run (CtaptupaHe Ha paboTeH Lukbn): WwpakHeTe Bbpxy Start the run
(CtapTvpaHe Ha paboTHMSA LMKBLI).

19. B kpas Ha uMkbna aHanusmpanTe pesyntaTute (BwxTe pasgen Results).
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Ta6nuua 10. Mporpama SARS-CoV-2 Prep&Amp UM 3a CFX96 Dx

CTbNKKN Bpeme Temnepatypa CkopocTt Bpowu MonyvaBaHe
(°C) Ha NOBTOpPEHUs
U3MeHeHue
(°Cl/cek)
1. O6paTHa TpaHcKpunums 10 MyH 50 1,6 1 He
2. PCR nbpBOHa4anHo TonanuHHO o 95 1,6 1 He
aKkTvBupaHe
2-CTbINKOBA UMKInYHa obpaboTka 39*
[eHaTtypvpaHe TonnuHHa 5 cek 95 1,6 1 He
obpaboTka/YabikaBaHe 30 cexk 58 16 1 FAM, HEX 1
Cy5

*CFX paboTu ¢ noBTopeHusi. 3a ga uanbnHu nporpamata 40 umkbna, TpsibBa Aa 6baaT 3agageHn 39 noBTopeHus 3a
umknmyHa obpaboTka B ABe cTbMKM (kaTo CTbnka 5 “GOTO” Ha codTyepa).

#c

wre

sampie 1

Sample2

Sample 3

z|o|n|mlo|o|w|s

®durypa 4. Mpumep 3a pasnonoxeHueto Ha nnaka B CFX96 Dx
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[MpoTokor: [NoaroToBka Ha anUKBOTHA YacT U
oTkpmBaHe Ha SARS-CoV-2 Ha anapaTt cobas
z 480

To3n MpoTOKON OnMcBa MNOArOTOBKATa Ha anukBOTHa 4acT 3a real-time RT-PCR 3a
oTkpuBaHe Ha uenesn SARS-CoV-2 B 4YoBelKku HasanHuW, HasodapuHreanHu wunmm
opodapuHreanHy TaMnoHU, CbXpaHsBaHW B TPAHCMOPTHN Cpean 1 B anuKBOTHW YacTu OT
HepaspegeHa crnioHka Ha anapat cobas z 480 cbc codptyep LightCycler 480 SW UDF

Bepcud 2.0.0 (unu no-HoBa).

BaxxHn MmomMeHTH npegu Aa 3arno4yHerte.

e [lpoBepeTe fanu ca Crna3eHU CPOKOBETE Ha FOAHOCT M YCMOBUSITA Ha CbXpaHEeHWe,
oTnevyaTaHy BbpXy KyTMsiTa U BCUYKM ETUKETU Ha KOMMOHeHTW. He wu3nonssaite
HEMpaBWITHO CbXPaHsIBaHW KOMMOHEHTU UMW TaK1Ba C U3TEKBLIT CPOK Ha FOAHOCT.

e 3nonseaite fo6pe nogabpxkaHo v kanubpupaHo o6opyasaHe.

e [lo Bpeme Ha eKkcrnepyMeHTa B3EMETE MEPKW 3a MPefoTBpaTsBaHe Ha 3aMbpCsiBaHe C

RNases 1 nsnonseanTe nnactmacosu cbaoBe 6e3 cbabpkaHue Ha Hykrneasa.

Hewa, konto ga HanpaBsuTe, nNpean na 3ano4vHeTe.

e [lo BpeMe Ha eTanuTe Ha NMOAroTOBKA Ha peakuusiTa pecnmpaTopHUTe anukBOTHU YacTu
moraT Aa 6baaTt CbxpaHsBaHu Nnpu cTaiHa TemnepaTypa, HO ce MnpernopbyBa Te aa ce
CbXpaHsiBaT BbPXY e Unu Bbpxy oxnaguTenHa peleTka npu 4 °C.

® AnNVKBOTHM 4acTM OT CrMOHKA MoraT Aa Ce CbXpaHsiBaT BbpXy Iefd WM BbpXxy
oxNnaguTenHa pelletka npu 4 °C, HO No Bpeme Ha eTanuTe Ha NoAroToBKa U HacTpouka

Ha peakumsaTa ce npenopbyBa a ce CbXxpaHsBaT npu ctanHa TemnepaTtypa (15 — 25 °C).
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Mpean ynotpeba, octaBete SARS-CoV-2 UM Prep Buffer, SARS-CoV-2 UM Amp
Buffer, SARS--CoV--2 Amp Primers, SARS-CoV-2 IC, BogaTta 3a NTC n SARS-CoV-2
Positive Control ga ce pasampasat HanbnHO Ha cTanHa Temnepatypa (15— 25 °C). fo
MOMEHTa Ha W3Mon3BaHe CbXpaHABaWTe enpyBeTKUTe Mpu CTarnHa TemnepaTtypa u
3alyMTEHN OT CBETNNHA.

Mpeaun ynotpeba xomoreHnsnpante SARS-CoV-2 UM Prep Buffer UM 1 SARS-CoV-2
UM Amp Buffer, kato 1 obbpHeTe 2—3 nbTu (He pas3bbpkBanTe C BOPTEKC),
nocrnefBaHo OT KpaTKo LeHTpodyrmpaHe. Benyku opyrv oTaenHu peaktuBm moraT ga
6baaT XOMOreHM3npaHu Ypes UMMyrcHO pa3bbpkBaHe C BOPTEKC 3a 3 — 5 cekyHau unu
ypes obpbLyaHe 2 — 3 MbTU, NOCMNEABAHO OT KPaTKO LIeHTPOdyrnpaHe.

SARS-CoV-2 UM Prep Buffer mnHxubupa RNases, npucbCTBaly B KIMHUYHUTE
anuKBOTHM 4YacTu 3a eTana Ha OTKpMBaHe, HO He e pasTBOp, MHaKTMBMpaLll Bupyca.
Bcryku anvkBoTHM YacTu TpsibBa Aa ce TpeTmpaT KaTo NoTeHUManHo onacHu.
MpoBepeTe ganu ycnoBusita 3a UMknMyHa obpaboTka Ha nnatdopmara 3a real-time RT-
PCR ca TakuBa, KaTo NOCOYEeHUTE B TO3U MPOTOKOIT.

3a n3bsirsaHe Ha MHOXECTBO LKW 3amMpassiBaHe-pa3MpassiBaHe, peakTuBuTe mMorat aa
6baaT pasnpeneneHy Ha anuKBOTHU YacTu.

MpuroTBeTe NpsAcHa peakuMoHHa cMec (< 2 yaca npeauy nyckaHe Ha nnakarTa 3a real-time
RT-PCR).

3a cBexgaHe Ha 3amMbpcsABaHETO OO MUHMMYM, MOArOTOBKaTa Ha anuKBOTHATa 4acT u
real-time RT-PCR TpsibBa ga ce u3BbpLUBa B OTAEMHN 30HN.

Mpouenypa:

MoproToBka Ha anMKBOTHM YacTh: 3a Npobu OT AUxaTenHuTe MbTuLLa (HasanHu,
opodhapuHreanHmn u HasogapuHreanHy TaMnoHu), cneieanTe cTbnka 1. 3a npobu ot

CIIOHKa npeMunHeTe KbM CTblka 2.

Mpobu oT AuxaTenHuTe NbTULLA (Ha3anHW, opodapuHreanHn n HasodapuHreanHu
TamnoHw):

1a. Pa36pral7|Te €HEepPrm4yHo C BOPTEKC TaMnoHa, CbAbpXall allMkBOTHaTa 4acrT.
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1b.

1c.

1d.

Pasnpegenete anvksBoTHa YacT ot 50 — 200 pL npo6a B 1,5 mL enpyseTkn PCR-
free

ManbnHeTe cTbnka 3a HarpasaHe npu 70 °C 3a 10 MUHYTK BbpXY HarpeBaTeneH
6nok.

OxnapeTe anvkBOTHUTE YacTu BbPXY fef 3a NoHe 5 M1HyTH, cnep KoeTo
CbXpaHsaBayTe anvMKBOTHUTE YacTu BbpXy neg unu npu 4 °C.

AnVKBOTHM YacTu OT CIItOHKa:

2a.

2b.

2c.
2d.

BTeuHsBaHe (3a ynecHsBaHe Ha NUMNeTMpaHeTOo): anuKBOTHATa YacT OT CIlOHKa ce
3arpssa npu 95 °C 3a 15 MUHYTK (HEyTOYHEH 06eM, KOHTEHep Unu
HarpeBaTeriHO YCTPOWCTBO).

XoMoreHuspanTe anvkBOTHaTa 4acT, KaTo BHMUMATENHO nunetuparte 1
otnuneTtupate 8 — 10 nbTW.

Pasnpenenete anukeoTHa yact ot 50 pL npoba B 1,5 mL enpyBeTka PCR-free.
ManbnHeTe cTbnka 3a HarpsisaHe npu 95 °C 3a 15 MUHYTK BbpXY HarpeBaTeneH
6ok, crie KOeTo anvMKBoTHAaTa YacT ce AbPXU MOHe 5 MUH Npu cTanHa
Temnepartypa, fokato 6bae 3apefeHa B iMka unu enpyseTka 3a PCR.

Mpu nbpBO M3nonseaHe, 3aBbpiete SARS-CoV-2 UM Amp Buffer c ROX Reference

Dye.

3a.

3b.

3c.

[ob6asete 32,8 pL ot ousetutens ROX B 1 enpyseTka cbc SARS-CoV-2 UM Amp
Buffer.

3aTBOpeTe kanaveTo Ha enpyBeTkaTa, cbabpxawa SARS-CoV-2 UM Amp Buffer
n ouysetutens ROX 1 obbpHeTe enpyBeTkaTa 3 NbTU.

LlenTpodryruparite enpyBeTkaTa, cbabpxawa SARS-CoV-2 UM Amp Buffer, n

ouseTnTen ROX B ABHOTO Ha enpyBeTkaTa.

3a nbnHa nnaka cobas z 480 (96 simku), npuroTeeTe annkBoTHa cmec oT SARS-CoV-2

Amp Primers cbc SARS-CoV-2 Internal Control.

4a.

4b.

MpexBbpnete HeobxoammuTte ob6emn ot SARS-CoV-2 Amp Primers n SARS-CoV-
2 Internal Control cbrnacHo Tabnuua 11 B HoBa enpyBeTka PCR-free ot 1,5 mL.
3artBopeTe kanayeTo 1 06bpHEeTe enpyBeTkaTa 3 NbTu Unu pasbbpkanTe

MMMNYNCHO C BOPTEKC CbAbpPXaHMETO Ha enpyBeTKaTa 3a 3 -5 cek.
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4c. UeHtpodpyrmpante SARS-CoV-2 Amp Primers, cbabpxawwm IC, 3a fa
NpUABMXUTE pa3TBOpa Ha AbHOTO Ha enpyBeTKaTa.

Ta6nuua 11. MoaroresiHe Ha cmec SARS-CoV-2 Amp Primers + IC

Cmec SARS-CoV-2 Amp Primers + IC Bpou peakuun O6em
(ML)
. 96 peakuuu
Peaktueu Hauanna Kpaitna 1 peakumsa  (+ 209
KOHLEHTPaUMA  KOHLEHTpauus ( o BOMBIHUTENEH

obem*)
SARS-CoV-2 Amp Primers 3,45x 1x 7,25 835,2
SARS-CoV-2 Internal Control 166,67 cp/uL 10 cp/uL 1,5 172,8
O6wwo cmec SARS-CoV-2 Amp 875 1008

Primers + IC
* 3abenexka: Kopurupante obema Ha SARS-CoV-2 Amp Primers n Ha SARS-CoV-2 Internal Control cnopes 6posi
allMKBOTHU YacTu, KOUTO LlUe 6'b,ElaT TecTBaHU. I'Ipe,qsm,que AONbIIHUTENEH 068M, 3a [la KoMneHcupaTe MbpTBUA
obem.
5. TMpuroTBeTe peakUMoHHa CMecC cbracHo Tabnvua 12 u pa3bbpkaiiTe cTapaTesiHo,
KaTo oObpHeTe enpyBeTkaTa 3 NbTU.

Ta6nuua 12. MoaroToBKa Ha peakLMOHHa cMecC

RT-PCR peakuuoHHa cmec Bpo peakuun O6em
(uL)
Koait 96 peakuuu
HavanHa pavHa
PeakTuBm KoHUeHTpauns  KOHLEHTPauws 1 peakumna  (+20% AonbnHuTeneH
obem*)
Cmec SARS-CoV-2 UM Amp
Buffer + ROX 4x 1x 6,25 720
(EI\I/ICeC SARS-CoV-2 Amp Primers 2.9x 1x 875 1008
O6LY peakuoHeH obem - 15,00 1728

* 3abenexka: Kopurupaite o6ema Ha SARS-CoV-2 UM Amp Buffer u SARS-CoV-2 Amp Primers cnopepg 6posi
alnKBOTHM YaCTu, KOUTO LLe 61:,an TecTBaHu. I'Ipe,qsw,que AonbriHUTENEeH OﬁeM, 3a [ja KoMmneHcupaTe MbpTBUA
obem.

6. Pasnpepenete 8 L Boga 6e3 Hykneasa B siMkaTa, onpefeneHa 3a NEC.

3apepnete 10 uL Boga 6e3 Hykneasa B sMkaTa, onpegeneHa 3a NTC.
8. Pasnpepgenete 2 yL SARS-CoV-2 UM Prep Buffer BbB Bcsika siMka, onpegeneHa 3a

NEC 1 kbM NOAroTBEHUTE anMKBOTHN YacTu.
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10.

11.

12.

13.

14.

15.

16.

17.
18.

44

[o6GaBeTe 8 uL oT npuroTBeHaTa anuKBOTHAa YacT B siMKa, cbabpxawa SARS-CoV-2
UM Prep Buffer. CmeceTe 4pe3 nuneTupaHe/oTnunetTmpaHe 5 nbTu.

[ob6aseTe 15 pL oT peakunoHHaTa cMec, npuroteeHa B CTbnka 5, KbM SIMKUTE,
npefHasHa4yeHn 3a anvkBOTHU YacTu 1 koHTponu (Purypa 5 e npegocTaBeHa kaTto
npumep). CmeceTe upes nunetTupaHe/otTnuneTupaHe 5 nbTu.

3apepnete 10 yL ot SARS-CoV-2 Positive Control B cboTBeTHaTa simka. CmeceTe upes
nuneTvpaHe/oTnuneTMpaHe 5 NbTu.

3anevaravite smkata 3a PCR, 3a fa npeoTBpaTiTe KpbCTOCAHO 3aMbpCABaHe.
YBepeTe ce, Ye npunaraTe paBHOMEPEH HAaTUCK BbPXY LisnaTa nnaka, 3a ga nonyyuTe
NIBTHO 3anevyaTBaHe Ha OTAENHUTE SMKW.

LleHTpodpyrupanTte 3a kpaTko nnakata 3a PCR, 3a ga cbbepeTte Te4HoCTTa B 4BHOTO
Ha siMKaTa.

MbpBa ynotpeba: B codpryepa Light Cycler 480 SW UDF 2.0.0 wpakHeTe Bbpxy
open tools (oTBapsiHe Ha MHCTpyMeHTH) 1 n3bepeTe detection formats (dpopmaTn 3a
OTKpVBaHe), 3a Aa 3agajeTte crneaHuTe KoMOMHaumMm Bb30yXaaHe-u3nbyBaHe:

465 - 510 (FAM), 540 — 580 (HEX) 1 610 — 670 (ATTO647N).

3apante real-time RT-PCR nporpama, cbrnacHo Tabnuua 13, 3a peaktveeH obem 25 L.
3abenexka: B ropHaTta yacT Ha cTpaHuuaTa usbepete detection format (cbopmat 3a
OTKpuBaHe), 3a Aa nsbepete hopmaTa 3a OTKpuBaHe, cb3gageH B Ctbnka 14.
3abenexka: M3nonseavte custom (nepcoHanuaupaHa) CKOPOCT Ha WU3MEHEHWe OT
1,6°C/cek BbB Bcsika 0T 5-Te cTbnku 3a real-time RT-PCR nporpamarta.

3abenexka: CbbupaHeTo Ha AaHHM TpsAbBa Oa ce M3BbPLUM NO BpeMe Ha eTana Ha
TemnepaTtypHa obpaboTka/yabmkaBaHe.

3abenexka: 3a noBeye noapobHOCTU BUXTE MHCmpyKkyuume 3a excrisioamayusi Ha
cobas z 480.

MNMocTaBeTe NnakaTta B anapata 3a UMKnuyHa obpaboTka B peanHo BpemMe (npumep 3a
pasnonoxeHneTo Ha nnakata 3a PCR e npeacraseH Ha ®urypa 5).

CrapTtupaiTe N3MbIIHEHNETO Ha PabOTHUS LK.

B kpas Ha umkbna aHanuaupanTe pesdyntatuTe (BuxTe pasgen Results).
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Ta6nuua 13. NMporpama SARS-CoV-2 Prep&Amp UM 3a cobas z 480

CTbNkun Bpeme Temnepartypa CKopocCT Ha Bpowi unknu  Pexum 3a
(°C) M3MeHeHue aHanus
(°Cl/cek)

O6paTHa TpaHCKpUNLWS 10 MUH 50 1,6 1 Hama

PCR nbpBoHa4anHo 2 M 95 1,6 1 Hama

TOMMVHHO aKTUBMPaHe

2-CTbMNKOBA LMKNNYHA 40 Konndectsero

obpaboTka onpeaensiHe
[enaTypupaHe S cek 95 1,6 Hsma
TonnuHHa 30 cek 58 1,6 Epunmden
obpaboTka/YabkaBaHe

OxnaxanaHe 1 MUH 37 1,6 1 Hsama

T|o|n|mlo|o|o|=
g
3
s

®urypa 5. NMpumep 3a pasnonoxeHne Ha nnaku B cobas z 480
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[MpoTokorn: [logrotoBka Ha anMKBOTHATAa vacT U
oTkpmBaHe Ha SARS-CoV-2 Ha anapart
QuantStudio 5 Dx

To3n MpoTOKON € npedHasHayeH 3a noarotoBka M oTkpuBaHe Ha SARS-CoV-2 uenu B
YOBELLKM HaszamnHu, HaszodapuHreanHn unu opodapuHreanHy TamroHW, CbXpaHsiBaHW B
TpaHCMNopTHa cpefa v B anvKBOTHM YacTu OT HepaspeaeHa crntoHka ¢ real-time RT-PCR Ha
anapat QuantStudio 5 Dx.

BaxxkH/ MOMEHTU Npeau aa 3anoyvHeTe.

® [lpoBepeTe fJanu ca crnaseHW CPOKOBETE Ha FOAHOCT U yCMNoBUSATA Ha CbXpaHeHue,
oTneyataHn BbPXY KyTUsSTa W BCUYKM €TUKETU Ha KOMMOHeHTW. He u3nonssante
HEenpaBUITHO CbXPaHABaHM KOMMOHEHTN UMW TakuBa C U3TEKLIT CPOK Ha rOAHOCT.

® |3nonssante fobpe nogabpxaHo u kanmbpupaHo obopyasaHe.

® [lo Bpeme Ha ekcrnepvMeHTa B3eMeTe Mepku 3a NpefoTBpaTsaBaHe Ha 3aMbpcsiBaHe C
RNases 1 nsnonssante nnactmacosmn cbAoBe 6e3 CbAbpxaHue Ha Hykneasa.

e Korato n3nonssate QuantStudio 5 Dx, npeau nbpBata ynotpeba Tpsbsa Aa ce fobasu

ROX Dye kbM OCHOBHaTa enpyBeTka 3a CMeCcBaHe.

Helwua, konto Aa HanpaBuTe, Npeav Aa 3anoYyHeTe

® [lo Bpeme Ha eTanuTe Ha NOATOTOBKA Ha peakuusiTa pecnvpaTopHUTe anuKBOTHU YacTu
moraTt ga 6baaT cbxpaHsiBaHu Mpw cTanHa TemnepaTypa, HO ce mpenopbyBa Te Aa ce
CbXpaHsBaT BbPXY Nnea Unn BbpXy oxnagutenHa pewetka npu 4 °C.

® AnMKBOTHA 4YacT OT CIIIOHKa MOXe a Ce CbXpaHsBa BbPXY Ned Unn Bbpxy oxnaguntenHa
peweTka npu 4 °C, HO NO BpEME Ha eTanuTe Ha NOAroTOBKa M HACTPOWKa Ha peakuusTa
ce npenopbyBa Aa Ce CbXpaHsiBa Npu cTanHa TemnepaTypa (15 — 25 °C).

® [lpu usnonssaHe Ha anapaT QuantStudio 5 e Heobxoaum oueTuTen ROX.
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® [lpegn ynotpeba, octaBete SARS-CoV-2 UM Prep Buffer, SARS-CoV-2 UM Amp
Buffer, SARS-CoV-2 Amp Primers, SARS-CoV-2 IC, Boga 3a NTC u SARS-CoV-2
Positive Control ga ce pasmpasat HanbnHo npu (15-25°C). o momeHTa Ha
13rnon3BaHe CbxpaHsBaWTe enpyBeTKATE MpW CTalHa TemnepaTtypa W 3aluTeHn oT
CBEeTNMHa.

® [lpeaun ynotpeba xomorennsmpante SARS-CoV-2 UM Prep Buffer UM n SARS-CoV-2
UM Amp Buffer, kato 1 obbpHeTe 2—3 nbTu (He pas3bbpkBanTe C BOPTEKC),
nocrnefBaHo OT KpaTKo LeHTpodyrmpaHe. Benyku opyrv oTaenHu peaktuBm moraT ga
6baaT XOMOreHM3npaHu Ypes UMMyrcHO pa3bbpkBaHe C BOPTEKC 3a 3 — 5 cekyHau unu
ypes obpbLyaHe 2 — 3 MbTU, NOCMNEABAHO OT KPaTKO LIeHTPOdyrnpaHe.

® SARS-CoV-2 UM Prep Buffer uHxmbupa RNases, npucbCcTBawy B KIMHUYHWTE
anuvKBOTHM YacTK 3a eTana Ha OTKpMBaHe, HO He MpeACcTaBnsBa pa3TBop, MHAKTUBMPALL,
BMpyca. Bcmyky anmkBoTHM yacTu TpsibBa fa ce TpeTupaT KaTo NoTeHUManHo onacHu.

® [lpoBepeTe ganu ycrioBusTa 3a LUMKNn4Ha obpaboTka Ha nnatdopmata 3a real-time RT-
PCR ca TakuBa, kaTo NOCOYEHUTE B TO3U MPOTOKOIT.

® 3au3bsareaHe Ha MHOXECTBO LIMKINY 3ampassiBaHe-pa3MpassiBaHe, peakTuBuTe mMorat aa
6baaT pasnpeneneHy Ha anuKBOTHU YacTu.

® [IpuroTBeTe NpsiCHa peakumMoHHa cMec (< 2 Yaca npeam nyckaHe Ha nnakara 3a real-time
RT-PCR).

® 3a cexgaHe Ha 3amMbpcsBaHETO A0 MUHMMYM, MOArOTOBKaTa Ha anuKBOTHAaTa 4acT u

real-time RT-PCR TpsibBa ga ce u3BbpLUBa B OTAEMHN 30HN.
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Mpouenypa

MNoaroToBka Ha anNUKBOTHM YacTu: 3a NPobu OT AnXaTenHnTe NbTULLA (Ha3arnHw,
opodapviHreanHu 1 HasoapuHreanHu TamnoHun), cneapaTe cTbnka 1. 3a npobu ot

CIIlOHKa NpeMUHeTe KbM CTbKa 2.

1. MNpobu oT guxaTenHute nbTUWa (Ha3anHu, opodapuHreanHu u HasodapuHreanHu
TamnoHw):
1a. PasbbpkanTe eHeprmyHo C BOPTEKC TaMrnoHa, CbabpXKall, annkBoTHaTa YyacT.
1b. Pasnpepenete anukeoTHa Yact ot 50 — 200 pL npoba B 1,5 mL enpyseTkn PCR-
free
1c. W3nbnHete cTbnka 3a HarpsiBaHe npu 70 °C 3a 10 MUHYTK BbpXy HarpeBaTeneH
6rokK.
1d. Oxnapete anuKBOTHWUTE YacTW BbPXY NeA 3a NoHe 5 MUHYTU, cref KoeTo
CbXpaHsABaWTe anMKBOTHUTE YacTy Bbpxy nea wunu npu 4 °C.
2. AnNWKBOTHM YacCTu OT CIIOHKA:
2a. BrteuHsiBaHe (3a yrnecHsiBaHe Ha NUNETUPaAHETO): anMKBOTHATa YacT OT CrOHKa ce
3arpsaBa npu 95 °C 3a 15 MUHYTU (HEYTOYHEH 00EM, KOHTEMHEP UK
HarpeBaTeriHo YCTPOWCTBO).
2b. XomoreHusmpainTe anukBOTHaTa 4YacT, KaTo BHMMAaTENHO nuneTupare u
otnuneTtupate 8 — 10 nbTw.
2c. Pa3snpegenete anukBoTHa YacT ot 50 pL npoba B 1,5 mL enpyseTka PCR-free.
2d. WsnbnHeTe cTbhka 3a HarpsiBaHe npu 95 °C 3a 15 MUHYTM BbpXYy HarpeBaTeneH
6ok, crief KOeTo anuMKBoTHAaTa YacT ce AbPXU MOHE 5 MUH Npu cTanHa
Temnepartypa, gokato 6bae 3apeeHa B siMka unu enpyseTka 3a PCR.
3. Tlpu nbpBO n3nonseaHe, 3asbpiete SARS-CoV-2 UM Amp Buffer c ROX Reference
Dye.
3a. [Job6asete 32,8 pL ot ougeTtutensa ROX B enpyBeTtka cbc SARS-CoV-2 UM Amp
Buffer.
3b. 3aTtBOpeTe kanayeTo Ha enpyBeTkaTa, cbabpkawa SARS-CoV-2 UM Amp Buffer
n ousetutensa ROX 1 ob6bpHeTe enpyBeTkaTa 3 NbTU.
3c. LUeHTpodyruparite enpyseTkaTta, ceabpxaiwia SARS-CoV-2 UM Amp Buffer, n
oueTuTen ROX B 4BHOTO Ha enpyBeTkaTa.
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4. 3a nbnHa nnaka QuantStudio 5 Dx (96 simku), npuroTeBeTe annkBoTHa cMec oT SARS-
CoV-2 Amp Primers cbc SARS-CoV-2 Internal Control.

4a. TlpexBbpnete Heobxoanmmute obemm ot SARS-CoV-2 Amp Primers n SARS-
CoV-2 Internal Control cbrnacHo Tabnuua 14 B HoBa enpyseTka PCR-free o1 1,5
mL.

4b. 3artBopeTe KanayeTo 1 0b6bpHETe enpyBeTkata 3 NbTY UNK pasdbpkaiTe
MMMYJICHO C BOPTEKC CbAbPXKaHMETO Ha enpyBeTkaTa 3a 3 — 5 cek.

4c. Uentpodyrupante SARS-CoV-2 Amp Primers, ceabpxaiym IC, 3a ga
NpUABMKNTE pasTBoOpa Ha AbHOTO Ha enpyBeTkaTa.

Ta6bnuua 14. NMoaroreBsAHe Ha cmec SARS-CoV-2 Amp Primers + IC

Cmec SARS-CoV-2 Amp Primers + IC Bpow peakuun 06em
(ML)
. 96 peakuum
Peaktnsu Hauanna Kpaina 1 peakums 9
KOHUEHTPauusi  KOHLEeHTpauus peaxy (+20% ponwbnnuTeneH

obem*)
SARS-CoV-2 Amp Primers 3,45x 1x 7,25 835,2
SARS-CoV-2 Internal Control 166,67 cp/uL 10 cp/uL 1,5 172,8
0O6wo cmec SARS-CoV-2 Amp 8,75 1008

Primers + IC

* 3abenexka: Kopurvpante obema Ha SARS-CoV-2 Amp Primers n Ha SARS-CoV-2 Internal Control cnopes 6posi
anuKBOTHM YacTu, kouTo e 6baat TecTBaHu. MpeasuaeTe gonbnHuteneH obem, 3a ga koMneHcupaTe MbpTBUS
obewm.

5. TpuroTBeTe peakunoHHa cMec cbrinacHo Tabnuua 15 n pasbbpkaiTe ctapaTenHo,

KaTo 06bpHeTe enpyBeTKaTa 3 MbTU.
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Ta6bnuua 15. MoaroToBka Ha peakLMOHHa cMecC

RT-PCR peakunoHHa cmec Bpow peakuun O6em
(uL)
Koaih 96 peakuun
HauvanHa panHa
PeaktuBm KoHLeHTpaums  KOHLEHTpaLys: 1 peakuus (+20% p,on'briuwreneu
obem*)
Cwmec SARS-CoV-2 UM Amp
Buffer + ROX 4x 1x 6,25 720
Sl;ngc SARS-CoV-2 Amp Primers 2.9x 1% 875 1008
06wy, peakunoHeH obem - 15,00 1728

* 3abenexka: Kopurupante obema Ha SARS-CoV-2 UM Amp Buffer u SARS-CoV-2 Amp Primers cnopepg 6posi
anuKBOTHM YacTu, kouTo e 6baaTt TecTBaHu. [MpeasuaeTte gonbnHuteneH obem, 3a Ja koMneHcupaTe MbpTBUst
obem.

10.

11.

12.

13.

14.

50

Pasnpenenete 8 L Boga 6e3 Hykneasa B sMkaTa, onpegeneHa 3a NEC.
3apepnete 10 uL Boga 6e3 Hykneasa B AMkaTa, onpegeneHa 3a NTC.

Pasnpegenete 2 uyL SARS-CoV-2 UM Prep Buffer BbB Bcsika siMka, onpegeneHa 3a
NEC v KbM NOAroTBEHWTE annMKBOTHU YacTu.

[obageTe 8 UL oT npuroTBeHaTa anMKBOTHa YacT B AiMKa, cbabpxkawa SARS-CoV-2
UM Prep Buffer. CmeceTe 4pes nunetupaHe/oTnmneTmpaHe 5 nbTu.

[ob6aseTe 15 UL oT peakumoHHaTa cMec, npuroteeHa B CTbnka 5, KbM AMKUTE,
npegHasHayeHn 3a anuKBOTHU YacTu U KoHTponu (Purypa 6 e npegoctaBeHa kaTo
npumep). CmeceTe upes nunetTupaHe/oTnuneTupaHe 5 NbTu.

3apepnete 10 yL ot SARS-CoV-2 Positive Control B cboTBeTHaTa simka. CmeceTe upes
nuneTvpaHe/oTnuneTupaHe 5 NbTu.

3anevaTante amkarta 3a PCR, 3a ga npegoTBpatuTe KpbCTOCaAHO 3aMbpcsiBaHe.
YBepeTe ce, Ye npunarate paBHOMEpEH HAaTUCK BbPXy LsnaTta nnaka, 3a Aa nomnydure
NITbTHO 3anevyaTBaHe Ha OTAENHUTE AMKN.

LleHTpodpyrupaiiTe 3a kpaTtko nnakata 3a PCR, 3a ga cbbepeTe Te4HOCTTa B ABHOTO

Ha AaMKaTa.

MbpBa ynoTtpeba: MNpeam 3anoysaHe Ha paboTHUA LMKbN B codpTyepa QuantStudio 5
Dx IVD, etanoHbT Tpsbea ga 6vae reHepupaH B codptyep QuantStudio 5 Dx TD
Bepcusa 1.0.1 unu no-eucoka. 3agante etanoHa no cregHnsa HaunH:
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15.

16.

17.
18.

3abenexka: B pasgena Properties (CovicTa), koHdurypuparite Experiment type
(Bug excnepumeHT) Ha Standard Curve (CtaHgapTHa kpua) 1 Run mode (Pexum Ha
n3nbriHeHne) kato Standard (CtaHgapTeH).

3a6enexka: B pasgena Method (MeTton) 3apanTe nporpama 3a real-time RT-PCR 3a
peakumoHeH obem ot 25 L (Tabnuua 16).

3abenexka: CbbmpaHeTo Ha AaHHM TpsiGBa Aa ce M3BbLPLUM MO BpeMe Ha eTana Ha
TemnepartypHa obpaboTka/yabrmkaBaHe.

3abenexka: B paszgena Plate (Mnaka) nsbepete ROX kato Passive Reference
(MacvBeH pedhepeHTeH eTanoH) u 3agante FAM, VIC n Cy5 kaTto uenu 6e3 racuten
(n36epeTe None (Hsama)).

3ab6enexka: 3a noBeyve NoApOOHOCTU BUXTE MIHCMpyKyuume 3a ekcriioamauyusi Ha
QuantStudio 5 Dx.

B codptyepa QuantStudio 5 Dx IVD, 3apefeTe etanoHa, cb3gageH no-paHo B CTblka
14. N36epeTte nsnonssanHute amku 1 npunoxete uenute FAM, VIC n Cy5.

MNMocTaBeTe nnakarta B anapara 3a UMknuyHa obpaboTka B peanHo BpemMe (npumep 3a
pasnonoxeHueTo Ha nnakata 3a PCR e npegcrtaseH Ha ®urypa 6).

CrapTtuparite uanbSIHEHMETO Ha PpabOTHUSA LMKbBII.

B kpasi Ha uukbna aHanuavpanTe pesyntaTute (BuxTe pasgen Results).
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Ta6nuua 16. Mporpama SARS-CoV-2 Prep&Amp UM 3a anapat QuantStudio 5 Dx

Etan CTbnka Bpeme Temnepartypa Bpon MonyvaBaHe
(°C) LMK
Hold 1. O6paTHa TpaHcKpunums 10 MuH 50 1 He
(3agbpxaHe)
2. PCR nbpBoHavanHo 2 95 1 He
TONSIMHHO aKTUBUpaHe
PCR 2-CcTbNKOBa LMKNMYHa obpaboTka 40
[eHaTypupaHe TonanHHa 5 cek 95 1 He
06paboTka/YabikasaHe 30 cek 58 1 FAM, VIC n Cy5
1 2 3 4 5 6 7 8 9 10 1 12

e

TG

NEC

Sample 1

Sample 2

Sample 3

zlo|n|mlo|o|e|=

®durypa 6. Mpumep 3a pasnonoxeHWeTo Ha Nnaka B anapart QuantStudio 5 Dx
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Pesynrtatu

AHanun3 Ha anapat RGQ MDx 5plex HRM

Ha anapat RGQ MDx 5plex HRM pgaHHuTe ce aHanusupaT cbc codpTtyep Rotor-Gene Q
Bepcusi 2.3.1 (MM no-HOBa) B CbLOTBETCTBME C WHCTPYKUUUTE Ha npoussBoauTensi

(PbkoBopacTBO 3a noTpebutens Ha Rotor-Gene Q MDx, Pegakumsa 7, centemepu 2018 r.).

3a aHanu3 Ha JaHHuTe TpsibBa da ce m3nonssa T.Hap. crop cycle (UMKbN 3a KynTypw)
(Purypa 7): OtBOopeTe HeobpaboTeHns kaHan Cycling A. Green. Otugete Ha Options
(Onuun) > Crop Start Cycles (CtaptoBu umknu 3a KynTypu)v BbBegete 5 B Auanorosus
npo3sopeuy,. llle 6bae reHepupaH HoOB kaHan, HapeyeH Cycling A (ot 5).Green. CbLioTo
TpsibBa fa ce Hanpasu 3a HeobpaboTeHnTe kaHanu Red n Yellow 3a reHepupaHe Ha kaHanm
Cycling A(from 5).Red u Cycling A(from 5).Yellow.

" Rotor-Gene Q Series Software VIRTUAL MODE - 20210617_LoD-LoB_Run12_R0D_RGQ_RD12-035_CLM (1)

vee & @ W B W OB E B .

Seftings Progress Profile  Temp. Samples Analysis Reports Anange

File Analysis Run Gain View Window Help

ZeEdHPNNE

New Open Save | Start Pause Siop

JCha-mals 7 Cycling AGreen # Cycling A¥ellow 7 Cycling ARed # Cycling A(from 5).Green &7 Cycling A(from 5).Vellow 7 €

-
100

2

Fluorescence

5

20

0

= 5 10 15 20 2
Cycle

st Scal... | Auto-Goale| Detaul Seale| Dpt—--"
Normalise to Cycling A Vellow

Normalise to Cycling ARed
Normalise to Cycling A(from 5).Green
Nermalise to Cycling A(from 5).¥ellow
Normalise to Cycling A(from 5).Red

Crop end cycles

®urypa 7. EkpaHHa CHMMKa Ha HacTpoWKa Ha crop cycles (UMknu 3a KynTypu) 3a aHanusu Ha anapat RGQ
MDx 5plex HRM
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OTBOpeTe MeHTO 3a aHanu3 (Purypa 8) n 3a Bcekn reHepupaH kaHan Cycling A(from 5)
npuroxeTe criegHWTe napaMeTpu 3a aHanus, 3a Aa noagbpXkaTe CbriacyBaHOCT Mexay

pasnuyHnTe aHanuau (Tabnuua 17).

Ta6nuua 17. NapameTpu 3a aHanu3 Ha anapat RGQ MDx 5plex HRM

Kananmu Green Red Yellow
Mpar Ha dnyopecueHuus 0,03 0,03 0,03
Kopekuuns Ha HaknoHa Na Na Oa
Dynamic tube Na Na Oa
OTtnpaBHa Touka He 10-20 10-20
OTcTpaHsiBaHe Ha psi3ko Oa He Oa
OTKIMOHSABALLMW CE€ CTOMHOCTH: AktuseH 0% AktuBeH -85%
Mpar Ha peakuWoHHa
edeKTUBHOCT
Livknu cbe cbkpaTeH ctapT 5 5 5
paHnyHmn umknm Ct > 38,00 ce npuema He Ct > 35,00 ce npuema
kaTo 40,00 kaTo 40,00

B cogptyepa RGQ, pesyntatute OT W3MbIHEHUETO ca MpeAcTaBeHW B Tabnuua ¢

KONIMYECTBEHN pesynTaTi, OTBOpPeHa Mo Bpeme Ha aHanusa. [aHHuTe morat ga oboat

eKCMopTMpaHM B TEKCTOB hopMmarT (.CSV) CTOMHOCTM C pasfensiHe cbe 3aneTast: 3a uenta B
npo3sopeua RGQ Software nsbeperte File (Pann) > save as (3ana3saHe) > Excel analysis

sheet (3anasBaHe kato aHanuTuyHa Tabnuua Excel). NMpeav oa ekcnopTupaTe pesynTtaTute

ce yBepeTe, Ye ca u3bpaHu BCUYKM anukBoTHU YacTu (Purypa 8).

Analysis n

25td Curves (Rel) | Other.. |
Guantitation

age
% Cycling Affrom 5).vellow (Pac
Cycling A.Green
Cucling A Red
Cycling &.ellow

Show | Hide |}
[ Auto-shrink window

®urypa 8. EkpaHHa CHUMKa Ha M36paHu KaHanu 3a npunaraHe Ha NnapaMeTpuTe 3a aHanu3 U eKcnopTupaHe

Ha pe3ynTaTtu (aHanu3 Ha pa6oTeH uMkbN Ha RGQ MDx 5plex HRM).
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AHanu3 Ha ABI 7500 Fast Dx

Ha ABI 7500 Fast Dx gaHHuTe ce aHanuampaT cbc codpTyep 7500 Fast System Software
Bepcusi 1.4.1 (Mnn no-HOBa) CbIMacHO UHCTPYKLMUTE Ha npoussBoauTens. B pasgena setup
(racTponka) usbepete rpyna AMKU UNV USAniata HanMyHa nnaka B aHanusa v LwpakHeTe ¢
AecHus ByTOH, 3a ga OTBOpWUTE NPO30OpUMTE 3a MHCMEKTop Ha samka. Tpsabea Aa 6vaar
n3bpann 3-te dnyopodopa (FAM, VIC n Cy5), a ROX Tpsibea ga 6bae usbpaH kato
Passive reference ([acuseH pedepeHTeH eTanoH). 3a CbrnacyBaHOCT MeXAY pasnuyHuTe
aHanuan ca Heobxoanmu crnegHuTe napameTpu (Tabnuua 18).

Ta6bnuua 18. MapameTpu 3a aHanu3 Ha anapat ABI 7500 Fast Dx

Kananmu FAM Cy5 VIC
MacviBeH oupeTuTen ROX ROX ROX
Mpar Ha dnyopecueHumns 0,13 0,025 0,05
3apaneHo 6a3oBo HMBO ABTO ABTO AsTO
[paHnyHM Lk Ct> Szgg)fgggmema He Ct> 32?3:388)%%

B codpTtyepa ABI SDS croiiHocTuTe Ha Ct 3a n3bpaHa rpyna ssMku unu usnata nnaka ce
npeactaBaAtT B TabnuuaTta ¢ data (gaHHu) B ocHOBHUMSA pasgen Results (Pesyntatn).
HaHHuTe morat ga 6baaTt ekcrnopTupaHu B TEKCTOB dhopmMaT (.CSV) CTOMHOCTU C pasgensiHe
cbce 3aneTas: B nposopeua Ha codtyepa SDS nsbepete File (Pann) > Export (Exkcnopt) >
Results (Pesyntatu) (Bb3MOXHO e fa 6bae n3bpaH n enementa Ct ot meHioTo). M3bepeTte
cdopmaTta Ha ekcrnopTupaHuna ann KaTo .Csv.
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AHanuna Ha anapat CFX96 Dx

Ha anapata CFX96 Dx gaHHuTe ce aHanuaupat cbc codptyepa CFX Manager Dx Bepcus
3.1.3090.1022 (Mnv no-HOBA) CbIMAacHO MHCTPYKUUUTE HA NPpon3BOAMTENS. 3@ BCUYKM AMKM,
M3non3BaHn B ekcrnepumeHTa Tpsbsa ga 6baaT wm3bpann FAM, HEX un Cy5. 3a
CbIMacyBaHOCT MeXQy pasnuyHuTe aHanusn ca Heobxogumu crnegHuTe napameTpu
(Tabnuua 19).

Ta6bnuua 19. MapameTpy 3a aHanu3 Ha anapaTt CFX96 Dx

Kananu FAM HEX Cy5

Pexum Ha onpegensre Ha Cq: Oa [la JiE]

EanHnyeH npar

3apaneHo 6a30BO HUBO:

® CbOTBETCTBME Ha M3BaJeHa Kpuea Jit] [Oa JiE]

e [lpunaraHe Ha KOpeKLMA 33 Jit] JiE] na
OTK/IOHeHWe BbB diyopecueHumnATa

Npar (RFU) 250 300 100

TPaHUYHM LMKIN Ct> 39,00 ce Ct > 35,00 ce He

npuema kato 40,00 npuema kato 40,00

B codptyepa CFX manager Dx ctorHocTuTe Ha Ct (HapedeHn Cq B codbTyepa) Ha nsbpaHa
rpyna sMKU Wnv Ha udanaTta nnaka ca nNpefcTtaBeHu B ernekTpoHHa Tabnuvua ¢ AaHHu B
pasgena Quantification Data (JaHHu 3a konnyecTBeHo onpegensiHe). aHHuTe moraT Aa
6baaT ekcnopTupaHu B TEKCTOB hopmMaT (.CSV) CbC CTOMHOCTU, pasfeneHn cbe 3aneTas,
kaTo nsdepete Export (Excnopt) > Custom Export ([lepcoHannanpaHo ekcnoptupaHe) v
3afajeTe napameTpu B cboTBeTCTBME C Purypa 9.
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Export Format: | CSV (*.csv) S

Data to Export
[ Include Run Information Header

%
§
i
1

(C1

{
>

i

s

Cq Standard Deviation
Quantity Standard Deviation
Curve

Melt Temperature

[ ] Melt Peak Height

Mekt Peak Begin Temperature
[] Mek Peak End Temperature
End Point

] End Point Call

] End RFU

OO0 £ O00RE £ [OORORREE
31
i =
£ E
3
)
i
g
LS

| Setas Defout Contiguraton
Bt | [o= ]

®urypa 9. NapameTpu Ha chaitn c Heo6paboTeHn aaHHM 3a CFX96 Dx
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AHanus Ha anapart cobas z 480

Ha anapata cobas z 480 gaHHuTe ce aHanuanpat cbe codptyep LightCycler 480 SW UDF
Bepcusi 2.0.0 (Mnu no-HoBa) CbIMACHO WHCTPyKUMUTE Ha npowussogutens. Cb3gante
NMOAMHOXECTBO OT anMKBOTHM 4acTu, Camo C SIMKWATE, U3MON3BaHW B eKcnepumMeHTa. 3a
BCEKM KaHan cb3fanTe cTpaHuua 3a abCoMTHO KOMMYECTBEHO onpeeneHne/Bb3nosu
Toukn Abs Quant/Fit Points Analysis u wu3nonssante cnegHute napameTpu 3a
CbrracyBaHOCT Mexay pasnuyHuTe ekcnepumeHTy (Tabnuua 20).

Ta6nuua 20. MapameTpyu 3a aHanu3 Ha anapart cobas z 480

Kananun FAM (465 — 510) HEX (540 — 580) ATTOG647N (610 — 670)
Mone 3a gnana3oH Ha
Hnkena 1-40 1-40 6-40
e [TbpBU-nocnegeH
LMKBN
o ®oH 5/10 5/10 6/11
Pasgen JlenTa Ha wyma
e MeTog STD Multiplier STD Multiplier STD Multiplier
e CrovHoct STD 50 40 25
Multiplier
Pasgen AHanus 2 2 2
e B1b3nosu TouUku
e MeTopa 3a AsTO ABTO ABTO
onpegensiHe Ha npara
FpaHu4eH umKbn Ct > 39,00 ce npuema Ct > 35,00 ce npuema He
kato 40,00 kato 40,00

B LightCycler 480 SW UDF Bepcusa 2.0.0 (unm no-HoBa), ctoriHocTuTe Ha Ct (HapuyaHu Cp
B copTyepa) Ha usbpaHa rpyna siMky UNu Lsnarta nnaka ca HanuuHu B pasgen analysis
(aHanu3) (Purypa 10). JaHHuTe moraT ga 6baaT ekcnopTupaHu B TekcToB dhann (.txt) 3a
BCEKM KaHarn, KaTo LupakHeTe C AecHust ByTOH Bbpxy TabnuuaTa ¢ pesyntaTtv u nsbepete

Export table (ExcnoptupaHe Ha Tabnuua).
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. Analyses [ins Ganne/Tiz Fointe for Funing Samples_FIH

Information |

somea: [ (@) (BIRBOR) T Cycle Range u| Woise Band
1121314 §[E17 18|

T8 [3AtATA:

Analysis

Report

Export lable

Caboulate

M Perning 3040772021 1411
A Warnang  sufonfaiEl dasl

The supplied paasword 40231 NOT

®urypa 10. EkpaHHa cHMMKa Ha ekcnopTupaHu aaHHu B LightCycler 480 SW UDF Bepcus 2.0.0 (Munu no-HoBa).
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AHanuna Ha QuantStudio 5 Dx

Ha QuantStudio 5 Dx gaHHute ce aHanuanpaTt ¢ QuantStudio 5 Dx IVD codtyep Bepcus
1.0.1 (UM No-HoBa) CbIMACHO MHCTPYKUMUTE Ha npoussoauTens. B nposopeua Assign
Targets and Samples ([pyceosiBaHe Ha uenu U anMKBOTHM YacTu) TpuTte ryopodopa
(FAM, VIC n Cy5) TpsibBa ga 6baat nsdpaHu 3a BCUYKKU SIMKW, U3MON3BaHN B EKCNEPUMEHTA,
a ROX 1psbsa na 6bae n3bpaH kato Passive reference ([lacvseH pedepeHTeH eTanon).
3a cbrnacyBaHOCT MexAay PasfnuMYHWTe aHanmuanm ca HeobxoauWMu CriefHWTe napameTpu
(Tabnuua 21).

Ta6bnuua 21. MapameTpu 3a aHanu3 3a QuantStudio 5 Dx

Kananu FAM viC Cy5

NacuBeH ouBeTUTEN ROX ROX ROX

Mpar Ha 0,21 0,062 0,04

conyopecueHumsa

3apaneHo 6a30BO HUBO AsTO AsTo AsTto

FpaHn4YHU uMKnun Ct > 39,00 ce npuema Ct > 35,00 ce npuema 2
kato 40,00 kato 40,00

HaHHute morat ga 6baaT ekcnopTvpaHn Kato enekTpoHHa Tabnuua unm Teket (.xls, .xlsx,
.txt). B pasgena Export (EkcnopT) Ha npo3opeua Ha codpTyepa QuantStudio 5 Dx IVD
n3bepeTe BCUYKM onuun B pasgena content (cbabpkaHue) n nsbepete onumaTa unify the
above content into one file (06eavHsBaHe Ha ropHOTO ChabpPXaHWe B eauH chainn).
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NHTepnpeTupaHe Ha pesynTtatute

MonoxuTenHata koHTpona (PC), rennte N1 1 N2 ce oTkpuBaT BbB (hryOpecLEeHTHMSA KaHan
Green ¢ RGQ MDx 5plex HRM nnun BbB chnyopecueHTHusA kaHan FAM Ha ABI 7500 Fast Dx,
CFX96 Dx, cobas z 480 n QuantStudio 5 Dx.

KoHTponbT 3a B3emaHe Ha annMKBOTHM YacTu, cbeTaBeH oT RNase P, ce oTkpuBa B Xbntus
dnyopecueHTeH kaHan ¢ RGQ MDx 5plex HRM nnu BB donyopecueHtHaTa VIC/HEX ¢ ABI
7500 Fast Dx, CFX96 Dx, cobas z 480 u QuantStudio 5 Dx. Bcsika knuHMYHA anukBOTHA
YacT TpsbBa [f[a nokasBa KOHTPOMHO amnnudukaumsa Ha anukeoTHaTa 4acT. B
nonoxwutenHata koHtpona (PC) moxe pga ce Buau amnnudukaumsa Yellow Bbnpeku
OTCBbCTBMETO Ha YOBELIKM CcekBeHuun. B T03n cnyyam curHan B kaHan Yellow Ha
(PC)
dnyopecueHTeH curHan B kaHan Green moxe fa kbpeu B kaHan Yellow. BbTpeluHaTa

MONOXUTENHa KOHTpona mMoxe pa 6Obae npeHebperHaT, TbW KaTO CUMHUAT
koHTpona (IC) e BkntoyeH B SARS-CoV-2 Amp Primers. Ton ce oTkpuBa B KOHTpona 6e3
etanoH (NTC), koHTpona ©6e3 wussnuyaHe (NEC), nonoxwutenHata koHTpona (PC) u
KMUHWYHUTE anukBOTHM YacTun ¢ dnyopecueHTeH kaHan Red ¢ RGQ MDx 5plex HRM wnu
BbB dhnyopecueHTHUA kaHan Cy5/ATTO647N c ABI 7500 Fast Dx, CFX96 Dx, cobas z 480
n QuantStudio 5 Dx. 3a pga Obaoe BanuaoHo u3NbhHeHuMeTo Ha real-time RT-PCR,
nonoxutenHute koHTponu (Positive Control, PC), koHTponuTe 6e3 etanoH (No Template
Control, NTC) u koHTponute 6e3 ekctpakumsi (No Extraction Control, NEC) TpsibBa ga
paboTsT, KakTo € nokasaHo B Tabnuua 22 n Tabnuua 23.

Ta6bnuua 22. U3nbnHeHWe Ha KpUTEPUU 32 BanuaupaHe U MHTepnpeTupaHe Ha pesyntatuTte 3a RGQ MDx
5plex HRM

KoHnTpona OTKkpuBaHe B OTKpuBaHe B OTKkpuBaHe B WHTepnpeTauus
kaHan Green kaHan Yellow kaHan Red
Ct < 38,00 MHandepeHTHO WnondepentHo  PC e BanugHa.
MonoxuTenHa koHTpona (PC
P (PC) ct> 38,00 unu T 1 PC e HeBanuaHa.
6e3 Ct
KouTpona 6e3 etanon (NTC)  Ct>38,00umm  Ct> 35,00 nm Oa NTC/NEC e
wnu 6e3 Ct Ges Ct BanuaHa.
KoHTpona 6e3 usenuuyaHe Beuuki pyr KOMBUHALIM C NTC/NEC e
(NEC) avnnudukaums B Green unu Yellow HANDepeHTHO  epanmpya.
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Ta6bnuua 23. U3anbnHeHWe Ha KPUTEPUU 32 BanuaupaHe U HTepnpeTupaHe Ha pesyntatuTe 3a ABI 7500 Fast
Dx, CFX96 Dx, cobas z 480 n QuantStudio 5 Dx real-time RT-PCR

KoHTpona OTkpuBaHe B OTkpuBaHe B OTkpuBaHe B WHTepnpeTauus
ouBeTUTEN ouBeTuTen ouBeTuTen
FAM* VIC/HEX* Cy5/ATTO647N*
Ct < 39,00 MHandepeHTHO MHandepeHTHO PC e BanugHa.
NonoxutenHa koHTpona
(PC) Ct > 39,00 nnu VHaudbepeHTHo  UHaMGepeHTHO PC e HesanuaHa.
6e3 Ct
Ct > 39,00 unn Ct > 35,00 nnn NTC/NEC e
KoHTpona 6e3 etanoH 6e3 Ct 6e3 Ct fa BanuaHa
(NTC) unun :
Bewyku apyrv kom6uHaumm ¢
KoHTpona 6e3 NTC/NEC e
usnuuase (NEC) amnnudukaumsa BbB FAM nnn MHandepeHTHO EEETEE

VIC/HEX

3a pgace Banungupat TeCTBaHUTe ariMKBOTHU YacCTu, anMKBOTHUTE 4YacTu TPHGBa na 6boat

amMnnnduunpaHn n OTKPpUTK cnopes o4YakBaHusaTa.

Ta6bnuua 24. MpumepHU KpUTEpUK 3a BaNUMAHOCT U UHTepnpeTauunsa Ha pesyntatuTte 3a RGQ MDx 5plex HRM

OTKpuBaHe B

OTKpuBaHe B

OTKpuBaHe B

WHTepnpeTauus

kaHan Green kaHan Yellow kaHan Red
Ct < 38,00 MHONDepeHTHO  VHAMEEPEHTHO QRVX(BOTHaTa YyacT e nonoxutenHa 3a SARS-CoV-2
Ct > 38,00 unun AnvkeoTHaTa yact e otpuuatenHa, SARS-CoV-2 RNA
Gea Ct Ct < 35,00 MHavdepeHTHo He & oTKpHTa.
Ct>3800mmm  Ct> 35,00 umm HeBanuaHa anvkBoTHa YacT. Hsama unu He e oTkput
6e3 Ct 6e3 Ct Oa [ocTaTb4YyHO YoBeLlku MaTepuan. U3vckea ce
NMOBTOPHO B3eMaHe Ha anunKBoTHa YacT.
HeBanugHa anukBoTHa 4act. Peakuyusita real-time RT-
Ct > 38,00 unun Ct > 35,00 unn He PCR @ MHXHB1paHa.

6e3 Ct

6e3 Ct

M3ucksa ce NOBTOPEH TECT.

Ta6bnuua 25. Kputepuu 3a BanuampaHe v MHTepripeTUpaHe Ha pe3ynTaTuTe Ha anNMKBOTHA 4acT 3a anapaTute
3a real-time RT-PCR ABI 7500 Fast Dx, CFX96 Dx, cobas z 480, n QuantStudio 5 Dx.

OTKpuBaHe B OTKpuBaHe B OTKkpuBaHe B WHTepnpeTauus
ouBeTuTen ouBeTuTen ouBeTUTen
FAM* VIC/HEX* Cy5/ATTO647N*
Ct < 39,00 VHnondepeHTtHo  NHaudepeHTHO  AnvKBOTHaTa 4acT € NOnoXuTenHa.
Ct > 39,00 unu AnvkBoTHaTa yact e otpuuarenHa, SARS-CoV-2 He e
6ea Ct Ct < 35,00 MHavdepeHTHO OTHPMT.
Ct>3000wm  Ct>3500mm  p. arepnan. Wanckaa oo nostopo seemane o
6e3 Ct 6e3 Ct puar. P
anvKBOTHa 4acT.
Ct > 39.00 v Ct > 35.00 v HeBanugHa anukBoTHa 4act. Peakuyusita real-time RT-
! ’ He PCR ce nHxubupa.

6e3 Ct
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6e3 Ct

M3ucksa ce NOBTOPEH TECT.
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OrpaHnyeHns

e Cawmo 3a guarHocTvka uHeumpo.

® PesyntaTtute oT artus SARS-CoV-2 Prep&Amp UM Kit He ca npegHasHaveHu da ce
13non3eart KaTo eQUHCTBEHA OCHOBA 3a AMarHOCTWKa, NeYeHne nnv Apyru pelueHns 3a
ynpaBsrneHve Ha nauveHTta. OTpuuaTtenHuTe pesyntaTy He U3KIoYBaT MHEeKUMATa CbC
SARS-CoV-2 1 He TpsibBa ga 6baaT eaMHCTBEHATa OCHOBA 3a pPeLUeHne Ha naumeHTa
3a fleyeHue.

® [lpoaykTbT TpsAbBa Aa ce n3nonasa OT NepcoHarn, cneumanHo MHCTPYKTUPaH 1 obyyeH B
npouenypvTte 3a UHBUMPO ANAarHOCTUKa.

® CTpUKTHO crnasBaHe Ha PbKOBOACTBOTO 3a noTpebutena Ha real-time RT-PCR
nnatgopmara (Rotor-Gene Q 5-plex HRM MDx, ABI 7500 Fast Dx, CFX96 Dx, cobas z
480 nnn QuantStudio 5 Dx) e Heobxoammo 3a onTuManHu pesynrtatu ot PCR.

® Tpsabea Oa ce npoBepsiBaT AaTUTE HA U3TUYAHE Ha CPOKOBETE Ha FOAHOCT, OTrneYaTaHn
Ha orakoBKaTa M €TUKETUTE Ha BCUYKM KOMMOHEHTU. He n3nonasante KOMMOHEHTU C
N3TEKbIT CPOK Ha FOAHOCT.

® FEdeKTMBHOCTTa Ha TO3M TECT HE € yCTaHOBeHa 3a NMpobu OT CrHKa OT nauneHTn 6e3
Npr3HaLy 1 CUMNTOMU Ha pecnupaTopHa MHAEKLUS.

® 3a pa ce usberHe pvCKbT OT hanwmBo oTpuuaTeneH pes3yntaTt B Criydal Ha HUCKO
NONOXUTENHA KIWHWYHA anuMKBOTHA YacT, koraTo ce HabnwogaBaT crien OT KPbB B
enpyBseTkaTa, ToBa TpsibBa Aa ce 3anvLle 1 ako anukKBOTHaTa YacT BbpHEe oTpuLaTeneH
pesynTaTt npu usnonssaHe Ha artus SARS-CoV-2 Prep&Amp UM Kit, anvksoTHaTa yact
TpsibBa Aa 6bae cbbpaHa OTHOBO OT MaumeHTa u TpsibBa Aa 6bae TecTBaHa OTHOBO C
artus SARS-CoV-2 Prep&Amp UM Kit.
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PaboTHM XxapakTepucTukm

AHanUTM4yHa YyBCTBUTENHOCT (rpaHMLa Ha OTKpUBaHe)

AHanutnyHaTa 4YyBCTBUTENHOCT (MMM rpaHuuaTa Ha OTKpuBaHe) ce onpenensi kato Han-
HMUCKaTa KOHLEHTpauusi, npu kosito =95% OT TecTBaHUTE anuKBOTHWM 4YacTu reHepupaTt
nonoxuteneH curHan. LoD ce oueHsABa 4pe3 aHanu3 Ha CEepuHW paspexpaHvs Ha
oTpuuaTenHM HasodapuHreanHu anuKBOTHU YacTU U BTEYHEHW arnvKBOTHWM Yactu OT
HepaspeeHa CritoHKa, MPUrOTBEHW C BUCOKO TUTBPHM 3anacu OT MHaKTUBMPaHW BUPYCHM
yacTMuM, MomyyeHn OT TbProBckWM focTaeumum (ZeptoMetrix®). 3a Bcska npoba Gsixa
M3Mon3BaHn ABe rpynn anukBOTHM YacTu 3a ekcnepumenTute ¢ LoD. 3a ga ce notBbpam
ycTaHoBeHaTa KoHueHTpauus Ha LoD, npoueHTbT Ha OTKpMBaHe Ha BCUYKM penmnukati
TpabBa fa 6vae =95% (noHe 19/20 pennuvkarta TpabBa ga reHepupaT MOMOXWUTENEH

curHan).

KoHueHTpauusita Ha LoD ce npoBepsiBa Bbpxy HasodapuHreanHu npobu u npobu ot
HepaspeeHa critoHKka Ha 3asBeHuTe real-time RT-PCR nnatgopmun (RGQ MDx, ABI 7500
Fast Dx, CFX96 Dx, QuantStudio 5 Dx u cobas z 480).

HaszanHu, opodapuHreanHu n HazodapuHreanHn anmMkBOTHN YacTu

LoD e 3asBeH npu 950 cp/mL 3a RGQ MDx, ABI 7500 Fast Dx, CFX96 Dx 1 QuantStudio 5
Dx 1 475 cp/mL 3a cobas z 480 (Bux Tabnmua 26)

HepaspeneHu annkBOTHM YacTu OT COHKA

LoD e 3asBeH npu 950 cp/mL 3a RGQ MDx 1 1200 cp/mL 3a ABI 7500 Fast Dx, cobas z
480, QuantStudio 5 Dx n CFX96 Dx (Bux Tabnuua 26).
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Tabnuua 26. O606weHn pe3ynTaTtu 3a LoD 3a Bcsaka nnatdgopma c real-time RT-PCR

Mnartdopma Tun npo6a LoD npoBepeHa (cp/mL)
RGQ MDx NPS 950
Hepa3spegneHa cntoHka 950
ABI 7500 Fast Dx NPS 950
HepaspegeHa cnioHka 1200
QuantStudio5 Dx NPS 950
HepaspepneHa cnioHka 1200
cobas z 480 NPS 475
HepaspegneHa cntoHka 1200
CFX96 Dx NPS 950
HepaspepeHa cntoHka 1200

AHanMTU4YHM n3cneaBaHns Ha cneumUYHOCTTa (MHKNY3MBHOCT
N eKCKMy3UBHOCT/KPBbCTOCaHa PEaKTUBHOCT)

WHKy3MBHOCT

WHknyamBHocTTa Ha artus SARS-CoV-2 Amp Primers n Probes e oueHeHO C KOMMHoMbpPeH
aHanm3 Ha cekBeHUuM, HannyHK B 6asaTta gaHHn Ha GISAID (www.gisaid.org). O6wo 722 488
cekBeHUMM (HannyHu Ha 23.03.2021 r.) 6sixa aHanmavpanu Ha COVID CG (https://covidcg.org),
ponbrnHeHn ¢ meTagjaHHu Ha GISAID. CekBeHuuute 6s51xa nogpaBHEHU C pedepeHTHaTa
nocnepoatenHocT Ha WIV04 (100% uaeHTtuuHa ¢ Wuhan-Hu-1/NC_045512.2, ¢ nskniodeHue
Ha ObIpKMHATa Ha Monu-A onallkata) U eQuHUYHWUTE HykneoTuaHu Bapuaumm (SNVs) Gsxa
aHanuaupaHu B reHoMHaTta obnacT, HacoueHa OT npaiMepuTe U coHauTe Ha artus SARS-CoV-2
Prep&Amp UM Kit Primers n Probes. PasnpoctpaHeHneto Ha waeHTudunumpaHute SNVs
octaBa noz 1%, KaKTo 1 YyecToTaTa Ha CbMbTCTBALLMTE MyTauun. Havalwe SNV, pa3nonoxeH B
nocriegHute 1 0o 3 HykneoTuaa OT kpas 3’ B CbOTBETHUTE ONUIOHYKNEoTUAM, KOETO Ce OYaKea
[a noenusie Ha NnpomsBoauTenHocTTa. Cunta ce, Ye artus SARS-CoV-2 Prep&Amp UM Kit moxe

na otkpue 100% oT nybrnmKyBaHUTE CEKBEHLIMN.
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EKCKny3MBHOCT/KpbCTOCaHa peakTMBHOCT

KomnwombpeH aHanuns

EkcknyauBHocTTa Ha artus SARS-CoV-2 Amp Primers 1 Probes e oueHeHa ¢ kommiombpeH
aHanu3 Ha CekBeHUMU, CbXpaHsBaHu B 6aHkaTa gaHHu Ha NCBI. KommombpHusm aHanm3
nokasa, 4Ye HsKOW OT TecTBaHUTe naTtoreHu mMaTt noseye oT 80% xomororvs ¢ eauMH oT
npanmepute unn conante Ha artus SARS-CoV-2. Cpep 1ax ca Candida albicans, SARS-
CoV-1, Streptococcus pyogenes n Streptococcus salivarius. Pseudomonas aeruginosa ima
no-manko oT 80% xomonorus ¢ eanH OT Npanmepute/coHanTe oT aHanu3a 3a SARS-CoV-
2. Bvnpeku ToBa, npanimepuTe n coHauTe Ha artus SARS-CoV-2 Amp Primers n Probes He
nokaseaTt Bb3MOXHO amnnuduumpaHe ¢ pa3nuyHMTE CEKBEHLIMU, CbXpaHsiBaHu B 6asaTa
naHHu nr/nt Ha NCBI.

O6wo 36 GakTtepuanHu, BUPYCHM M MbOMYHKM Wwama (Tabnuua 27) ca aHanuM3npaHu ypes
PCR cumynaums Ha KoMiombp C OrpaHnyeH NoTeHumaneH pasmep Ha amnnunkoH ot 500 bp.
MaToreHHUTE cekBeHUUM ca cbOpaHn oT 6asata gaHHM NCBI, HO HMKOI OT Te3n naToreHu
He nokasBa amnnudukauma nNpu KomMmombpeH aHanua. Tabnuua 27 nokassa cnucbka C
naToreHun, TECTBaHW C KOMMIOTbPEH aHanma.

Ta6bnuua 27. CnucbK € NaToreHn, TeCTBaHU C KOMIMIOMbPEH aHanu3.

PesynTtatu ot komniombpeH

MaTtoreHu Wam/Tun TakcoHomuueH ID awanu3 na PCR

ApnenoBupyc Tin 3 Tun 3 45659 Hsama cbBnageHue
ApeHoBupyc Tvin 4 Twn 4 28280 Hsiva cbBnageHve
ApeHoBupyc Tin 5 Tun 5 28285 Hsama cbBnageHue
ApneHosupyc Tin 7A Tun 7A 85755 Hsima cbBnageHue
ApneHosupyc tin 14 Twun 14 10521 Hsima cbBnageHue
ApnenoBupyc Tvn 31 Tun 31 10529 Hsawma cvBnageHve
Bordetella pertussis A639 520 Hsama cbBnageHue
Candida albicans sé?s%? 4 5476 ::mmi‘b‘l’fk'gi’;(:i
Chlamydia pneumoniae QI_V\>/VL_—1%239 115713 Hsma cbBnageHue
EHTepoBupyc Tun 68 42789 Hsama cvBnageHve

* CbOTBETCTBMETO Ha NOCnefoBaTenHocTTa ¢ eAvH OT npaimMepute/coHanTe nokassa < 80% xomonorus.

T CboTBETCTBMETO Ha NocriefoBaTENHOCTTa C eAMH OT NpanMepuTe/coHanTe nokasea = 80% XOMOonorus.
(npoabMkaBa Ha cneaBalaTa cTpaHuLa)
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Ta6bnuua 27. (MpoabmkaBa oT NpeaxoaHaTa cTpaHuua)

Pe3yJ1TaTVI OT KOMMIOMbPEH

MNarorexnu LWam/Tun TakcoHomuueH ID awanu3z na PCR
Haemophilus influenzae KW20 727 Hsama cbBnageHue
YoBeLUKN KOPOHABMPYC 229E 11137 Hama cbBnageHve
YoBeLlkn KopoHaBupyc NL63 277944 Hsama cbBnageHve
YoBeLUku KOpoHaBUpYyC HKU-1 290028 Hsama ceBnageHve
Yosewwku kopoHaBupyc OC43 0C43 31631 Hsawma cvBnageHve
YoBeLUKN KOPOHABMPYC MERS-CoV 1335626 Hama cbBnageHve
YoBeLlkn MeTanHeBMOBMPYC Henpunoxumo 162145 Hsma cbBnapeHve
Mpun A H1N1 114727 Hsiva cbBnageHve
Mpun A H3N2 119210 Hsama cbBnageHue
Mpun B Henpunoxvmo 11520 Hama cbBnageHve
Mycoplasma pneumoniae MF1|_2|9 272634 Hsma cbBnapeHve
Maparpunen Bupyc Tun 1 12730 Hsama cvBnageHve
MaparpuneH Bupyc Tun 2 2560525 Hsawma cvBnageHve
MaparpuneH Bupyc Tun 3 11216 Hama cbBnageHve
MaparpuneH Bupyc Tun 4 2560526 Hsma cbBnageHve
Pneumocystis jirovecii RU7 42068 Hsama cvBnageHve
Pseudomonas aeruginosa PAO1 287 zsrﬁml;’;'golﬁf‘:?
PecnupatopeH cuHumtnaneH supyc  Tun A (RSV-A) 208893 Hsama cbBnageHve
PecnupatopeH cuHumTnaneH supyc  Tun B (RSV-B) 208895 Hawma cbvBnageHve
PvHoBupyc Tvn A 147711 Hsama cvBnageHve
PuHoBwupyc Tun B 147712 Hsima cbBnageHue
SARS-kopoHaBupyc Tor2 694009 stsmﬂ;jraoﬂ';?
Staphylococcus epidermidis Henpunoxvmo 1282 Hsawma cvBnageHve
Streptococcus pyogenes Henpunoxumo 1314 ;ir:rﬁmzﬁraolj;:?
o ATCC® BAA- Hsima Bb3mMoXxHa
Streptococcus salivarius 1024D-5 1304 amnnucpmkaLmst
CCHSS3
Streptococcus pneumoniae AJ&%?%%%%Q 1313 Hsawma cvBnageHve

* CbOTBETCTBMETO Ha NOCnefoBaTenHocTTa ¢ eAvH OT npaimMepute/coHanTe nokassa < 80% xomonorus.

T CboTBETCTBMETO Ha NocriefoBaTENHOCTTa C eAMH OT NpanMepuTe/coHanTe nokassa = 80% XOMOonorus.
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WHeumpo aHanus

KpbcTocaHaTa peakTVBHOCT € MNpoBepeHa UHeUMPO C naToreHn, nokassawy = 80%
xomonorus cbc SARS-CoV-2 Amp Primers B KOMNIOTbPHUSA aHanu3. ANMKBOTHUTE YacTu
65xa NpuroTBeHn ypes AobaBsiHe Ha MOTEHUMANHO KPbCTOCAHO PeakTUBHW OpraHvM3Mu B
maTpuuaTta Ha HasodapuHreanHusi TamnoH npu 108 cp/mL, ¢ nskniouyeHne Ha SARS-CoV-1,
KonTo Gelue TecTBaH HepaspedeH CbINacHoO npenopbkaTta Ha AocTaByMka. HUTO eaumH ot
Te3n NaToreHn He NokasBa KPpbCTOCaHa PEaKTUBHOCT UHBUMPO.

MwukpobHaTa Hameca Ha artus SARS-CoV-2 Prep&Amp UM Kit aHan13 e oueHeHa uHeUMPO
BbPXY NaHen oT npenopbyanu natoreHn (Tabnuua 28). ANMKBOTHUTE YacTu Gsixa NPUroTBEHN
Yypes gobaBsiHe Ha MakcuMym 5 naToreHa - npu 105 TCID50/mL 3a BupycHU MueHn, 108
cp/mL 3a 6akTepuanHu 1 reOUYHM MULLEHN, U NMPU Bb3MOXHO Hali -BMCOKaTa KOHLEHTpaLus
Bb3 OCHOBa Ha OCHOBHAaTa KOHLUEHTpauusi - B OTpULATENHMU Ha3odapuHrearnHu TamroHu,
HabpaHu npu 2,87 x LoD ¢ uHaktvBmpaHu Yactuum SARS-CoV-2 (Zeptometrix). MaHenuTe
NATtrol™ n SARS-CoV-1 6sixa fobGaBeHU OUPEKTHO C WHAKTMBMPAHW BUPYCHU YacTvum
SARS-CoV-2 (Zeptometrix) npn 2,87 x LoD. Pesyntatute 3a Bceku rpyna OoT TeCTBaHu
MWKPOOPraHn3mMmn N CbOTBETHUTE KOHLIEHTPaLMK ca 0600LLEHM No -aony.

Tabnuua 28 nokassa Cnvcbka Ha TECTBAHUTE NaTOreHn Npu MUKPoBHa MHTepdepeHLs.

Ta6nuua 28. CNMCHK Ha UHEUMPO TECTBAHN NaTOreHN NPU MUKPOGHa HTepdepeHLms.

ID Ha
reyna/lD na MukpoopraHusbm N3TO4YHMK Kpanria EpvHuua Pesynrart
anuKBOTHa KOHLieHTpauus
yact
Zeptometrix

SARS-CoV-2 (NATSARS(COV2)-ERC) 2.72E+03 cp/mL

Yos.eLukn ’

KOpOHABNPYC 229E Zeptometrix (0810229CFHI) 1.43E+05 TCID50/mL

YoseLwku ; Hama
Mpyna 1 KopoHaBupyc OC43 Zeptometrix (0810024CFHI)  5.86E+04 TCID50/mL WHTepepeHLIS

Yos.eLukn ’

xoporasupyc NL63 Zeptometrix (0810228CFHI) 2.84E+04 TCID50/mL

ApexoBupyc T3 Zeptometrix (0810016CFHI) 1.43E+05 TCID50/mL

Maparpunen supyc 1 Zeptometrix (0810014CFHI) 9.14E+06 TCID50/mL

Zeptometrix

SARS-CoV-2 (NATSARS(COV2)-ERC) 2.72E+03 cp/mL Hama
lpyna 2 ApeHosupyc T31 Zeptometrix (0810073CFHI) 1.67E+04 TCID50/mL  uHTepdhepeHuus

MaparpuneH Bupyc 2 Zeptometrix (0810015CFHI) 4.29E+04 TCID50/mL

pun B .

Florida/02/2006 Zeptometrix (0810037CFHI) 1.43E+05 TCID50/mL

PuHoBupyc T 1A Zeptometrix

(0810012CFNHI) 2.86E+04 TCID50/mL

(npoabnkaBa Ha crieABalyarTa cTpaHuua)
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Ta6bnuua 28 (npoabMmkaBa OT NpeAxoAHaTa cTpaHuua)

ID Ha
rpyna/lD va MukpoopraHmsbm  U3TOYHUK Kpaitna EanHuua Pesynrart
anuKBOTHA KOHLeHTpaums
yacT
Zeptometrix
SARS-CoV-2 (NATSARS(COV2)-ERC) 2.72E+03 cp/mL
MaparpuneH Bupyc T3 Zeptometrix (0810016CFHI) 1.43E+07 TCID50/mL
Haemophilus ATCC (51907D-5) 1.00E+06 CFU/mL
influenzae Hsama
lpyna3 VHTEpdEpeHLMs
ShiEeEnrEs ATCC (700669DQ) 3.30E+06 CFU/mL
pneumoniae
Candida albicans Zeptometrix (0801504DNA) 1.00E+06 CFU/mL
Staphylococcus
e ATCC (12228DQ) 4.60E+06 CFU/mL
Zeptometrix
SARS-CoV-2 (NATSARS(COV2)-ERC) 2.73E+03 cp/mL
Aperosupyc T7A Zeptometrix (0810021CFHI) 1.02E+06 TCID50/mL
Fovna 4 St;epé‘r’lg‘;“”s ATCC (700294DQ) 1.00E+07 CFU/mL Hama
Py pyog UHTEpPdEPEHLUS
Mycoplasma "
preumoniae Zeptometrix (0801579DNA) 1.00E+08 CFU/mL
Pseudomonas ATCC (47085DQ) 1.00E+07 CFU/mL
aeruginosa
Zeptometrix
SARS-CoV-2 (NATSARS(COV2)-ERC) 2.72E+03 cp/mL
PecnupartopeH
cuHUmMTManeH Bupyc Zeptometrix (0810482CFHI) 7.14E+04 TCID50/mL
RSVA Hema
lpyna 5 pun A H1N1 nHTEpdEpPEHLMs
e Zeptometrix (0810165CFHI) 1.43E+04 TCID50/mL
California
g”Te’mB“pyc ™68 e stometrix (0810300CFHI)  1.43E+05  TCID50/mL
CHOBHa rpyna
ApeHosupyc T14 Zeptometrix (0810108CFHI) 2.86E+04 TCID50/mL
Zeptometrix
SARS-CoV-2 (NATSARS(COV2)-ERC) 2.73E+03 cp/mL
MERS-kopoHaBupyc Zeptometrix (0810575CFHI) 1.43E+04 TCID50/mL
ApexoBupyc T4 Zeptometrix (0810070CFHI) 1.43E+05 TCID50/mL
'pyna 6 Yos.eLukn l/IHTep';?elv:)aeHLl,Vlﬂ
meTanHesmoBupyc  Zeptometrix (0810156CFHI) 7.14E+03 TCID50/mL
(hMPV) Tun B
PecnupartopeH
cuHUmMTManeH Bupyc Zeptometrix (0810040CFHI) 1.43E+03 TCID50/mL

Tun B (RSV-B)

(npoabmkaBa Ha creaBawara cTpaHuua)
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Ta6bnuua 28 (npoabMmkaBa OT NpeAxoAHaTa cTpaHuua)

ID Ha
rpynallD Ha MukpoopraHusbm N3TOYHMK Kpaitna EavHuua PesynTart
anuKBOTHA KOHLeHTpauums
yact
Zeptometrix
SARS-CoV-2 (NATSARS(COV 2.73E+03 cp/mL
2)-ERC)
AneHosupyc T5 éesﬂtgg‘zeég’;m) 6.43E+05 TCID50/mL
Mpyna 7 Zeptometrix Hama
MaparpuneH Bupyc 4B (0810060BCFHI) 7.14E+04 TCID50/mL  uHTepdepeHumns
Fpun A H3N2 Zeptometrix
Switzerland/9715293/13  (0810511CFHI) ~ 286E+04 TElRETE
Streptococcus salivarius (Zg KK)_ TSEZE-S) 1.00E+06 CFU/mL
Zeptometrix
SARS-CoV-2 (NATSARS 2.73E+03 cp/mL
(COV2)-ERC)
NATrol Panel RP1 (rpun
A H3N2 (Brisbane/10/07),
rpun A H1N1 (NY/02/2009),
puHoswpyc (tun 1A), Hama
pyna 8 Adenovirus T3, naparpuneH VHTepchepeHLMs!
Bupyc T1, naparpuneH Zeptometrix HemssecTHo®  Henpunoxumo
Bupyc T4, (MDZ001)
mMeTanHeBMoBMpyc (Peru 6-
2003) C. pneumoniae
(CWL-029), M. pneumoniae
(M129), Kokcakusupyc (Tvn
A1)
Zeptometrix
SARS-CoV-2 (NATSARS(COV 2.73E+03 cp/mL
2)-ERC)
NATrol Panel RP2 (rpun A
H1 (New Caledonia/20/99),
rpun B (Florida/02/06), Hama
Fpyna 9 RSV-A, naparpuneH Brpyc WHTEphepeHLs
T2, naparpuneH Bupyc T3,  Zeptometrix HeuagecTHo*  Henpunoxumo
kopoHavpyc HKU (MDZ001)
PEKOMOUHAHT,
kopoHaBypycu (OC43,
NL63, 229E), Bordetella
pertussis (A639))
Zeptometrix
SARS-CoV-2 (NATSARS(COV 2.73E+03 cp/mL
lpyna 10 2)-ERC) Hsima
. nHTEpdEpPEHLMs
SARS-CoV-1 Zeptometrix HeussectHo*  Henpwunoxumo

(NATSARS-ST)

* KoHUeHTpauusita He e cbobLLyeHa OT JocTaBymKa.
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NHTepdepupalum BewecTasa

ANVKBOTHM YacTW OT Ha3aneH, opodapuHrearneH 1 HasodbapuHreaneH TaMnoH

EdbektbT Ha npegnonaraemuTe uHTEpdepupallm BellecTBa (3a BellecTBaTa, M3OPOeHM B
Tabnuua 29) e oueHeH BbpXY Npoun3BoamTenHocTTa Ha artus SARS-CoV-2 Prep&Amp UM Kit.
TecToBeTe 6sxa nposeAeHn B 3 rpyny oTpuLaTenHu HasodapuHreanHn Tammnony n B 3 nyna
NONOXUTENHM Has3odapuHreanHn TamnoHu, HabpasaeHun npu 4 x LoD ¢ uvHakTUBUpaHu
BUPYCHN 4Yactnum SARS-CoV-2 (Zeptometrix). ExkcnepumeHtute 6sxa npoBedeHV Ha
nnatgpopmata RGQ MDx 5plex HRM (Ha 4 anapata) oT 1 onepatop ¢ 1 nunoteH Habop.

Beska rpyna ce pasgens Ha 2, 3a ga ce TecTBa WM MHTepdepupaLloTo BeLLecTBO,
pa3TBOPEHO B pa3TBOPUTEN (aNMKBOTHA YacT 3a TECT), Uin caMo Pas3TBOPUTENS (KOHTPOSHa
anuKBOTHa 4acT). M3BbpLIEHO € CpaBHeHWe Mexay TecToBaTa anukBOTHa 4acT W
CBbOTBETHWTE M KOHTPOMU MO MPOLEHTU Ha CbBNadeHne BbB hriyopecueHTHM kaHanu Green
n Red. MNpu nunca Ha nHTepdepeHUns, TecToBaTa anuKBOTHA 4YacT U CbOTBETHUTE N
KOHTPON MMaT e4HaKbB NPOLIEHT Ha CbBNageHue.

Tabnuua 29 nokasea, 4Ye HATO eOQHO OT TeCTBaHWTE BELLEeCTBa He npeyn Ha paboTarta Ha
artus SARS-CoV-2 Prep&Amp UM Kit BbB donyopecLeHTeH kaHan Green.

Ta6nuua 29. CnucbK Ha MHTepdepupaluy BewecTsa U NPOLEHTU Ha CbBNaaeHue, NonyyYeHu ot kaHan Green.

MpoueHTu Ha
cbBnageHue npu

MpoueHTH Ha
cbBnageHue npu

WnTepdepupaiin DYHKUMNA Tecrosa oTpuuareneH nonoxwuTteneH (4 x LoD)
BellecTBa KOHLeHTpauus
HasodpapuHreaneH HasocpapuHreaneH
TaMMoH TamnoH

CucteMHn Hsima nHTepdepeHumns Hama nHTtepdepeHuns

TobpamuumH aHTUBMOTULN 1 mg/mL 0/15 1515
HasaneH

MynumpoumnH aHTUBUOTUYEH 6,6 mg/mL Hena MHT;gcsbepeHuMﬂ Hrna MH::?gepeHum
mexnem

Fluticasone HasaneH 5% (vIv) Hama nHTtepdepeHuns Hsma nHtepdepeHums
KOpTUKOCTEpOUA 0/15 15/15

MeHTon OpaneH

(Tabnetku 3a aHecTeTuK 1 0,5 mg/mL SLEE mm{;gcsbepeuum SLEE MHIZ?ﬁ;epeHum

rbpro) aHanreTuk

Oxymetazoline HasaneH cnpen 10% (v/v) Hema ukTepdbepenLia Hema uTepdepenLis

0/15

15/15

Mpoabsikaea Ha creadsalyara cTpaHula
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Ta6nuua 29 (npoabMkKaBa OT NpeAxoAHaTa cCTpaHMLUA)

MpoueHTu Ha
cbBnageHue npu

MpoueHTn Ha cbBNageHue

UHTepdepupalum o TecTtoBa Npu NonoxuTeneH
YHKLMSA oTpuuareneH
BelwecTBa KOHLEeHTpaumsa (4 x LoD) HazodhapuHreaneH
HasodpapuHreaneH
TamnoH
TamnoH
AHTUBUPYCHO Hsma uHTepdepeHLms Hsima nHTepdepeHums
Ozsentamusmp 3,3 mg/mL 15/15
nekapcTBo
0/15
MyLmH HsiMa nHTepdepeHLms Hama uHTeppepenuna
15/15
(FoBexpa 2,5 mg/mL 0/15
nogyentocTHa
xnesa tun |-S)
Hsima nHTepdepeHumns
MbnHa KpbB 4% (vIv) IRETAE ST S

1/15* 15/15

* OTkpuTa e amnnudurkaumus, CboTBETHA Ha apTedakT.

HepaspeneHu annkBOTHM YacTu OT COHKA

EdektbT Ha ocemTe npepgnonaraemy uHTepdepupalim BellecTBa (3a BelyecTBaTta,
n3bpoern B Tabnuua 30) e oueHeH BbpXy Mpou3BoguTenHocTTa Ha artus SARS-CoV-2
Prep&Amp UM Kit. TecToBeTe ca M3BBLPLUEHN B €Ha rpyna oT oTpuuaTenHa HepaspeneHa
anuKBOTHA YacT OT CroHKa, pasgeneHa Ha ABe, 3a da Ce M3BbplaT ABe HuBa Ha
paspexaaHe: (1) oTpyuaTenHn HepaspeaeHy anvkBOTHU YaCTU OT CIIIOHKA, U (2) N3KyCTBEHMU
NONOXMTENHW HepaspedeHn anvMKBOTHM YacTu OT CrtoHKa (B3eTu ype3 gobassHe npu 3 X
LoD (3600 cp/mL) ¢ uHakTMBMpaHu BUPYCHU 4YacTuum Ha SARS-CoV-2 (Zeptometrix) B
oTpuuaTtenHarta rpyna). HepaspegeHute anukKBOTHW 4acTu OT CrIOHKa ca TecTBaHu Ha
nnatgopma cobas z 480 oT 3 onepatopu C eQuH KOMMNIIEKT, HANMYeH B TbproBckata Mpexa.

3a BCsAKO MHTEpdepupaLLo BeLLeCcTBO, pennukaTUTe Ha anukBOTHATa 4YacT ca pasgenexHu
Ha OBe, 3a Ja ce TecTBa Unu MHTepdepnpaLloTo BELECTBO, pa3peaeHo B pasTBopuTen
(TecToBa anuKBOTHa YacT), UK caMuAaT pa3TBopuTern (KoHTpona). M3BbpLueHo e cpaBHeHUe
Mexay TecToBaTa anvkBOTHA YacT U CbOTBETHUTE M KOHTPOMM MO NPOLEHTU Ha CbBNageHne
BbB doniyopecueHTHn kaHanu Green, Red u Yellow. MNpu nunca Ha wuHTepdepeHuus,
TecToBata anvKBOTHa 4YacT U CbOTBETHUTE WM KOHTPONMM WMMaT efHaKbB MpOLEHT Ha
CbBMnageHue.
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Mo oTHOLLEHME Ha Ka4yecTBEHMS aHanm3 (C'bCTOﬂHVIe Ha arnnkBOTHUTE qacm), ocemMTe TeCTBaHu

nHTEepdepmpalym BelecTsa (BukTe Table 30) He BnuasT Ha pedyntatute ot artus SARS-CoV-2

Prep&Amp UM Kit 3a nonoxuTenHu 1 oTpuuaTenHy anmkBoTHN YacTu OT CIKOHKa.

Tabnuua 30 nokasea, Ye HATO €4HO OT TECTBAHWUTE BELLECTBA He Npeyn Ha paboTarta Ha

artus SARS-CoV-2 Prep&Amp UM Kit BbB doriyopecLeHTeH kaHan Green.

Ta6nuua 30. CnMchbK Ha MHTepdepupalum BewecTBa U NPOLEHTU Ha CbBNaaeHue, nonyyYeHn ot kaHan Green.

*

WHTepdepupawo  PyHkuusa TecTtoBa MpoueHTn Ha MpoueHTH Ha
BelecTBo* KOHUEHTpauus  cbBnageHue npu cbBrnageHue npu
oTpuuaTenHu MONOXUTENHU
Hepa3speaeHu (3 mo 5x LoD)
anuKBOTHM YacTn Hepa3speaeHn
OT CrioHKa aNUKBOTHM YacTn
OT CINIOHKa
MbnHa KpbB EHOOreHHo BeLLecTBo: 1% viv Hsma Hsma
Yoseluka reHomHa OHK, MHTepdepeHLmna* UHTepdepeHLma*
NEeBKOLMUTH, 0/8 8/8
epuTpoLnTU
Altoids® BoH60HM 2% wiv Hava Hama
VHTEepdepeHL s MHTEepdepeHumns
0/8 8/8
AcnupuH MpoTnBoBBL3NANMTENHO 1% wiv Hama Hsama
neKkapcTBO nHTEpdepeHLns nHTEpdepeHLnst
0/8 8/8
Listerine® AHTMCENTUYHA BOAA 3a 1% viv Hsama Hama
ycra MHTepdepeHumns nHTepdepeHLmns
0/8 8/8
Ricola® BoHboHM 1% wiv Hama Hama
MHTEepdepeHLmns MHTEepdepeHumns
0/8 8/8
Colgate® Total SF M3bensala nacra 3a 0,1% wiv Hsama Hama
Whitening™ 3b6M VHTepdepeHums nHTepdepeHUmns
Toothpaste 0/8 8/8
Tussidane® Sirop  Cupon 3a cyxa 1% viv Hawa Hama
Kawnmua nHTepdepeHLns nHTEpdepeHLns
0/8 8/8
Pulmofluide® Cupon 3a BnaxHa 1% viv Hama Hava
Kawnuua VHTepdepeHums nHTepdepeHUmns
0/8 8/8

3a usnaTa kpbB ce Habnogasa cmylasall edekT 3a oTkpuaHe Ha IC B kaHan Red (10 — 40% oT nHxmbupaHeTo),
6e3 ToBa Jja NoBNMsie Ha BaNMAHOCTTa Ha anuksoTHaTa YacT. Ha kaHana Green, CbCTOAHWETO Ha anukBOTHaTa
4acT He e MOBMUSAIHO OT LUAnaTa KpbB, HO ce Habnogasa neko oTknoHeHune Ha Ct (cpeaHo 1,35 Ct no-kbcHO ¢
MbIIHA KPbB B CPABHEHME C KOHTPOMHAaTa anMKBOTHA YacT).
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3a pa ce n3berHe pyckbT OT hanlMBO OTpULATENEH pe3ynTaT Npu HUCKO MONOXMUTENHa KMUHUYHA
anukBoTHa 4acT, ako ce HabnogaBaT cneam OT KpbB B enpyBeTKaTa, ToBa TpsibBa [ia ce 3anuile 1 ako
anuKBOTHAaTa YacT BbpHe oTpuuaTeneH pesyntar npu uanonssaHe Ha arfus SARS-CoV-2 Prep&Amp
UM Kit, HepaspeaeHa cntoHka TpsibBa Aa ce cbbepe OTHOBO OT MaumeHTa 1 anvMkBoTHaTa YacT TpsibBa

Aa ce TectBa 0THOBO ¢ artus SARS-CoV-2 Prep&Amp UM Kit.

I'IpquBaHe 3a CTabunHOCT Ha anMKBOTHUTE YacTu

Mpoy4BaHeTO Ha CTabUNHOCTTa Ha anMKBOTHUTE YacTu Gelle U3BBbPLUEHO, 3a a Ce OLeHU
Bb30ENCTBMETO HA Pa3NIMYHUTE YCIOBUSI HA CbXPaHEHWE Ha alriMKBOTHUTE 4acTU BbPXY
KayeCTBEHUTE (aHanM3 Ha MPOLEHTUTE Ha CbBMAAEHWE) U KONUYECTBEHUTE (aHanm3 Ha
TeHaeHums Ha Ct) Ha HabopuTe 3a NnoaroToBka U amnnudumkaums Ha artus SARS-CoV-2 UM.
EkcnepumeHTUTE 6fiXa M3BBLPLUEHW 4Ype3 aHanu3 Ha [Be HvBa Ha paspexaaHe: (1)
OTpULATENTHN anMKBOTHU YacTu U (2) U3MUCIIEHN NONOXUTENHN aNUKBOTHM YaCTu, NOMyYeHN
ypes fobassAHe Ha MHaKTUBMPaHN BUpYcHU YacTtuum SARS-CoV-2 (Zeptometrix). 3a ga ce
NOoTBbPAM CTAabMMHOCTTa Ha anMKBOTHUTE YacTu (crntoHka n NPS), 6elue Heobxoaumo = 95%
OT pennukaTuTe Aa AaBaT e4uH U Cbly NPOLEHT Ha cbBrnageHune n TeHaeHums Ha Ct < 10%

oT BpemMeBaTa To4yka 0 3a BCAKO CbCTOSIHME Ha CTabunHoCT.

HaszanHu, opodapuHreanHu n HazodapuHreanHu anukBoOTHU YacTu:

OT pesyntaTute OT KayeCTBEHUS U KONMUYECTBEHUSI aHanus3, TeCTBaHWTe YCroBuUS 3a
CbXpaHEeHVEe Ha anuKBOTHW YacTU OT HasodapuHreaneH TaMMoOH He MOoBMMsIXa Ha
NPOLIEHTUTE Ha CbBNageHne (CbLOTO CbCTOSIHNE, YCTAHOBEHO CMOpe[ OYakBaHMATa) U He
JoBefoxa [0 3HaumMMma TeHaeHuus B Ct npu pesyntatute ot Habopa artus SARS-CoV-2
Prep&Amp UM Kit. Mo To3n HauuH paboTaTa Ha Habopa e cTabunHa BbMPEKM BCUYKK
PasnnyHN YCrioBUSI HA CbXPaHEHME Ha TECTBAHUTE alIMKBOTHU YacTu OT HasodapuHreaneH

TamnoH (BwxTe Tabnuua 31).

Tabnuua 31 nokassa ycnosudaTta 3a ctabunHocT Ha HaSOdI)apI/IHFeaﬂHMTe alIMKBOTHUTE

4Yactm
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Ta6nuua 31. YcnoBus 3a ctabunHocT Ha HazodhapuHreanHara anuMKBOTHa YacT.

YcnoBus TBbpAeHUe 3a CTaGUNHOCT Ha AaNUKBOTHUTE YacTn
FIT 3F/T

4°C(2°Cpo8-°C) 724

-70 °C 2 ceamuum

HepaspeneHu annkBOTHM YacTu OT CIOHKA

PasnuyHuTe TecTBaHM ycrnoBus Ha cTabunHocT ca n3bpoenun B Tabnvua 32. TectoBeTe 6sxa
NpoBeLEHN C NoMOoLLTa Ha 2 rpynu anukBoTHW Yactu. OTpuuaTtenHu anvkBOTHU YacTu OT
HepaspeneHa cntoHka u 3 x LoD (3600 cp/mL) oT naMmcneHy nonoXuUTeNHW anuKBOTHU

YacTn OT HepaspefeHa cnoHka 6sxa TecTBaHu ¢ nnatdopma ABI 7500 Fast Dx.

OT pesyntatute OT Ka4yeCTBEHUS M KONMUYECTBEHUSA aHanua, TeCTBaHWTE YCMOBUS 3a
CbXpaHeHne He NoBNMsXa Ha MPOLEHTUTE Ha CbBNageHne (CbLLOTO CbCTOSIHME, YCTAHOBEHO
cropef, ovakBaHusITa) U He [OBedoxa A0 3HauvMma TeHaeHums B Ct npu pesyntatute ot
Habopa artus SARS-CoV-2 Prep&Amp UM Kit. CnegoBaTenHo, paboTHUTE XapakTepucTuKku
Ha Habopa 6sxa cTabunHW BBNPEKN pasnnyHUTE YCIOBUS HA CbXPaHEHWe Ha TeCTBaHUTE

Hepa3peaeHn annMkBOTHU YacTu OT CItOHKa.

Tabnuua 32 nokassa ycnoBsuaTa 3a cTabunHocT Ha Hepa3peneHa CrtoHKa.

Ta6bnuua 32. YcnoBus 3a CTaBUNHOCT Ha anNnUKBOTHUTE YacTU OT Hepa3peAeHa CIlloHKa

YcnoBus TB'I:pﬂeHMe 3a CTaOMNHOCT Ha aNUKBOTHUTE
yactu

FIT 3ET

RT (18 °C p0 26 °C) 724

4°C (2°C po 8 °C) 724

KombuHupaHo ycnosue: (6 4 npu RT, kombuHupaHo ¢ 72 6h RT cnep toBa 724 npu 4 °C (2 o 8 °C) ncneg
4npu 4 °C (2 po 8 °C) kombuHupaHo ¢ 8 aum npu —20 °C  ToBa 7 aHn —20 °C (30 °C go -—15 °C)
(=30 °C po —15 °C))

—20 °C (=30 °C po -15 °C) 1 mece (30,5 gHu)
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lMpeuunsHocT

MNMpoyyBaHeTo Precision oueHsiBa Bb3NpoM3BOAMMOCTTa (efHa M Cblya anukBOTHA YacT ce
noBTaps MpW PasfuyHW uuknu 1 ycrosus: 5 auu, 3 Habopa naptuau, 3 onepartopa u
2 anaparta) 1 noBTopsAeMocTTa (efHa 1 Cblla anukBOTHa YacT ce NoBTaps B CbLUUSA LMK
n cbecTosHne). baxa nposedeHn TecToBe BbLPXY OTpPULATENHW HasodapuHreanHun
anuKBOTHM YacTW N OTpULATENHU HasodapuHreanHn anukBOTHU Yactu, HabpaHu npu 5 x
LoD Bbpxy RGQ MDx.

3a BCSKO HMBO Ha paspexpaHe Osaxa cbbpaHu 204 ToukM OT AaHHW. [aHHuTe 3a
NOBTOPSIEMOCT U Bb3NPOU3BOAMMOCT B5ixa M3MoN3BaHy 3a onpefensHe Ha CTaH4apTHOTO
oTknoHeHue (SD) n koedurumneHTa Ha Bapraums (%CV) 3a uenute Ha SARS-CoV-2 B kaHanu
Green, Yellow n Red. Tabnuua 33 nokassa, ye artus SARS-CoV-2 Prep&Amp UM Kit uma
o6wa npeuwmsHoct ot 0,63 SD (2,03 %CV) B kanan Green, 0,54 SD (2,22 %CV) B kaHan
Yellow n o1 1,28 SD (4,10 %CV) B kaHan Red.

Ta6bnuua 33. CTaHQapTHO OTKIIOHEHUe U KoedULUMeHT Ha Bapuauums Ha artus SARS-CoV-2 Prep&Amp UM Kit.

O6wo Mexay Mexpy Mexay Mexpy Mexpy B egHa
w AHWUTE  MapTUAUTEe onepaTopuTe WHCTPYMEHTUTE UUKNUTe  cepus

AnNUKBOTHMU
YacTu 1 KaHan CTaHAapTHO oTknoHeHue (SD)
3a oTKpUBaHe (KoedmumeHT Ha Bapuauums (% CV))
Sl;pSML‘aTeHeH 0,54 0,09 0,10 0,06 0,11 0,09 0,50
Kanan Yellow (2,22) (0,37) (0.42) (0,27) (0,47) (0,36) (2,05)
g;"s"'”aw“e” 1,15 0,0 0,55 0,00 0,12 0,39 0,92
Kanan Red (3.68) (0,00)0 (1,76) (0,00) (0,40) (1,26) (2,96)
[o6aseH NPS 0,63 0,18 0,31 0,00 0,08 0,00 0,51
Kanan Green (2,03) (0,59) (1,00) (0,00) (0,25) (0,00) (1,64)
[o6aseH NPS 0,47 0,13 0,24 0,05 0,18 0,00 0,33
Kanan Yellow (1,93) (0,53) (0,98) (0,20) (0,73) (0,00) (1,38)
[o6aseH NPS 1,28 0,12 0,58 0,11 0,00 0,49 1,02
Kanan Red (4,10) (0,37) (1,84) (0,34) (0,00) (1,57) (3,27)
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KNnHMYHM paboTHN XapakTepUCTUKN

HasodapuHreanHu TamnoHu

KnuHnyHute paboTHM xapakTepucTuku Ha aHanus artus SARS-CoV-2 UM Prep&Amp ce
OLeHsiBaT C MoMOLUTa Ha PeTpoCneKTUBHW MNpobu C HasodapuHreaneH TamnoH B

TpaHcnopTHa cpefa, cbeTosAwm ce oT 150 KNMUMHUYHM Npobu.

Bcuukm npobn 6saxa cbOpaHM OT MaumMeHTVM C MpusHauyM M CMMNTOMMU Ha MHdekumsa ¢
COVID-19 1 6axa cbxpaHsaBaHU 3aMmpa3seHn o ynotpeba.

KnuHunyHata Banugauus e n3sbplieHa Ha ABI 7500 Fast Dx. Tabnuua 34 otunta pabotata
Ha artus SARS-CoV-2 Prep&Amp UM Kit cnpssMo eTanoHHWs MeToa.

Ta6nuua 34. KnuHn4HM paboTHU XxapakTepucTukun Ha artus SARS-CoV-2 Prep&Amp UM Kit cnpsimo
eTanoHHUsi MeToA.

CbcTosiHMe Ha Bpon % Ha 95% OU % Ha 95% OU
anukKBOTHaTa MONOXUTENHU oTpuuaTenHu
vyacTt
MNonoxutenHu 52 98,1 89,9-99,7 1,9 -
(51/52) (1/52)
OTpuuatenHum 98 5,1 - 94,9
88,7-97,8
(5/98) (93/98)

HecboTBeTcTBaLLMTE pe3ynTaTi Bsixa OLEeHEHU No TPeT MEeToA 1 NMOBTOPHO aHanMaupaHu
¢ Tabnuua 3a HenpeasuaeHy cutyaumn. OBLwMTe pesynTaTi OT KIMHUYHOTO MpeacTaBsiHe
ca u3paseHN KaTo MPOLEHTHO CbBMafeHue Ha nonoxutenHute pesyntatu (PPA) u

NPOLEHTHO CbBNageHve Ha oTpuuartennute pesyntatm (NPA) n ca nokasaHm B Tabnuua 35.
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Ta6bnuua 35. KnuHnyHmn paboTHu xapaktepuctukm Ha artus SARS-CoV-2 Prep&Amp UM Kit cneag aHanus Ha

HeCcbOTBEeTCTBaLWM pe3ynrtaTtu.

CbCcTOosiHMe Ha Bpou % Ha 95% OnN % Ha 95% On

anuKBOTHaTa MONIOXMUTENHN oTpuuaTenHu

YyacTt

MonoxutenHn 52 98,1 89,9 -99,7 1,9 -
(51/52) (1/52)

OTpuuatenHu 98 51 - 94,9 88,7-97.8
(5/98) (93/98)

I'Io-,qony ca VI36pO€HI/I 4YacTrta OT aJlIMKBOTHUTEe 4acTun B Cblnacne un NnpoLeHTHOTO

CbBMafeHne Ha MOJIOXUTENHU U oTpuuaTenHu pesyntatu (cbotBeTHo PPA mn NPA) ¢

OYaKBaHUTE CTaTyCU Ha alIMKBOTHUTE YacCTu:

MpoueHTHO CbBNageHne Ha NONOXUTENHNTE
pesyntatu (Positive Percent Agreement, PPA):

[MpoueHTHO cbBnNageHne Ha oTpulaTenHuTe

51/52 = 98,1% (95% CI: 89,9% - 99,7%)

pesyntatu (Negative Percent Agreement, NPA): 93/98 = 94,9% (95% ClI: 88,6% - 97,8%)
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HasodapuHreanHu TamnoHun, BKNOYUTENHO aCUMNTOMaTUYHU UHOANBUON

KnuHnyHute paboTHM xapakTepucTuku Ha aHanus artus SARS-CoV-2 UM Prep&Amp ce
OLeHsiBaT C MoMOLUTa Ha PeTpoCneKTUBHW MNpobu C HasodapuHreaneH TamnoH B
TpaHcrnopTHa cpefa, cbeToswm ce oT 153 knuHUYHM nNpobu. Benyku npobu ca B3eTn OT

naumMeHT 6e3 cMMNTOMM UK APYr NPUYNHK Aa nogo3vpat nHgekumusa ¢ COVID-19.

KnunnyHata Banuaaums e n3sbplueHa Ha ABI 7500 Fast Dx. LLlectHageceT anukBOTHM YacTu
Osixa U3KMYeHN OT aHanu3 cnep TectBaHe ¢ artus SARS-CoV-2 Prep&Amp UM Kit nopaaun

HeBanuaeH cTaTyc crnope Kputepumte 3a BanuaHOCT Ha anukeBoTHaTa yacT (Tabnvua 23).

Tabnuua 36 otunTta pabotarta Ha artus SARS-CoV-2 Prep&Amp UM Kit cnpsiMo eTanoHHus
MeToZ, KOWTO Ce M3passBa KaTo NPOLEHTHO CbBMNAafeHWe Ha MOMoXUTeNnHuTe pesyntaTtu
(PPA) n npoueHTHO cbBnageHue Ha oTpuuatenHute pesyntat (NPA).

Ta6bnuua 36. KnuHn4yHmn paboTHM xapaktepucTuku Ha artus SARS-CoV-2 Prep&Amp UM Kit cnpsimo
eTanoHHus meTtoa

CbCcTosiHMe Ha Bpowu % Ha 95% OnN % Ha 95% On
anuKBOTHaTa YacT MONIOXMUTENHN oTpuuaTenHu
MNonoxutenHu 50 64,0 50,1-75,9 36,0 -
(32/50) (18/50)
OTpuuatenHu 87 1,15 - 98,85
93,8 -99,8
(1/87) (86/87)

[leBeTHageceT npoTMBOpeuVBM pe3yntath 6sxa OoueHeHW Mo TpeTu MeTod M MOBTOPHO
aHanuavipaHn ¢ Tabnuua 3a HenpegBuaeHu cutyauuu. O6LmTe pesynTaTy OT KIMHWYHOTO
npeacTaBsHe ca 13pas3eHn KaTo NPOLEHTHO CbBMNadeHne Ha nonoxutenHute pesyntatn (PPA)
1 NPOLIEHTHO CbBrnageHve Ha otpuuatenHuTe pesyntati (NPA) n ca nokasanu B Tabnuua 37.
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Ta6bnuua 37. KnuHn4yHmn paboTHU xapakTepucTukm Ha artus SARS-CoV-2 Prep&Amp UM Kit cneg aHanus Ha
HeCcbOTBETCTBALLM pe3ynTaTu.

CbCcTOosiHMe Ha Bpou % Ha 95% OnN % Ha 95% On

anuKBOTHaTa YacT MOJIOXMUTENHU oTpuuaTenHu

MonoxutenHn 32 100,0 89,3 -100,0 0 (0/32) -
(32/32)

OTpuuatenHu 105 0,95 - 99,05 94,8 — 99,8
(1/105) (104/105)

OcemHageceT danwmneo oTpuuaTesniH anukBOTHU YacTu bsaxa npeknacugpuumpaHn KaTo

UCTUHCKM OTpUuaTesrnHu, 4okaTo egHa (banumso NonoXunTtesiHa oCTaHa d)aJ'IIJJVIBO nonoXxuTtenHa.

Mo-gony ca n3bpoeHW YacTTa OT anuKBOTHUTE 4YacTW B Cbrracue u MpPOLIEHTHOTO
CbBMaJeHne Ha MNONOXUTENHW K oTpuuartenHu pesyntatm (cvotBeTHo PPA n NPA) c

OYakBaHUTE CTATyCU Ha aliIMKBOTHUTE YaCTu:

MpoLueHTHO CbBNAAEHME HA NONOXUTENHUTE
pesyntatu (Positive Percent Agreement, PPA): 32/32 =100,0% (95% ClI: 89,3% - 100,0%)
MpoLueHTHO cbBNaAeHWE Ha OTpULLIATENHUTE
pesyntaTtu (Negative Percent Agreement, NPA): 104/105 = 99,05% (95% Cl: 94,8% - 99,8%)
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HepaspeneHu annkBOTHM YacTu OT CIOHKA

KnuHnyHuTE paboTHM xapakTepucTuku Ha aHanm3 artus SARS-CoV-2 UM Prep&Amp ce
oLeHsIBaT C MOMOLUTa Ha Npobu OT HepaspedeHa CritoHKa, cbeToswm ce oT 142 npobu oT

CIHOHKa.

Bcuukn npobu 6sxa cbbpaHuM OT MauMEeHTM C MpU3HAUM M CMMNTOMWU Ha WMHGEKUMa C
COVID-19. KnuHnuyHata Banupauus e u3sbplieHa Ha ABl 7500 Fast Dx. [ABaHagecet
anuMKBOTHM YacTu 0Osxa u3KMYeHu OoT aHanua cnepn TectBaHe ¢ artus SARS-CoV-2
Prep&Amp UM Kit 1 cbLlo ¢ eTanoHHUA MeToA nopaau noryyaBaHe M Ha ABaTa TecTa Ha

HeBanunaeH ctaTtyc cnopen Kputepunte 3a BanimgHOCT Ha arMKBOTHaTa 4acT.

Tabnuua 38 otunta pabotarta Ha artus SARS-CoV-2 Prep&Amp UM Kit cnpsiMo eTanoHHusA

meTon,.

Ta6nuua 38. KnuHn4Hu paboTHU XxapakTepucTukmn Ha artus SARS-CoV-2 Prep&Amp UM Kit cnpsimo
eTanoHHUsi MeToA.

CbcTosiHMe Ha Bpou % Ha 95% OU % Ha 95% OU

anuKBOTHaTa YacT MONOXUTENHN oTpuuaTenHu

MonoxutenHn 45 93,33 82,14 — 97,71 6,67 -
(42/45) (3/45)

OTpuuatenHu 85 0 - 100 95.68 — 100.00
(0/85) (85/85) ’ '

Tpuv NpoTMBOpEUYUBM pe3yntaTu 6s1xa OLEHEHMN MO TPETU METOZ U MOBTOPHO aHanu3npaHu ¢
Tabnuua 3a HenpeguaeHu cuTyauuun. O6wmTe pesyntatM OT KIMHWYHWUTE paboTHM
XapaKTepuUCTUKM Ca U3paseHn KaTto NPOLIEHTHO CbBNaZeHUe Ha NOMNOXUTENHUTE pe3ynTaTu
(Positive Percent Agreement, PPA) »n npoueHTHO CbBMageHMe Ha oTpuuaTenHute
pesyntatu (Negative Percent Agreement, NPA) n ca nokasanu B Tabnuua 39.
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Ta6bnuua 39. KnuHnyHmn paboTHU xapakTepucTukm Ha artus SARS-CoV-2 Prep&Amp UM Kit cneg aHanus Ha
HecbOTBETCTBALLM pe3ynTaTu.

CbCcTOosiHMe Ha Bpou % Ha 95% OnN % Ha 95% On

anuKBOTHaTa YacT MOJIOXMUTENHU oTpuuaTenHu

MNonoxutenHu 43 97,67 87,94 — 99,59 2,32 -
(42/43) (1743)

OTpuuatenHu 87 0 - 100 95,77 - 100,00
(0/87) (87/87)

[Ba danwmeo oTpuuaTtenHu pesyntata 6axa npeknacuUUMpaHn KaTo WUCTUHCKK

oTpuLaTENHU, OKATO eAVH (harnumMBo OTpULATENEH OCTaHa harnlinmBo OTpULaTeNeH.

Mo-gony ca n36poeHM 4YacTTa OT anuKBOTHUTE YacTW B Cbrnacve u MNPOLEHTHOTO
CbBMaJeHne Ha MNONOXUTENHW 1 oTpuuartenHu pesyntatm (cvotBeTHo PPA n NPA) c

OYakBaHUTE CTATyCU Ha aliIMKBOTHUTE 4acCTu:

MpoueHTHO CbBNageHUe Ha NONOXUTENHUTE pe3ynTaTu

(Positive Percent Agreement, PPA): 42/43 = 97,67% (95% CI: 87,94% — 99,59%)
MpoueHTHO CbBNageHUe Ha oTpuuaTenHUTe pesynTtaTtu

(Negative Percent Agreement, NPA): 87/87 =100,00% (95% CI: 95,77% — 100,00%)
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PHKOBOACTBO 3a OTCTpaHsiBaHe Ha nNpobnemu

ToBa pbKOBOACTBO 3a OTCTpaHsABaHe Ha npobnemu Mmoxe pfa 6bae nonesHo 3a
OTCTpaHsiBaHe Ha eBEHTyallHO Bb3HUKHaNM nNpobnemu. 3a noseve UHMOPMaLUS BUXKTE U
cTpaHuuarta ,Mecto 3agaBaHu Bbnpocu® (Frequently Asked Questions, FAQ) B Hawus

LleHTbp 3a TexHnyecka nogapbxka: www.giagen.com/FAQ/FAQList.aspx.

KomeHTapu n npeanoxenuns

Cna6 unu Hama curdan Green (FAM) B nonoxutenHa koHTpona (PC)

a) W3bpaHusaT dnyopecLeHTeH kaHan
3a aHanus Ha aaHHuTe ot RT- PCR

He e B CbOTBEeTCTBME C NpOoTOKONa.

b) HenpaBunHo nporpamupaHe Ha
TemnepaTtypHus npocu.

c) HenpaBunHa koHdwurypauus Ha PCR

peakuynaTa

d) YcnoBusiTa 3a CbxpaHeHWe Ha eauH
Unu noseye KOMMNOHEHTN Ha Habopa
He OTroBapsiT Ha UHCTPYKLUMTE Unu

HabopbT artus SARS-CoV-2 RT-
PCR e natekbn.

e) HenpaBunHa koHdwUrypauus Ha real-

time RT-PCR nnatdopmaTta no
Bpeme Ha KOH(UrypvpaHeTo Ha
[aHHuTe.

f) PCR ce nHxubupa.

3a aHanu3 Ha AaHHu n3bepete dnyopecueHTeH kaHan FAM (Green)
3a aHanuTnYHUTe SARS-CoV-2 RT-PCR MmuwieHn, dnyopecueHTeH
kaHan HEX/VIC/JOE (Yellow) 3a koHTpona 3a B3eMaHe Ha anvKBOTHU
YacTtu n Cy5/Atto (Red) 3a BbTpeLLEeH KOHTPO-.

CpaBHeTe RT-PCR nporpamara ¢ npoTokona.

MpoBepeTe paGoTHUTE CU CTBIKM Yped cxemaTa 3a nuneTupaHe u
nostopete PCR, ako e Heob6xoanmo.

CnepBaiiTe ycroBusiTa 3a CbXpaHeHWe U NpoBepeTe Cpoka Ha
roAHOCT Ha peakTUBMTE W U3non3aBaiTe HOB Habop, ako e
HeobxoaMmo.

MpunoxeTe npenopbyaHUTe KOHMUIypaumm, CBbp3aHu ¢ BawaTa real-
time RT-PCR nnatcopma, onvicaHu B ToBa pbKOBOACTBO.

Cnepgavite nobpute npaktuku B nabopartopusta no MonekynsipHa
6uonorus, 3a Aa nsberHete BbBEX/AAHETO HA 3aMbPCUTENN.
YBepeTe ce, Ye pabOTHOTO MPOCTPAHCTBO W anapatute ce
obes3apassBaT Ha pejOBHN MHTEPBanw.

CnepBaiiTe npoTokona, cnoMeHaT B TOBa pbkoBoACTBO. [poBepeTe
CpoKa Ha rogHOCT Ha peakTuBa 1 13nonasanTe HoB Habop, ako e
Heobxoaumo. MNoBTopeTe aHanu3a ¢ Apyra anvkBoTHa YacT.

3eneH curian (FAM) B KoHTponara 6e3 etanoH unu B KoHtponara 6e3 nssnuyaHe

3ambpcsiBaHe cbc SARS-CoV-2
CeKBEHLMK Ce CNyyu no Bpeme Ha
noaroTtoekaTta Ha RT-nnakarta 3a PCR.

84

MoeTopeTte RT-PCR ¢ HOBW peakTuBm.

Cnepgavite nobpute npaktuku B nabopartopusita no MonekynsipHa
6uonorus, 3a Aa nsberHeTte BbBEX/AAHETO HA 3aMbPCUTENN.
CneppaiiTe NpoToOKONa, CNOMEHAT B TO3U HAaPbYHUK.

YBeperTe ce, 4e pabOTHOTO MPOCTPAHCTBO U anapaTuTe ce
obes3apassBaT Ha peOBHU MHTEpBanu.
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KomeHTapu n npeanoxenuns

Cna6 unu nuncea curdan Red (Cy5/Atto) oT BbTpelHaTa KOHTpona

a) B peakuusata RT-PCR e BbBeaeH
nHTepdepeHT. PCR ce nHxubupa.

b) BwbTpelHaTa KOHTPONa € BIOLIEH.

c) HenpaBunHa koHdUrypauus Ha real-
time RT-PCR nnatdopmata no
Bpeme Ha KOHPUrypmMpaHeTo Ha
fAaHHuTe.

Criepgaiite 4oBpuTe NPakTUkM B nabopatopusita no MosekynspHa
6ronorvs, 3a fa n3berHeTe BbBEX/AAHETO Ha 3aMbpPCUTESN.

YBepeTe ce, 4e paboTHOTO NPOCTPAHCTBO W anapaTute ce
obeszapassBaT Ha pefoBHU UHTEepBanu.

CriepaBaiite NpoTOKOMa, CNOMEHaT B TOBA PbKOBOACTEO.
MoBTOpeTe ekcrnepuMeHTa ¢ HoBOCbOpaHa anMKBOTHa YacT.

Cnepgavite nobpute npakTuku B nabopartopusta no MonekynsipHa
6vonorus, 3a aa nsberHete BbBEXAaHeTo Ha RNases. Cneapaiite
npenopbKUTe, COMEHaTH B TOBa PbKOBOACTBO.

YBepeTe ce, 4e paBboTHOTO NPOCTPAHCTBO W anapaTute ce
obes3apassBaTt Ha PeoBHU VHTEPBAnW.

CrepBaiiTe yCrioBusiTa 3a CbXpaHeHue 1 npoBepeTe cpoka Ha
roAHOCT Ha peakTUBMTE U 13MOoJI3BaiiTe HOB HAbop, ako e
Heobxoammo.

MpunoxeTe npenopbyYaHUTe KOH(UIypaLmu, CBbp3aHu ¢ BallaTa real-
time RT-PCR nnatdgopma, onvcaHu B ToBa pbKOBOACTBO.

Cna6 vnu nuncsa curHan Yellow (VIC/HEX) Ha koHTpona 3a B3eMaHe Ha alNMKBOTHU YacTu

a) KnuHuyHaTa anukBoTHa YacT ce
pasrpaxaa.

b) TNpobata He e npaBunHoO cbbpaHa.
He 6saxa cbbpaHu goctaTbyHo
YOBELLKM KNEeTKV BbPXY TaMMnoHa
1Ny NpexsbprieHn B TpaHcnopTHaTa
cpefa.

c) HenpaBunHa KoHdUrypaums Ha real-
time RT-PCR nnatdopmaTta no
BpeMe Ha KOHuUrypupaHeTo Ha
AaHHW.

CrneppaiiTe npenopbK1Te, NpeaoCTaBeHn OT JocTaByMKa Ha
YCTPOMCTBA 3@ CbOMpaHe, 3a TAXHOTO CbXPaHEHWe, MaHUNynupaHe v
TpaHcnopTupaHe.

CnepBaiiTe NpoToKona, COMeHaT B TOBa PbKOBOACTBO, BKMIOUYUTENHO
CTBMKUTE 3a NOAroToBKa Ha anukeoTHaTa YyacT Ha SARS-CoV-2 UM
Prep buffer.

CnepgaiiTe ycrnoBusiTa 3a CbXpaHeH1e 1 npoBepeTe cpoka Ha
rofHOCT Ha peakTmBuTe, kato Hanpumep SARS-CoV-2 UM Prep
Buffer, n nanonssarnrte HoB Habop, ako e HeobxoanMO.

CrieaBaiiTe NpenopbKuTe, NPEAOCTaBEeHU OT JOCTaBYMKa Ha
YCTPOWCTBA, 3a CbbupaHe Ha npobu n obpaboTka Ha Npobu.

MpunoxeTe koHUrypaummTe, cBbp3aHu ¢ Bawarta real-time RT-PCR
nnatcopma, onucaHn B TOBa PbKOBOACTBO.
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CumBonu

CnegHuTe cuMMBONM MoraT

onakoBkKaTa U eTukeTa.

ga ce nodaBAT B WUHCTPyKUMUTE 3a yn0Tpe6a nnn BbBPXY

OnucaHne Ha cumBona

b ¢
<
8
> |3

IVD

LO

T HEEEE

Cobobpxa poctaTbyHO peaktvBu 3a 768 wnu 3072
peakumm

M3nonassante o

MeguumHcko nagenve 3a MHBUTPO AMNarHOCTUKa

KaTanoxeH Homep

Homep Ha naptnga

KomMnoHeHTu

Cbabpxa

Homep

mobaneH HOMEp Ha TbpProBCKa eanHuua

,R" 03HauaBa pegakumsa Ha MHCTpyKummnTe 3a ynoTtpeba,
a ,n“ e HoOMepbT Ha pedakumnaTa

TemMnepaTypHU orpaHUyeHnst

86 Habop artus SARS-CoV-2 Prep&Amp UM Kit MHcTpykuum 3a ynotpeba (PbkoBoactso) 09/2022



CumBon

OnucaHne Ha cumBona

= K

=)

MpownssoguTten

HanpaBseTe cnpaBka Cc UHCTpyKUMUTe 3a ynotpeba

[MaseTe OT cnbHYeBa CBETAMHA

MpenynpexaeHve/BHMMaHue

Habop artus SARS-CoV-2 Prep&Amp UM Kit MHcTpykumum 3a ynotpeba (PbkoBoacteo) 09/2022

87



IHdbopmaLuma 3a KOHTaKT

3a TexHM4ecko CbaeNncTBME U OMbIHUTENHA MHOopMaLMs, MONA, CBbpXeTe ce ¢ oTaena

3a TexHn4yecko obcnyxeaHe Ha QIAGEN Ha support.qiagen.com.
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IHdbopmaLuma 3a nopbyka

MpoaykT CbabpxaHue KaT. Ne
artus SARS-CoV-2  3a 768 peakuun: Bydep 3a npurotesiHe, ouBeTUTEN 4511460
Prep&Amp UM Kit  ROX, Master Mix, nparimepu 1 coHau, BbTpeLleH
(768) koHTpor, Boaa (NTC) 1 nonoxuteneH KOHTpon
artus SARS-CoV-2  3a 3072 peakuum: Bydep 3a npuroTesiHe, 4511469
Prep&Amp UM Kit  ougetuten ROX, Master Mix, npainmepu n coHay,

(3072) BbTpeLleH koHTpon, Boga (NTC) n nonoxureneH
KOHTpO~
Anapat n akcecoapu
PCR tubes, 0.1 ml  3a n3nonseaHe ¢ poTop C 72 AMKW, TPBOHW NEHTU 981103
for Rotor-Gene Q 1 Kanaukm
5-plex HRM MDx
Rotor-Gene Q Cod1yep Ha Rotor-Gene Q Bepcus 2.3.1 (unm no-
software HOBa)
Rotor-Gene Q 5- Anapart 3a unknu Ha real-time PCR v aHanusaTop Ha 9002032
plex HRM MDx CTOMUIKA C BWUCOKA pasgenuTerniHa CrocoOHOCT C
5 kaHana, codTyep, Nanton u NpUHAONEXHOCTY;
1-rogyLiHa rapaHums Ha YacTu 1 TpyA, MHCTanupaxe
72-Well Rotor 3a cbxpaHeHue Ha Strip Tubes and Caps, 0.1 ml, c 9018903
peakunoHeH obem 10 — 50 pL
Locking Ring 3a dumkcupaHe Ha Strip Tubes and Caps, 0.1 ml B 9018904
72-Well Rotor 72-Well Rotor

3a akTyanHa nHdopmaLlusi OTHOCHO NULEH3NPAHETO 1 3asiBNIEHNs 3a 0cBOGOXaaBaHe oT
OTFrOBOPHOCT 33 KOHKPETHM MPOLYKTU BWXTE CbOTBETHUSI HApbYHMK MM PHKOBOACTBO 3a
notpebutens Ha Habopa QIAGEN. HapbyHuuute M pbKOBOACTBaTa 3a NoTpebutens Ha
Habopa QIAGEN ca gocTbnHu Ha agpec www.giagen.com unv morat Aa 6baat 3asBeHu ot

oTAena 3a TexHuyecko obcnyxsaHe Ha QIAGEN nnu mecTHusi BU AUCTpUbyTOpP.
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XpoHororus Ha pegakumMmMTe Ha JOKYMEHTa

Pepakuus OnucaHue
R3, centempmn PaswunpeHve Ha uckaHeTo:
2021 r. 1. JobaBsiHe Ha TecTBaHe C MOMOLLTa Ha NPOGW OT CIOHKa.

2. MpomsiHa Ha paboTHWS npoLec.

3. 3au3nonsBaHe ¢ 3 JOMBIHUTENHM NNATGOPMM U CLOTBETHUS UM codpTyep: CFX96
Dx ¢ CFX Manager Dx CodptyepHa Bepcusa 3.1.3090.1022 (unu no-HoBa), cobas z
480 c LightCycler 480 SW UDF Bepcusi 2.0.0 (unu no-Hosa) n QuantStudio 5 Dx ¢
QuantStudio 5 Dx IVD codTyepHa Bepcusi 1.0.1 (vnm no-Hosa)).

4. 'paHvLaTa Ha OTKpMBaHe Ha TpuTe AonbnHuTenHW nnatdopmm (CFX96 Dx, cobas
z 480, QuantStudio 5 Dx) bewe pobaBeHa B pasgena 3a edeKTMBHOCT 3a
Ha3odapvHreanHuTe, HasanHuTe U opoapuHreanHUTe anuKBOTHU YacTy.

5. Pa3genbT ¢ TEXHUYECKUTE XapaKTEPUCTUKN € aKTyanuampaH.

6. 3a anapata RGQ 6sixa 3anaseHn camo dnyopecueHTH kaHanu (Green, Red,
Yellow) (vmeHaTa Ha ouBeTuTENUTE B CKOOU BsiXa U3TPUTK).

7. 3anaseHu ca camo nMeHa Ha ougeTutenu 3a CFX96 Dx, ABI7500 Fast Dx, cobas z
480 1 QuantStudio 5 Dx.

8. 3a ABI7500 Fast Dx chnyopecueHTHuTe duntpu A/1, B/2 n E/5 6sixa 3annyexu.
3anaseHu ca camo umeHata Ha ouetutenu (Fam, Vic u Cy5).

9. MpomeHu B Tabnuum 34 — 37 B pasgena 3a KNnMHUYHYU paboTHM XapakTepucTuku, 3a
[a ce U3AICHU NpeaCcTaBsHETO.

R4, aHyapwn 2022 r. Kopekuus Ha ne4aTHa rpeluka B Tabnuua 39.
R5, centemBpmn AkTyanusauus Ha ,CbxpaHeHve n 6opaBeHe C peakTvemn®
2022r.

AkTyanusauusi Ha Tabnvua 17.
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Orp o 3a artus SARS-CoV-2 Prep&Amp UM Kit
Ynotpebata Ha TO31 NPOAYKT 03HaYaBa, Ye BCek KynyBay unn noTpeGuTen Ha NpoayKTa Npuema CrieHUTe yCroBus:

1. npOﬂyKT'bT MOXe fa ce u3nonssa camo no NpoTokonuTe, NpeaocTaBeHn C NPoAYyKTa U TO3M HAPBYHUK, N CaMO C KOMMOHEHTUTE, CbAbpXaLuu ce B Haﬁopa
QIAGEN He npefiocTassi NMLIEH3 MO HWKakBM NpaBa BbpXy CBOSITA MHTemNeKkTyanHa cobeTBeHOCT 3a ynoTpebaTa Unu BKMIOYBAHETO Ha NPUNOXEHUTE KOMNOHEHTU Ha
TO31 HAaBop C KOMNOHEHTH, KOWTO He Ca BKIKOYEHN B TO3W HAGOP, OCBEH KaKTO € ONUCaHO B NPOTOKONUTE, NPEAOCTaBEHM C NPOAYKTA, TO3N HAPLYHUK 1
AONBAHUTENHUTE NPOTOKOMNK, KOUTO MOraT Aa ce U3TernsaT oT agpec www.qiagen.com. Hsikon oT Tean AONBMHNTENHN NPOTOKONWM Ca NpeaoCTaBeHn oT
notpebutenn Ha QIAGEN 3a notpebutenu Ha QIAGEN. Tean npoTokonu He ca LWaTenHo TecTeaHu unu ontummnanpanm ot QIAGEN. QIAGEN He faBa rapaHums 3a
TAX W HE rapaHTVpa, Ye Te He HapyliasaT npaeaTta Ha TPeTU CTpaHu.

2. OcseH 13pnyHo nocoyeHnTe nuieHan, QIAGEN He aaBa rapaHuus, Ye To3n Habop u/unu Herosata ynotpe6a He HapyluaBaT NpaBaTa Ha TPeTU CTpaHu.
3. Toan HaGop W HEroBMUTE KOMMOHEHTU Ce NULEH3NPAT 3a eAHOKpaTHa ynoTpeba 1 He MoraT a ce W3nonasaTt NoBTOpPHO, OGHOBSIBAT UNW Npenpoaasar.
4. QIAGEN un3puyHo ce ocBo6oxX/1aBa OT OTFOBOPHOCT 3a BCAKAKBM [Py NIMLIEH3N — IBHW UMW NoApastupalLy ce — OCBEH U3PUYHO MOCOYEHNTE.

5. KynyBaubT 1 noTpebuTtensT Ha Habopa ce cbrnacsear 4a He npeanpuemMat U a He No3BonsBaT Ha Apym nuua Aa npeanpuemat CThikK1, KOWTo MoraT Aa
YNECHsIT Unu fja AoBeaaT Ao Hsikoe OT AeicTeusiTa, 3abpaHenn no-rope. QIAGEN moxe fa npunara 3abpaHute B HacTosALOTO OrpaH4eHo NULEH3HO
CcnopasyMmeHue BbB BCEKN CbA U e Bb3CTaHOBW BCUYKM CBOM pa3xoaw 3a pascneasaHe u Cbl:lesHVl Pa3HOCKW, BKIMIOYUTENHO afBOKATCKUTE XOHOpPapw, npn BCSKO
AeicTBYe 3a NpunaraHe Ha HacTosLWOTO OrpaHNYeHo NULIEH3HO CNOpPa3yMeHNe UK yNpaxHsIBaHe Ha BCSIKO OT CBOWUTE npaBa BbpXy UHTENeKkTyanHa cobeTBeHoCT
BbB Bpb3Kka C Habopa u/Mnu HeroBuTe KOMMOHEHTW.

3a aKTyanHuTe ycrnosus Ha nuLeHsa BXTe www.giagen.com.
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Twproscku mapku: QIAGEN®, Sample to Insight®, artus®, Prep&Amp™, Rotor-Gene® (QIAGEN Group); ATCC® (American Type Culture Collection); CFX96™, Hard-
Shell® (Bio-Rad Laboratories, Inc.); Clinical and Laboratory Standards Institute®, CLSI® (Clinical and Laboratory Standards Institute, Inc); Zeptometrix®, NATtrol™
(Cole-Parmer); Colgate®, Total SF Whitening™ (Colgate-Palmolive Company); Listerine® (Johnson & Johnson); Tussidane® (Laboratoires Des Realisations
Therapeutiques Elerte); Pulmofluide® (Laboratoires Gerda); Excel® (Microsoft Corporation); Ricola® (Ricola Group); cobas®, LightCycler® (Roche Group); ABI®,
MicroAmp™, EnduraPlate™, QuantStudio®, Thermo Fisher Scientific® (Thermo Fisher Scientific or its Subsidiaries); Altoids® (Wm. Wrigley Jr. Company).

PerncTpupaHnTe HaumMeHoBaHWs, TbProBCKI Mapkil 1 Mp., N3MON3BaHM B TO3W AOKYMEHT, 10pU Aa HE ca N3pM4HO 06O3HaYeHN KaTo Takvea, He criefsa Aa ce cunTat
33 He3aLUNTEHN OT 3akoHa.

09.2022 r. R5 HB-2850-005 © 2021 QIAGEN, BCyukv npaBa 3anaseHu.
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