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CERERE DE PARTICIPARE

Catre CENTRUL PENTRU ACHIZITII PUBLICE CENTRALIZATE IN SANATATE

Stimati domni,

Ca urmare a anuntului/invitatiei de participare/de preselectie aparut in Buletinul achizitiilor
publice si/sau Jurnalul Oficial al Uniunii Europene, nr. ocds-b3wdp1-MD-1744812909692 din
16.04.2025, privind Achizitionarea dispozitivelor medicale conform necesitatilor
insitutiilor medico-sanitare publice (listda suplimentard nr.7), noi Medist Grup SRL, am luat
cunostinta de conditiile si de cerintele expuse in documentatia de atribuire si exprimam prin prezenta
interesul de a participa, in calitate de ofertant/candidat, neavind obiectii la documentatia de atribuire.

Data completarii 30.05.2025
Cu stima,

Digitally signed by Anghel Gabriela-Cristi .
igitally signed by Anghel Gabriela-Cristina Ofertant/candidat

Date: 2025.05.30 12:00:10 EEST
Reason: MoldSign Signature
Location: Moldova

Gabriela-Cristina Anghel

MOLDOVA EUROPEANA
MEDIST Grup S.R.L.
Str. Mitropolit Gavriil Banulescu-Bodoni nr. 25 IDNO: 1018600004516
Oficiul 33, MD-2012 Chisindu, Rep. Moldova TVA: 0508191
Tel./Fax: +373 22 84 94 95 BC Victoriabank SA, Filiala nr. 26 Chisindu
E-mail: office@medist.md IBAN (MDL):MD57V1022242600000269MDL

Web: www.medist.md SWIFT: VICBMD2X469
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DECLARATIE
privind valabilitatea ofertei

Catre: CENTRUL PENTRU ACHIZITII PUBLICE CENTRALIZATE IN SANATATE

Stimati domni,

Ne angajam sa mentinem oferta valabila, privind Achizitionarea dispozitivelor medicale
conform necesititilor insitutiilor medico-sanitare publice (lista suplimentara nr.7), pentru o
durata de 160 (una sutd sasezeci) zile, respectiv pana la data de 15/12/2025 (ziua/luna/anul), si ea va
ramane obligatorie pentru noi si poate fi acceptata oricdnd inainte de expirarea perioadei de

valabilitate.

Data completarii 30.05.2025
Cu stima,
Ofertant/candidat
Gabriela-Cristina Anghel

(semnatura autorizata)

MEDIST Grup S.R.L.

Str. Mitropolit Gavriil Banulescu-Bodoni nr. 25 IDNO: 1018600004516
Oficiul 33, MD-2012 Chisindu, Rep. Moldova TVA: 0508191
Tel./Fax: +373 22 84 94 95 BC Victoriabank SA, Filiala nr. 26 Chisindu

E-mail: office@medist.md IBAN (MDL):MD57V1022242600000269MDL
Web: www.medist.md SWIFT: VICBMD2X469
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DECLARATIE

Subsemnata Gabriela Anghel, reprezentant imputernicit al MEDIST GRUP S.R.L, cu sediul in
mun. Chisinau, str. M.G. Banulescu-Bodoni 25, Oficiul 33, declar pe propria raspundere ca:

- instalarea si instruirea personalului beneficiarului privind utilizarea echipamentelor livrate, vor fi
organizate la sediul beneficiarului de catre personal autorizat.

- termenul de garantie pentru echipament nu mai mic de 24 de luni,conform fiecarui lot in parte din
data instalarii/livrarii, va fi certificat conform specificatiei tehnice pentru fiecare lot.

- garantam perioada de reactie, jumatate de ora sau mai putin la telefon si 24 ore sau mai putin la
locul beneficiarului in cazul aparitiei defectiunilor tehnice

- anul producerii dispozitivului este 2024.

-organizarea pe perioada garantiei a inspectiilor planificate/intretinere profilactica si calibrare conform
programului stabilit si mentenanta dispozitivului medical pe durata perioadei de garantie va fi
efectuata de catre un inginer calificat.

- livrarea componentelor sistemului vor fi noi (nefolosite).

- bunurile ce urmeaza a fi achizitionate sunt inregistrate in Registrul de Stat al Dispozitivelor Medicale,
mai jos dovada:

REGISTRUL DE STAT AL DISPOZITIVELOR MEDICALE

Denumire @ Den.comerc

|7 |[anaLizor pa |7 | k4 |7 ||sropereECTUs T |

| |®|] |? | Al M B
JIANGSU
DM000796511 ANALIZOR PCR STC-96A China 'Br:g?jziRgfggEss I;E_)LIH SRUE Rg04-000356 04-12-2024
CO., LTD

JIANGSU
BIOPERFECTUS MEDIST GRUP

DMO00796510 ANALIZOR PCR STC-96A PLUS China TEETEEEER | o Rg04-000356 04-12-2024
Co., LTD
Data completarii 30.05.2025 Cu stima,
Ofertant/candidat
Gabriela-Cristina Anghel
(semnatura autorizatd)
MEDIST Grup S.R.L.
Str. Mitropolit Gavriil Banulescu-Bodoni nr. 25 IDNO: 1018600004516
Oficiul 33, MD-2012 Chisindu, Rep. Moldova TVA: 0508191
Tel./Fax: +373 22 84 94 95 BC Victoriabank SA, Filiala nr. 26 Chisindu
E-mail: office@medist.md IBAN (MDL):MD57V1022242600000269MDL

Web: www.medist.md SWIFT: VICBMD2X469
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Prin prezentul, B.C. "EXIMBANK" S.A., Sucursala nr.20, confirma faptul detinerii de catre

compania ,MEDIST GRUP” SRL, IDNO 1018600004516, a urmatorului cont de

decontare 1n valuta MDL, activ la data de 21.03.2025:

Valuta Nr. Cont Cod IBAN

2251874012MD MD59EX0000002251874012MD

MDL

Certificatul este eliberat pentru a fi prezentat la cerere.

Coordonator,
Postu Diana

Ex.: Belecci Lilia
Tel.: 022 301-244

Banca Comerciala "EXIMBANK" S.A. Oficiul Central: Bd. Stefén cel Mare si Sfant nr. 171/1, MD-2004, mun. Chisinau.
Cod bancar/SWIFT EXMMMD22, Licenta Seria A MMII nr. 000516 eliberata de Banca Nationald a Moldovei, IDNO 1002600010273,
TVA 7800065, Capital social 1 260 000 000 lei. Membru al Fondului de Garantare a Depozitelor in Sistemul Bancar din Republica

Moldova. Membru al Grupului Bancar Intesa Sanpaolo (ltalia). Bank of @S oL0
ank of INTESA ANPA



MINISTERUL MEDIULUI MINISTRY ENVIRONMENT
AL REPUBLICII MOLDOVA OF THE REPUBLIC OF MOLDOVA
AGENTIA DE MEDIU ENVIRONMENTAL AGENCY

MD-2005 mun.Chisinau, str. Albisoara, 38
Tel. (022) 820-770, Email: am@am.gov.md

CONFIRMARE

privind inregistrarea in ,,Lista producatorilor” de produse
supuse reglementarilor de responsabilitate extinsa a producatorului
(echipamente electrice si electronice)

In scopul plasirii pe piatd a produselor de echipamente electrice si
electronice, In conformitate cu prevederile art. 12 alin. (5) si alin. (14) lit. b) din
Legea nr. 209 din 29.07.2016 privind deseurile, si punctele 46 — 50 din
Regulamentul privind deseurile de echipamente electrice si electronice, aprobat
prin Hotarirea Guvernului nr. 212 din 07.03.2018, se emite numarul de inregistrare

MD2024-6-EEE-140

pentru MEDIST GRUP SRL, IDNO: 1018600004516, cu adresa juridica:
mun. Chisinau, str. Mitropolit Banulescu-Bodoni 25, of 33.

Numadrul de inregistrare este valabil incepind cu data de 20.06.2024 pind la
data de 20.06.2027.

Director adjunct
Radu STRATUTA



I.P. "AGENTIA SERVICII PUBLICE"
Departamentul inregistrare si licentiere a unitatilor de
drept

Extras
din Registrul de stat al persoanelor juridice
nr.158566 din 03.12.2024

Denumirea completd: Societatea cu Raspundere Limitatd "MEDIST GRUP”

Denumirea prescurtats: "MEDIST GRUP” S.R.L.

Forma juridica de organizare: Societate cu raspundere limitat3

Numarul de identificare de stat si codul fiscal: 1018600004516

Data Tnregistrarii de stat:; 02.02.2018

Sediu: MD-2012, strada Mitropolit Gavriil Banulescu-Bodoni 25, of. 33, mun. Chisindu, Republica
Moldova

Genurile de activitate:

1. Comert cu ridicata al produselor farmaceutice;

2. Comert cu ridicata nespecializat;

3. Repararea echipamentelor electronice si optice;

4. Activitati de testare si analize tehnice;

5. Comert cu aménuntul al articolelor medicale §i ortopedice, in magazine specializate;
Capitalul social: 373026 Lei
Administrator(i): ANGHEL GABRIELA-CRISTINA IDNP 2017803985939
Asociati:

1. MEDIST IMAGING & P.O.C. S.R.L., partea sociald 6244 Euro, ce constituie 33.00%

2. MEDIST LIFE SCIENCE S.R.L., partea sociald 6244 Euro, ce constituie 33.00%
3. MEDIST S.R.L., partea sociali 6433 Euro, ce constituie 34.00%

Beneficiari efectivi: MANOLE IONEL, KLUMPNER CATALINA ANA, VLADESCU CARMEN,
VLADESCU SEBASTIAN-ALEXANDRU

Prezentul extras este eliberat in temeiul art. 34 al Legil nr.220/2007 privind inregistrarea de stat a
persoanelor juridice si a intreprinzitorilor individuali si confirma datele din Registrul de stat la data de
03.12.2024

Specialist coordonator
Ludmila Ciur
tel. 022-207-837

Acest document poate contine date cu caracter personal
Extras din Registrul de stat al persoanelor juridice nr. 158566 din 03.12.2024
EB 0547060



SITUATIILE FINANCIARE
pentru perioada 01.01.2023 - 31.12.2023

Entitatea: MEDIST GRUP S.R.L.
Cod cuIrio: 41247072
Cod IDNO: 1018600004516

Sediul:

MD:

Raionul(municipiul): 105, DDF BUIUCANI

Cod CUATM: (0120, SEC.BUIUCANI

Strada: Mitropolit Gavriil Banulescu-Bodoni nr.25 of.33

Activitatea principala: G4646, Comert cu ridicata al produselor farmaceutice

Forma de proprietate: 23, Proprietatea statelor strdine

Forma organizatorico-juridica: 530, Societdti cu raspundere limitata

Date de contact:

Telefon: 06868147

WEB:

E-mail: natalia.mutu@medist.md

Numele si coordonatele al contabilului-sef: DI (dna) Natalia Mutu Tel. 068681147

Numarul mediu al salariatilor in perioada de gestiune: 5 persoane.

Persoanele responsabile de semnarea situatiilor financiare* Gabriela Anghel-Cristina

Anexe la SNC

“Prezentarea situatiilor financiare”
Aprobat de Ministerul Finantelor
al Republicii Moldova

Unitatea de masura: leu

Anexa 1

Sold la

inceputul perioadei Sfirsitul perioadei de

de gestiune gestiune

BILANTUL
la 31.12.2023
Nr. cpt. Indicatori Cod rd.
1 2 3
ACTIV
A. ACTIVE IMOBILIZATE
I. Imobilizari necorporale
1. Imobilizari necorporale in curs de executie 010
2. Imobilizari necorporale in exploatare, total 020
din care:
021
2.1. concesiuni, licente si marci
2.2. drepturi de autor si titluri de protectie 022
2.3. programe informatice 023

2.4. alte imobilizari necorporale 024

5



3. Fond comercial 030
4. Avansuri acordate pentru imobilizari necorporale 040
Total imobilizari necorporale 050
(rd.010 + rd.020 + rd.030 + rd.040)
I1. Imobilizari corporale
1. Imobilizari corporale in curs de executie 060
2. Terenuri 070
3. Mijloace fixe, total 080 3028298 3859991
din care:
081

3.1. cladiri
3.2. constructii speciale 082
3.3. masini, utilaje si instalatii tehnice 083 3018214 3854288
3.4. mijloace de transport 084
3.5. inventar si mobilier 085
3.6. alte mijloace fixe 086 10084 5703
4. Resurse minerale 090
5. Active biologice imobilizate 100
6. Investitii imobiliare 110
7. Avansuri acordate pentru imobilizari corporale 120 141992 141992
Total imobilizari corporale
(rd.060 + rd.070 + rd.080 + rd.090 + rd.100 + 130 3170290 4001983
rd.110 + rd.120)
III1. Investitii financiare pe termen lung
1. Investitii financiare pe termen lung in parti 140
neafiliate
2. Investitii financiare pe termen lung in parti 150
afiliate, total
din care:

S S ) I 151
2.1. actiuni si cote de participatie detinute in partile
afiliate
2.2 imprumuturi acordate partilor afiliate 152
2.3 imprumuturi acordate aferente intereselor de 153
participare
2.4 alte investitii financiare 154
Total investitii financiare pe termen lung 160
(rd.140 + rd.150)
IV. Creante pe termen lung si alte active
imobilizate
1. Creante comerciale pe termen lung 170
2. Creante ale partilor afiliate pe termen lung 180
inclusiv: creante aferente intereselor de participare 181
3. Alte creante pe termen lung 190
4. Cheltuieli anticipate pe termen lung 200




5. Alte active imobilizate

Total creante pe termen lung si alte active
imobilizate
(rd.170 + rd.180 + rd.190 + rd.200 + rd.210)

TOTAL ACTIVE IMOBILIZATE
(rd.050 + rd.130 + rd.160 + rd.220)

ACTIVE CIRCULANTE
I. Stocuri

1. Materiale si obiecte de mica valoare si scurta
durata

2. Active biologice circulante

3. Productia in curs de executie

4, Produse si marfuri

5. Avansuri acordate pentru stocuri

Total stocuri
(rd.240 + rd.250 + rd.260 + rd.270 + rd.280)

I1. Creante curente si alte active circulante

1. Creante comerciale curente

2. Creante ale partilor afiliate curente

inclusiv: creante aferente intereselor de participare
3. Creante ale bugetului

4. Creantele ale personalului

5. Alte creante curente

6. Cheltuieli anticipate curente

7. Alte active circulante

Total creante curente si alte active circulante
(rd.300 + rd.310 + rd.320 + rd.330 + rd.340 +
rd.350 + rd.360)

II1. Investitii financiare curente

1. Investitii financiare curente in parti neafiliate

2. Investitii financiare curente in parti afiliate, total

din care:

2.1. actiuni si cote de participatie detinute in partile
afiliate

2.2. imprumuturi acordate partilor afiliate

2.3. imprumuturi acordate aferente intereselor de
participare

2.4. alte investitii financiare in parti afiliate

Total investitii financiare curente
(rd.380 + rd.390)

IV. Numerar si documente banesti

TOTAL ACTIVE CIRCULANTE
(rd.290 + rd.370 + rd.400 + rd.410)

TOTAL ACTIVE

210

220

230

240

250
260
270

280

290

300
310
311
320
330
340

350
360

370

380

390

391

392

393

394

400

410

420

430

3170290

31649

852838

884487

3969789

982652
856
1093188

48056

6094541

4161583

11140611

14310901

4001983

63405

765931

829336

2559140

991266
300
1838152
10942
27708

5427508

3229017

9485861

13487844



(rd.230 + rd.420)

PASIV

CAPITAL PROPRIU

I. Capital social si neinregistrat

1. Capital social 440 373026 373026
2. Capital nevarsat 450
3. Capital neinregistrat 460
4. Capital retras 470
5. Patrimoniul primit de la stat cu drept de 480
proprietate
Total capital social si neinregistrat
(rd.440 + rd.450 + rd.460 + rd.470 + rd.480) 490 373026 373026
I1. Prime de capital 500
III. Rezerve
1. Capital de rezerva 510
2. Rezerve statutare 520
3. Alte rezerve 530
Total rezerve 540
(rd.510 + rd.520 + rd.530)
IV. Profit (pierdere)
1. Corectii ale rezultatelor anilor precedenti 550 -103
2. Profit nerepartizat (pierdere neacoperitd) al
anilor precedenti 560 5402413 5402413
3. Profit net (pierdere netd) al perioadei de
gestiune 570 318340
4. Profit utilizat al perioadei de gestiune 580
Total profit (pierdere)
(rd.550 + rd.560 + rd.570 + rd.580) 590 5402413 5720650
V. Rezerve din reevaluare 600
VI. Alte elemente de capital propriu 610
TOTAL CAPITAL PROPRIU
(rd.490 + rd.500 + rd.540 + rd.590 + rd.600 + 620 5775439 6093676
rd.610)
DATORII PE TERMEN LUNG
1. Credite bancare pe termen lung 630
2. imprumuturi pe termen lung 640 1579325 1307469
din care:
641

2.1. imprumuturi din emisiunea de obligatiuni
inclusiv: imprumuturi din emisiunea de obligatiuni

- 642
convertibile
2.2. alte imprumuturi pe termen lung 643 1579325 1307469
3. Datorii comerciale pe termen lung 650 299803




4. Datorii fatd de partile afiliate pe termen lung 660
inclusiv: datorii aferente intereselor de participare 661
5. Avansuri primite pe termen lung 670
6. Venituri anticipate pe termen lung 680
7. Alte datorii pe termen lung 690
TOTAL DATORII PE TERMEN LUNG
(rd.630 + rd.640 + rd.650 + rd.660 + rd.670 + 700 1579325 1607272
rd.680 + rd.690)
DATORII CURENTE
1. Credite bancare pe termen scurt 710
2. imprumuturi pe termen scurt, total 720 1344767 951672
din care:

721
2.1. imprumuturi din emisiunea de obligatiuni
inclusiv: Tmprumuturi din emisiunea de obligatiuni 722
convertibile
2.2. alte imprumuturi pe termen scurt 723 1344767 951672
3. Datorii comerciale curente 730 2165195 100772
4. Datorii fata de partile afiliate curente 740 3446175 4692920
inclusiv: datorii aferente intereselor de participare 741
5. Avansuri primite curente 750
6. Datorii fatd de personal 760
7. Datorii privind asigurarile sociale si medicale 770 28990
8. Datorii fatd de buget 780 12542
9. Datorii fata de proprietari 790
10. Venituri anticipate curente 800
11. Alte datorii curente 810
TOTAL DATORII CURENTE
760 + 1770 1760 # 1790 4 rB00 | 820 6956137 5786896
rd.810)
PROVIZIOANE
1. Provizioane pentru beneficiile angajatilor 830
2. Provvifioane pentru garantii acordate 840
cumparatorilor/clientilor
3. Provizioane pentru impozite 850
4. Alte provizioane 860
TOTAL PROVIZIOANE 870
(rd.830 + rd.840 + rd.850 + rd.860)
TOTALPASIVE, 20+ ra70

SITUATIA DE PROFIT SI PIERDERE
de la 01.01.2023 pinad la 31.12.2023
Anexa 2

Indicatori ‘ Cod rd. |

Perioada de gestiune




precedenta curenta
1 2 3 4

Venituri din vinzari, total 010 29021092 20271056
din care:

011 28497093 19719964
venituri din vinzarea produselor si marfurilor
venifu_ri din prestarea serviciilor si executarea 012 126338 211868
lucrarilor
venituri din contracte de constructie 013
venituri din contracte de leasing 014
venituri din contracte de microfinantare 015
alte venituri din vinzari 016 397661 339224
Costul vinzarilor, total 020 20867803 15060163
din care:

- TP 021 20867803 15060163

valoarea contabila a produselor si marfurilor
vindute
costul serviciilor prestate si lucrarilor executate 022
tertilor
costuri aferente contractelor de constructie 023
costuri aferente contractelor de leasing 024
costuri aferente contractelor de microfinantare 025
alte costuri aferente vinzarilor 026
Profit brut (pierdere brutd) (rd.010 - rd.020) 030 8153289 5210893
Alte venituri din activitatea operationala 040 135089 66300
Cheltuieli de distribuire 050 118118 146520
Cheltuieli administrative 060 4920088 4367490
Alte cheltuieli din activitatea operationala 070 1931079 570712
Rezultatul din activitatea operationala: profit
(pierdere) (rd.030 + rd.040 - rd.050 - rd.060 - 080 1319093 192471
rd.070)
Venituri financiare, total 090 786797 991278
din care:

091
venituri din interese de participare
inclusiv: veniturile obtinute de la partile afiliate 092
venituri din dobinzi 093
inclusiv: veniturile obtinute de la partile afiliate 094
venituri din alte investitii financiare pe termen lung 095
inclusiv: veniturile obtinute de la partile afiliate 096
venituri aferente ajustarilor de valoare privind 097
investitiile financiare pe termen lung si curente
venituri din iesirea investitiilor financiare 098
venituri aferente diferentelor de curs valutar si de 099 786797 991278

suma




Cheltuieli financiare, total 100 904528 804089

din care:

101
cheltuieli privind dobinzile
inclusiv: cheltuielile aferente partilor afiliate 102
cheltuieli aferente ajustarilor de valoare privind 103
investitiile financiare pe termen lung si curente
cheltuieli aferente iesirii investitiilor financiare 104
cheltuieli aferente diferentelor de curs valutar si de 105 904528 804089
suma
Rezultatul: profit (pierdere) financiar(a) _
(rd.090 - rd.100) 110 117731 187189
Venituri cu active imobilizate si exceptionale 120 5290 281416
Cheltuieli cu active imobilizate si exceptionale 130 200390
Rezultatul din operatiuni cu active imobilizate
si exceptionale: profit (pierdere) (rd.120 - 140 5290 81026
rd.130)
Rezultatul din alte activitati: profit (pierdere) 1 -112441 26821
(rd.110 + rd.140) >0 68215
Profit (pierdere) pina la impozitare (rd.080 + 160 1206652 460686
rd.150)
Cheltuieli privind impozitul pe venit 170 380423 142346
Profit net (pierdere netd) al perioadei de 180 826229 318340

gestiune (rd.160 - rd.170)

SITUATIA MODIFICARILOR CAPITALULUI PROPRIU
de la 01.01.2023 pind la 31.12.2023

Anexa 3
N Ansc‘;'d 'ta | Sold Ia sfirsitul
r. Indicatori Cod rd inceputu Majorari Diminuari perioadei de
d/o perioadei de gestiune
gestiune
1 2 3 4 5 6 7
Capital social si neinregistrat
1. Capital social 010 373026 373026
2. Capital nevarsat 020 g g g g
3. Capital neinregistrat 030
L |4, Capital retras 040 g g g g
5. Patrimoniul primit de la stat cu 050
drept de proprietate
Total capital social si
neinregistrat 060 373026 373026
(rd.010 + rd.020 + rd.030 + rd.040
+ rd.050)
II. | Prime de capital 070

III. | Rezerve
1. Capital de rezerva 080

2. Rezerve statutare 090



3. Alte rezerve

Total rezerve
(rd.080 + rd.090 + rd.100)

Profit (pierdere)

1. Corectii ale rezultatelor anilor
precedenti

2. Profit nerepartizat (pierdere
neacoperita) al anilor precedenti

IV.
3. Profit net (pierdere netd) al

perioadei de gestiune

4. Profit utilizat al perioadei de
gestiune

Total profit (pierdere)

(rd.120 + rd.130 + rd.140 + rd.150)

V. | Rezerve din reevaluare

VI. | Alte elemente de capital propriu

Total capital propriu

(rd.060 + rd.070 + rd.110 + rd.160

+rd.170 + rd.180)

100

110

120 X
130 5402413
140 X

150 X (

160 5402413

170
180

190 5775439

826229

1144569

1144569

103

318340

SITUATIA FLUXURILOR DE NUMERAR

Indicatori

1

Fluxuri de numerar din activitatea
operationala

incasari din vinzari

Plati pentru stocuri si servicii procurate

de la 01.01.2023 pind la 31.12.2023

Cod rd

Perioada de gestiune

precedenta

2 3

010
020

Plati catre angajati si organe de asigurare sociala si 030

medicala

Dobinzi platite

Plata impozitului pe venit
Alte incasari

Alte plati

Fluxul net de numerar din activitatea

operationala

(rd.010 - rd.020 - rd.030 - rd.040 - rd.050 +

rd.060 - rd.070)

Fluxuri de numerar din activitatea de

investitii

incaséri din vinzarea activelor imobilizate

Plati aferente intrarilor de active imobilizate

Dobinzi incasate

Dividende incasate

inclusiv: dividende incasate din strainatate

040
050
060
070

080

090
100
110
120
121

29053578

20406745

2732087

1868681
5290

1588647

2462708

826229

826332

826332

curenta

4

-103

5402413

318340

5720650

6093676

Anexa 4

24793777

19703580

1905611

19210
169911

3499117

-503652



Alte incasari (plati)

Fluxul net de numerar din activitatea de
investitii

(rd.090 - rd.100 + rd.110 + rd.120 * rd.130)
Fluxuri de numerar din activitatea financiara

Incas&ri sub form3 de credite si imprumuturi

Pl&ti aferente rambursarii creditelor si
fmprumuturilor

Dividende platite

inclusiv: dividende platite nerezidentilor
incaséri din operatiuni de capital

Alte incasari (plati)

Fluxul net de numerar din activitatea
financiara

(rd.150 - rd.160 - rd.170 + rd.180 £ rd.190)

Fluxul net de numerar total
(£ rd.080 % rd.140 £ rd.200)

Diferente de curs valutar favorabile (nefavorabile)

Sold de numerar la inceputul perioadei de
gestiune

Sold de numerar la sfirsitul perioadei de
gestiune
(£ rd.210 %+ rd.220 + rd.230)

Documente atasate - Nota explicativa (fisierul pdf)

130

140

150

160

170
171
180

190

200

210

220

230

240

1457991

-1457991

1004717

73028

3083838

4161583

800000

1375308

-575308

-1078960

146394

4161583

3229017
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( DAKKS

Deutsche
Akkreditierungsstelle
D-ZM-11321-01-00

Product Service

Certificate

No. Q5 086238 0004 Rev. 03

Holder of Certificate: Jiangsu Bioperfectus

Technologies Co., Ltd.

No. 837, Yaocheng Avenue

225300 Taizhou City, Jiangsu Province
PEOPLE'S REPUBLIC OF CHINA

Certification Mark:

EN SO 13485

tuvsud.com/ps-cert

Scope of Certificate: Design and Development, Production and Distribution
of In Vitro Diagnostic Reagents for Clinical Chemistry,
Immunochemistry, Infectious Diseases.
In Vitro Diagnostic Instruments for Inmunochemistry,
Nucleic Acid Testing and Sample Processing.

The Certification Body of TUV SUD Product Service GmbH certifies that the company mentioned
above has established and is maintaining a quality management system, which meets the
requirements of the listed standard(s). All applicable requirements of the testing and certification
regulation of TUV SUD Group have to be complied with. For details and certificate validity see:
www.tuvsud.com/ps-cert?g=cert:Q5 086238 0004 Rev. 03

Report No.: SH2280001, SH2280001_CN
Valid from: 2022-12-13
Valid until: 2025-12-04

c@lh\/

Date, 2022-12-13 Christoph Dicks
Head of Certification/Notified Body

Page 1 0of 3
TUV SUD Product Service GmbH « Certification Body ¢ Ridlerstrale 65 + 80339 Munich + Germany
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( DAKKS

Deutsche
Akkreditierungsstelle
D-ZM-11321-01-00

Certificate

No. Q5 086238 0004 Rev. 03

Product Service

Applied Standard(s): ENISO 134852016
Medical devices - Quality management systems -

Requirements for regulatory purposes
(ISO 13485:2016)
DIN EN ISO 13485:2016

Facility(ies): Jiangsu Bioperfectus Technologies Co., Ltd.
No. 837, Yaocheng Avenue, 225300 Taizhou City,
Jiangsu Province, PEOPLE'S REPUBLIC OF CHINA

Design and Development, Production and Distribution of In Vitro
Diagnostic Reagents for Clinical Chemistry, Immunochemistry,
Infectious Diseases.

Distribution of In Vitro Diagnostic Instruments for
Immunochemistry, Nucleic Acid Testing and Sample Processing.

Jiangsu Bioperfectus Technologies Co., Ltd.

Room 102 and 2th Floor, Bldg. 10A, 188 Xinjunhuan Rd.,
Caohejing Pujiang Hi-tech Park, 201114 Shanghai,
PEOPLE'S REPUBLIC OF CHINA

Design and Development, Distribution of

In Vitro Diagnostic Reagents for Clinical Chemistry,
Immunochemistry, Infectious Diseases.

In Vitro Diagnostic Instruments for Immunochemistry,
Nucleic Acid Testing and Sample Processing.

Jiangsu Bioperfectus Technologies Co., Ltd.

1-2 Floor, Building 7-2, Phase 6, Pharmaceutical Park,
225300 Taizhou city, Jiangsu, PEOPLE'S REPUBLIC OF
CHINA

Production of In Vitro Diagnostic Reagents for Infectious Diseases.
In Vitro Diagnostic Instruments for Immunochemistry and Sample
Processing.

o)
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( DAKKS

Deutsche
Akkreditierungsstelle
D-ZM-11321-01-00

Certificate

No. Q5 086238 0004 Rev. 03

e,

Product Service

Facility(ies):

Jiangsu Bioperfectus Technologies Co., Ltd.

3rd and 4th floors of Building A(G19), 4th floor of Building

F(G14), Ground floor of Building G20, Shuaiyu Village,

Fuye village, Sixiang town, Taizhou National Medical,

Hi-tech Development Zone, 225300 Taizhou, Jiangsu,

PEOPLE'S REPUBLIC OF CHINA

Production of In Vitro Diagnostic Reagents for Clinical Chemistry,

Immunochemistry, Infectious Diseases.

Jiangsu Bioperfectus Technologies Co., Ltd.

Building 8-1 and 8-2, No. 22, Xiushui Road, Medical Park,

225300 Taizhou City, Jiangsu Province, PEOPLE'S REPUBLIC

OF CHINA

Production of In Vitro Diagnostic Reagents for Clinical Chemistry,

Immunochemistry, Infectious Diseases.

)
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STC-96A PLUS REAL-TIME PCR SYSTEM

Exclusive efficiency
and flexibility

Innovative dual 48/48 reaction blocks to be
controlled separately for two different assays
running simultaneously on one instrument

Accurate results Quality Commitment
In fast speed @ long-lasting and
A super-fast heating/cooling maintenance-free LEDs applied
rate of up to 4.0°C/sec
Precise No crosstalk

calibration needed
Professional optical filter

temperature control
Well-to-well uniformity with

an accuracy of 0.1°C combinations:eliminate
STC'9 6A P L U S crosstlalk II:Jetwetlan IFAM, HEX,
ROX and CY5 channels

FEATURES

b) BioPerfectus

STC-96A Plus

Real-Time Quantitative Thermal Cycler

The Bioperfectus STC-96A Plus Real-Time PCR system
is'a more-than-ever flexible, efficient and reliable
breakthrough in the real-time PCR analysis of gene
expression and genetic variation. You now:can apply
WO different' PCR assays on just one'instrument with
separate-controlled programs.

T
Figure 1.

Yet the STC-96A Plus temperature uniformity across 96
— wells'is within a remarkable 0.1°C, which meets all' your
L3 needs for highly precise diagnostic and'study use, including
High-Resolution Melting'Curve (HRM) applications.




STC-96A PLUS REAL-TIME PCR SYSTEM

e TECHNICAL SPECIFICATIONS

\lelel=1 STC-96A PLUS
SElglellsiezioz oyl 96 wells (dual 48/48 reaction module)

Selz s dlaaliai e galere s Dual Reaction blocks/running 2 tests independently

Reaction volumes RIERIE
Colpkitngzelizr 0.2 mlPCR tubes, 8-tube strips, 48-well plates

OLRUIEl <50 mins
Temperature range WiEssKe

VEVeEIio A1zl 4.0 °C/sec
Temperature accuracy and uniformity RIREe
Heating and cooling method Bl
IRl EEI(XeelaldgelNpslele[sM Tube control/block control

e o] el [(l=l LED (maintenance-free)

= L - = !
o - L 1 - o )
- -

Sensitivity BEes]s)
Reproducibility FeEWsL
DieElpalle =laeen 100- 101 copies/well detectable
= defizpilelpr zlpiess CH1-CH4: 470-630 nm; CH5/CH6: customer-made
Blaicleion izaias CH1-CH4: 510-665 nm; CH5/CH6: customer-made

FAM™/SYBR Green®; VIC®/HEX™/JOE™/TET™:
ROX™/Texas Red®; CY5™

I EI SRS RS )l 38 cm X52 cm X 25 cm
W 18 kg (40 Lbs)

Celpeitiis s Pentium PC with Windows XP, Vista or Windows 7/8

elnnlnaltallet=1dle sl RSZ232, USB
WIS S Te]ol\A 230V, 50 Hz

Power Consumption FeEiht/A

Dyes and probes

e PACKAGING

CATALOG PRODUCT PACKAGE
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JIANGSU BIOPERFECTUS TECHNOLOGIES CO,, LTD.

2nd Floor, Block 10, N0.188 Xinjun Ring Road, Pujiang High-Tech Park,
Caohejing Development Area, Minhang District, Shanghai ,201114, China

(wl) Bioperfectus Technologies Industrial Park, No. 837 Yaocheng Avenue,
Taizhou City, Jiangsu Province, 225300, China

(=) info@bioperfectus.com
www.bioperfectus.com

AUTHORIZED DISTRIBUTOR

b B. P f t Follow “BioPerfectus” on
R DOOG www.bioperfectus.com
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BioPerfectus Jiangsu Bioperfectus Technologies Co., Ltd.

Letter of Declaration

May 4, 2025

To Whom It May Concern,

Jiangsu Bioperfectus Technologies Co., Ltd. hereby declares that the STC-96A
system will be delivered with an optical system featuring 6 channels plus HRM,
detailed as follows:

e Channel 1: FAM, SYBR-Verde (470nm-510nm)

e Channel 2: HEX, JOE, VIC, TET (530nm-565nm)
e Channel 3: ROX, Texas Red (585nm-620nm)

e Channel 4: CY5 (630nm-665nm)

e Channel 5: Quasar 705 (690nm-705nm)

e Channel 6: Atto 425 (420nm-470nm)

The STC-96A system is new, unused, and manufactured in 2025. It utilizes a
photodiode for detection. Importantly, the STC-96A does not require calibration, as it
is factory calibrated upon delivery. Additionally, the STC-96A system comes with a
24-month warranty from Delivery Date.

www.bioperfectus.cn



{ : Document No.: T .
p BioPerfectus OR791-00308 Edition: B Page:1/1

Technical Documentation | Declaration of Conformity Effective Date: 2022-11-17
Manufacturer European Representative
SRN CN-MF-000014691 DE-AR-000000002

Name Jiangsu Bioperfectus Technologies Co., Ltd. MedNet EC-REP GmbH

Add. No. 837, Yaocheng Avenue, 225300 Taizhou Borkstrasse 10 « 48163 Muenster °
City, Jiangsu Province, PEOPLE'S REPUBLIC Germany
OF CHINA

Product Name: Real-time PCR System

Basic UDI-DI: 697334200STC96AHW

Classification (IVD): Class A, Rule 5 (Annex VIII)

Model: STC-96A, STC-96A PLUS

Conformity Assessment Route: Annex Il, Annex Ill, Article 17 of REGULATION (EU) 2017/746

We, the manufacturer, declare under our sole responsibility on the compliance of the mentioned
products above with the applicable requirements of the following EU regulatory requirements and
standards. All supporting documentations are retained at the premises of the manufacturer.

Regulatory requirements and standards

General applicable regulation:
REGULATION (EU) 2017/746 OF THE EUROPEAN PARLIAMENT AND OF THE COUNCIL

of 5 April 2017 on in vitro diagnostic medical devices and repealing Directive 98/79/EC and
Commission Decision 2010/227/EU

Common Specification: Not applicable

Standards Applied:

EN ISO 13485:2016 EN ISO 14971:2019 EN 13612:2002/AC:2002
EN ISO 18113-1:2011 EN ISO 18113-3:2011 EN 61326-1:2013

EN 61326-2-6: 2013 EN 61010-1: 2010 EN 61010-2-101:2017
EN 62304:2018 EN 62366-1:2015

Place, Date of Issue: Taizhou, 2022-11-17

Signature of issue person: \ ) WQMZY
Name: Mr. Guogiang Wang G[: ] :’

Position: General Manager

Confidential Documents
Jiangsu Bioperfectus Technologies Co., Ltd. All rights reserved.
Template No.: QR7.3-5.4-CER10 Edition: A
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Capitolul 1 Masuri de siguranta

A Tnainte de a utiliza sistemul de PCR Tn timp real STC-96A PLUS, va rugam sa cititi cu atentie masurile de siguranta.
c Daca instrumentul este utilizat intr-un mod nespecificat de producator, protectia oferita de echipament
poate fi afectata.
1.1 Conventii utilizate Tn acest manual

Urmadtoarele simboluri apar in textul acestui manual.

Acest simbol este folosit pentru a indica faptul cd nerespectarea instructiunilor sau
AVERTIZARE procedurilor poate duce la vatdmari fizice sau chiar deces sau poate cauza

deteriorarea instrumentului.

Suprafata fierbinte Acest simbol este folosit pentru a eticheta suprafetele instrumentelor potential fierbinti.

Acest simbol este folosit pentru a indica faptul cd trebuie luate anumite precautii
PERICOL BIO

atunci cand lucrati cu materiale potential infectioase.

Informatii critice pentru succesul procedurii sau utilizarii

NOTA IMPORTANTA .
produsului.

NOTA INFORMATIVA Informatii suplimentare despre subiectul sau procedura curenta.

@ @B B P

Urmatoarele simboluri apar pe instrument.

Marcajul CE de pe placuta de tip instrument exprima conformitatea cu
c E MARCA CE
cerintele directivelor relevante pentru acest instrument.
A AVERTIZARE Pe placuta de tipul instrumentului.
& Suprafata fierbinte Pe marginea blocului.
@ PERICOL BIO Pe placuta de tipul instrumentului.
DIAGNOSTIC IN VITRO
|VD Pe placuta de tipul instrumentului.
DISPOZITIV MEDICAL
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Simboluri Titlu Descrieri
Pe placuta instrumentului, indicand ca dispozitivul electric si electronic este
DEEE in conformitate cu Directiva 2002/96/CE. Dispozitivul, accesoriile si ambalajul
trebuie aruncate corect la sfarsitul utilizarii. Va rugam sa urmati
I Ordonantele sau Regulamentele locale pentru eliminare.

1.2 Cerinte de manipulare

Sistemul PCR in timp real STC-96A PLUS trebuie utilizat numai de personal instruit si calificat.

NG

Instrumentul STC-96A PLUS este un instrument electromecanic. Exista un pericol potential de soc electric

sau ranire fizica daca instrumentul nu este utilizat conform instructiunilor date in acest manual.

> Urmati toate instructiunile de sigurantd imprimate pe sau atasate la instrumentul analitic.

= Utilizatorii pot inlocui sigurantele daca urmeaza procedurile descrise Tn acest manual de utilizare. Orice
alta modificare electrica nu este permisa si ar putea anula si nule garantiile pentru Instrumentul STC-96A
PLUS.

- Numai personalul de service autorizat are voie sa efectueze service sau reparatii necesare pentru instrumente.

- Nu deschideti capacul fierbinte in timpul functionarii.

L Instrumentul trebuie plasat intr-o incapere curata si bine ventilata. Gazele corozive si interferentele din cdmpurile magnetice de mare
intensitate pot dauna instrumentului. Evitati lumina directd a soarelui si sursele de lumina de mare intensitate.

- Instrumentul este proiectat sa functioneze in sigurantd in cadrul specificatiilor conform standardelor tehnice
certificate CE la temperatura ambiantd a camerei intre 10°C si 30°C, umiditate relativd mai mica de 85%.

& - Purtati intotdeauna ochelari de protectie si manusi atunci cand aveti de-a face cu materiale toxice, caustice sau infectioase.

- Desi lucrati cu acizi nucleici Tnalt purificati, pentru propria dvs. siguranta va rugam sa tratati tot materialul biologic ca
potential infectios. Manipularea si eliminarea acestor materiale trebuie efectuate in conformitate cu instructiunile locale de
siguranta. Deversarile trebuie dezinfectate imediat cu o solutie dezinfectantd adecvata pentru a evita raspandirea
contamindrii la personalul sau echipamentul de laborator.

= Instrumentul deteriorat trebuie livrat producatorului si reparat de producitorul acestuia. Inainte de
livrare, suprafata instrumentului trebuie curatata si sterilizata cu dezinfectant.

>

Blocul termic este fierbinte in timp ce instrumentul functioneaza. Atingerea blocului metalic este strict interzisa

pentru a preveni arsurile.

1.3 Siguranta electrica

A -

>

Instrumentul este proiectat in conformitate cu Clasa de protectie I (IEC).

Pentru protectia impotriva socurilor electrice, instrumentul STC-96A PLUS trebuie conectat direct la o sursa de
alimentare aprobata, cum ar fi o priza cu trei fire cu impamantare pentru linia de 230V (50Hz).

Echipamentele conectate la interfetele analogice sau digitale trebuie sa respecte standardele IEC respective (de ex. IEC 60950
pentru echipamente de procesare a datelor).

Inainte de a conecta cablurile de alimentare la instrument, asigurati-vd ca tensiunea si frecventa sursei de alimentare CA este

de 230V~, 50Hz. Intrerupatorul de alimentare trebuie sa fie oprit inainte de conectarea cablurilor de alimentare.

Pentru a evita deteriorarea accidentald, opriti alimentarea inainte de a conecta cablurile de alimentare sau de comunicare.

Nu atingeti niciodata intrerupatoarele sau cablul de alimentare cu mainile ude.

Nu deconectati niciodata cablul de alimentare fara a opri instrumentul.
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Nu curatati niciodata instrumentul fara a opri intrerupatorul instrumentului si a deconecta cablul de alimentare.

Nu Tnlocuiti niciodata siguranta fara a opri instrumentul si fara a deconecta cablul de alimentare.
Opriti intrerupatorul de alimentare al instrumentului atunci cand nu este utilizat. Cablul de alimentare trebuie deconectat de la priza
de alimentare Tnainte de a deschide carcasa n timpul reparatiei.

Pentru a evita riscul de electrocutare, acest echipament trebuie conectat numai la o retea de alimentare cu impamantare de protectie.

1.4 Compatibilitate electromagnetica

A\

Acest instrument indeplineste cerintele stabilite in GB\T18268 referitoare la transmisie si respingerea
interferentelor.

Nu utilizati acest instrument intr-un loc apropiat de dispozitive cu radiatii ridicate (de exemplu, surse de frecventa
radio fara ecranare), altfel functionarea acestui instrument poate fi interferata.

Se recomanda evaluarea mediului electromagnetic Thainte de a utiliza acest instrument.

Producatorul este responsabil sa furnizeze utilizatorilor informatiile EMC.

Utilizatorii sunt responsabili sa asigure un mediu EMC adecvat pentru a se asigura ca acest instrument

functioneaza normal.
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Capitolul 2 Introducere

2.1 Domeniul de aplicare

Bazat pe reactia in lant a polimerazei (PCR) si tehnologia de monitorizare a fluorescentei in timp real, sistemul STC-96A PLUS PCR in
timp real este un produs de analiza automata, care este destinat sa efectueze detectia calitativa sau cantitativa a probelor de acid
nucleic (ADN/ARN) derivate din ser, plasma, urind, mediu de cultura virala, probe nazale (faringiene) sau tampoane vaginale sau agenti
patogeni, precum si analiza post-PCR a acidului nucleic amplificat prin analiza curbei de topire. Sistemul PCR in timp real STC-96A PLUS
este destinat pentru: 1. Diagnosticul clinic in vitro; 2. Utilizare generala in laborator. Sistemul PCR n timp real STC-96A PLUS este
utilizat exclusiv in cadrul unui laborator, iar utilizatorii sai trebuie sa fie instruiti in tehnologia PCR si operarea instrumentelor si sa fie

familiarizati cu operatiunile aferente.

2.2 Principiul de baza

Reactia in lant a polimerazei (PCR) este utilizata pentru a amplifica o singura copie sau cateva copii ale unei bucati de ADN pe
mai multe ordine de marime, generand mii pana la milioane de copii ale unei anumite secvente de ADN. Metoda se bazeaza
pe ciclul termic, constand din cicluri de Incalzire si racire repetate a reactiei pentru topirea ADN-ului si replicarea enzimatica a
ADN-ului. Primerii care contin secvente complementare regiunii tinta permit amplificarea selectiva. De obicei, PCR consta

dintr-o serie de cicluri de temperatura si fiecare ciclu se imparte in trei etape: denaturare, recoacere si extindere.

PCRin timp real, care se bazeaza pe reactia in lant a polimerazei, este utilizata pentru a amplifica si a cuantifica simultan ADN-ul vizat.
Sondele oligonucleotidice fluorogene sau colorantii de legare la ADN sunt utilizati ca reporteri pentru a monitoriza reactia PCR.
Cresterea semnalului fluorescent este proportionala cu cantitatea de amplicon care este amplificat. Cuantificarea in termeni de unitati
genomice poate fi calculata prin comparatie cu curba standard. PCR in timp real este mai specifica si mai sensibila decat PCR

traditionala.

2.3 Functia principala
Instrumentul poate efectua amplificarea PCR si monitorizarea fluorescentei in timp real a fiecarui tub simultan. Dupa
amplificare, software-ul de operare STC-96A PLUS va analiza datele de amplificare; efectuati analize calitative/cantitative sau

analize curbei de topire si afisati si imprimati automat rezultatele pentru fiecare probd, de exemplu, concentratia initiala.

2.4 Componentele principale
Instrumentul consta din urmatoarele componente: sistemul de control, unitatile de alimentare, unitatea de termociclu, unitatea de

detectare, carcasa instrumentului si software-ul (versiunea: 1.0.0).
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2.5 Structura principala

Tube

Thermal Block ———

= Excitation Filter
< -“;;o LED

Optical
TEC Fiber
Heat Sink —p fPhotoelectnc Sensor

Emission Filter

2.6 Aplicatii
> Detectarea agentilor patogeni clinici
> Cercetare stiintifica de baza
> Screening genetic
> Controlul igienei alimentelor
=  Inspectie de carantina la import si export la vama
- Sanatate publica si epidemiologie

> Detectarea agentilor patogeni animale si vegetale

2.7 Panoul instrumentului STC-96A PLUS

Indicator luminos

BLOCA PUTERE BLOCB

Vedere din spate a instrumentului STC-96A PLUS

Power Switch

Fuse
Electrical Outlet

Type Plate

-COM2 (For Production Testing Only)
—COM1
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2.8 Aranjarea Pozitiilor Puturilor
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2.9 Specificatiile sistemului STC-96A PLUS

General

Dimensiuni (LXAXA) 386x520%x250mm
Greutate 18 Kg

Alimentare electrica 230V~, 50Hz
Consum de energie < 850VA

Nivel de zgomot <55dB (A)

Clasa de protectie |

Interfatd externa cu emisii CLASA B

electromagnetice USB sau RS-232

Parametrii de mediu Temperaturi permise in timpul

functionarii Umiditate relativd permisa in timpul functionarii 10 ~30°C
Temperaturi permise in timpul depozitarii/transportului < 85%
Umiditatea relativa permisa in timpul depozitarii/transportului - 20 ~ 55°C
Altitudine deasupra nivelului marii < 85%

Specificatiile de performanta ale sistemului STC-96A PLUS

Numarul de mostre
Volumul probei

Interval de temperatura
Precizia temperaturii
Uniformitatea temperaturii
Max. Rata de rampa
Metoda de incalzire/racire

Mod de control al temperaturii Capac
fierbinte

Protectie la oprire
Programare avansata
Segmente in fiecare program
Pasi in fiecare segment Cicluri

n fiecare segment

< 2000 de metri

96 x 0,2 ml

15 ~ 50pL

4 ~99°C

+0,10°C

+0,10°C

4.0°C/s

Peltier si Joule

Controlul tubului/controlul blocurilor

Capac fierbinte automat

Da
Da
Max. 9
Max. 9
Max. 99
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Timpul de pastrare al fiecarui pas 00:01 ~99:59 (mm: ss)

Specificatiile unitatii de detectare

Colorant/sonda de detectat

Canalul nr. 1 2 3 4 5 6
Filtru de excitare 470 nm 530nm 585 nm 630 nm
Rezervat Rezervat
Filtru de emisii 510 nm 565 nm 620 nm 665 nm
Configuratie maxima J va va J J va
Actual

a a a a x x

Configurare

Fluorofori FAM HEX ROX Cy5 x x
SYBR-verde JOE Texas-Rosu
VIC
TET
Sursé de lumina LED fara intretinere
Sensibilitate Intre canale < 1,00%

2 un exemplar

Gama de liniaritate 100~ 1010copii/mL | r
Gama de liniaritate | 20,9990
Reproductibilitatea CV<1,00%

Durata de viata a produsului

Durata de viata 7 ani

Data produc';iei Imprimat pe cartea de vizita

Durata de viata a produsului este determinata pe baza evaludrii duratei de viata a componentelor sale critice. Utilizatorii
trebuie sa 1l opereze, sa il intretina si s 1l repare asa cum este indicat in manualul operatorului. Dupa intretinere si reparare,
produsele care sunt verificate pentru a pdstra siguranta si performanta asteptate sunt

permis sa fie utilizat ih mod normal.
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Capitolul 3 Instalarea instrumentului

3.1 Transport si depozitare

Instrumentul trebuie transportat in conformitate cu cerintele de transport din contractul de comanda. Ambalajul original
trebuie utilizat n timpul transportului pentru a preveni deteriorarea instrumentului.

in timpul transportului/depozitarii/ambalarii, instrumentul trebuie depozitat intr-un mediu in care temperatura este de

-20°C.°C~55°Ccu umiditate relativa sub 85% si fara gaz corosiv.

3.2 Despachetarea
Instrumentul de PCR in timp real STC-96A PLUS este ambalat intr-o cutie de carton cu polistiren paletizat umplut spatiul dintre
instrument si cutie de carton. Dupa despachetare va rugam sa verificati daca componentele mentionate in capitolul 3.3 lipsesc sau

sunt deteriorate.

A o NU utilizati instrumentul si contactati imediat distribuitorul daca se constata deteriorari dupa despachetare.

3.3 Lista de ambalare
Articol Cantitate
STC-96A PLUS Cablu de alimentare al 1
instrumentului principal
Cablu de comunicatie
Cablu convertor USB-TO-RS232
Configurare sofeware
Manual de utilizare
Lista de ambalare
Certificare
Siguranta (#5x20mm, 10A, 250V)

Perie de suflare

e N (N e T T Y G S

Capac rezistent la praf
Va rugam sa contactati distribuitorul autorizat Bioperfectus sau sa ne contactati la timp prin support@bioperfectus.com daca vreun articol este

deteriorat sau lipseste.

3.4 Cerinte de instalare
3.4.1 Mediul de lucru

> Instrumentul trebuie asezat pe un banc de lucru orizontal stabil, departe de radiatoare sau dispozitive de incalzire. Evitati lumina directd a
soarelui.

- Nu asezati instrumentul STC-96A PLUS langa dispozitive cu interferente electromagnetice sau inductanta ridicata (de
exemplu, frigider, centrifuge sau oscilatoare).

- Pastrati instrumentul STC-96A PLUS la cel putin 15 cm distanta de obiectele sau peretii din jur pentru a asigura ventilatie

si acces convenabil la comutatorul de alimentare.

A Instrumentul NU trebuie acoperit cu nimic in timpul functionarii.

= Pastrati instrumentul in interior, la temperatura camerei intre 10-30°C,umiditate relativa sub 85%.
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> Pentru a evita socurile electrice, instrumentul trebuie conectat la o priza cu trei fire cu Tmpamantare, care respecta standardele

de siguranta. Sursa de alimentare trebuie sa fie de 230 V AC (50 Hz).

Q Utilizatorii sistemului STC-96A PLUS trebuie sa fie instruiti de catre personal tehnic profesionist de catre
producator sau distribuitor inainte de a instala sau utiliza sistemul STC-96A PLUS.

3.4.2 Cerinte de sistem PC
Computerul trebuie sa indeplineasca urmatoarele cerinte Tnainte ca software-ul STC1.0.0 sa fie instalat:
=  Cerinte hardware recomandate: CPU Intel sau AMD Duo Core 2.8GHz, cu 4G RAM; Memorie video 2G.
> Sistem de operare: Windows XP/Vista/7/8/8.1, cu Windows Office Word/Excel 2007 sau versiunea superioara instalata;

> Rezolutia ecranului: 1280*768 sau mai mare.

3.5 Instalare software

=  Scoateti instrumentul din ambalaj si plasati instrumentul urmand instructiunile din3.4.1.

> Asigurati-va ca instrumentul este n stare de oprire, apoi conectati-l la priza de alimentare folosind cablul de alimentare din
pachet.

> Introduceti cablul RS232 (capatul cu un inel magnetic) in portul COM1 al instrumentului si strangeti suruburile. Conectati
celalalt capat al cablului RS232 urmand instructiunile de mai jos:
- Daca exista un port COM in computer, introduceti direct cablul in acest port COM si strangeti suruburile; Daca
- nu exista un port COM in computer, conectati cablul la portul COM al cablului convertorului USB-TO-RS232 si

strangeti suruburile.Retineti ca NU introduceti portul USB al convertorului in computer in acest moment!

> Introduceti CD-ul de instalare Tn CD-ROM. V& rugdm sa asteptati un moment, apoi urmatoarea fereastra va aparea

automat (Fig 3-1).

STC Installer = x
,\‘x,_ - ®
. STC
Y
= Real-Time PCR System
1 i

I

—8

-

*
g
\..7
N

L 3

=

¥
g 3 Version:1.0.0
Fig 3-1

- ClicInstalati STC 1.0.0si veti vedea asistentul de instalare al programului. Faceti clic pe ,Urmatorul” (Fig 3-2).

35! Setup - STC Real-Time PCR System 1.0.0 - X

Welcome to the STC Real-Time
PCR System 1.0.0 Setup
Wizard

This will install STC Real-Time PCR System 1.0.0 version
1.0.0 on your computer.

Tt s recommended that you close all other applications
before continuing.

Click Next to continue, or Cancel to exit Setup.

Fig 3-2
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5! Setup - STC Real-Time PCR System 1.0.0
Select Destination Location
Where should STC Real-Time PCR System 1.0.0 be installed?
Setup will instal STC Real-Time PCR System 1.0.0 into the folowing folder.

To continue, click Next. Tf you would like to select a different folder, click Browse.

Browse...

Atleast 84.7 M of free disk space is required.

= =

X

5! Setup - STC Real-Time PCR System 1.0.0

Select Additional Tasks
Which additional tasks should be performed?

Urmati instructiunile asistentului pentru a instala software-ul. Pasii specifici de instalare sunt (Fig 3-3):

Real-Time PCR System 1.0.0, then click Next.

‘Addtional shortcuts:

<Back

Select the additional tasks you would like Setup to perform while installing STC.

lext > Cancel

)

B

5] Setup - STC Real-Time PCR System 1.0.0 -

Ready to Install

Setup is now ready to begin installing STC Real-Time PCR System 1.0.0 on
Your computer.

Click Installto continue with the installation, or click Back if you wan to review or
change any settings.

Destination location:
C:\Program Files (x86)\STC Real-Time PCR System 1.0.0
Additional tasks:

‘Addtional shortcuts:
Create a desktop shortcut

BT conel

5] Setup - STC Real-Time PCR System 1.0.0

Wizard

Click Finish to exit Setup.

Completing the STC Real-Time
PCR System 1.0.0 Setup

Setup has finished installing STC Real-Time PCR System
1.0.0 on your computer. The application may be launched by
selecting the installed shortuts.

[ Launch STC Real-Time PCR System

C

Fig 3-3

Daca este necesar un cablu convertor USB-TO-RS232, faceti clic pe ,Instalati driverul USB” din ecranul Autorun si

urmati instructiunile asistentului de instalare (Fig 3-4).Nu conectati cablul USB la computer inainte de a instala

driverul convertorului USB.Conectati cablul USB la computer cand primiti urmatorul indiciu (Fig 3-4 B).

unpluged from the usb port!
Then click OK button to continue

Before starting to install device driver, please confirm device has aleady been

Please insert USE converter into USE port then click OK button.

B

1 Driver installation success!

C

Fig 3-4

Scoateti CD-ul de instalare si porniti instrumentul. Efectuati verificarea sistemului inainte de a incepe sa utilizati instrumentul
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3.6 Verificarea sistemului

Va rugam sa parcurgeti urmatorii pasi pentru a verifica dacd programul este instalat cu succes.

> Porniti alimentarea instrumentului;

L Deschideti cursorul blocului A si puneti patru tuburi PCR goale de 0,2 mlin godeurile A1, A6, H1 si H6. inchide glisorul; Deschideti
glisorul albastru al blocului B si puneti patru tuburi PCR goale in godeurile A7, A12, H7 si H12. inchide glisorul;

L Deschideti interfata STC1.0.0. Faceti clic pe fisierul sablon,,Verifica"in zona din stdnga sus a ecranului de pornire al experimentului;

L SelectaFugifila si faceti clicinceputbutonul din partea dreapta sus a ecranului pentru a incepe experimentul.

Odata ce programul a inceput, vd rugdm sa observati cu atentie procesul experimental si sa verificati urmatoarele puncte:

L Capacul fierbinte poate fi inchis cu succes.

=  Temperatura blocului creste sau scade cu succes. Verificati daca temperatura in timp real afisata pe ecran
este aceeasi cu temperatura tintg;

=  Detectarea fluorescentei poate fi efectuata si valoarea fluorescentei poate fi afisata in timp real pe ecran.

L Daca experimentul de verificare se poate termina normal, inseamnd cd sistemul este instalat cu succes

é Daca instrumentul NU poate porni sau apar erori in timpul functionarii, va rugam sa opriti instrumentul si sa
contactati imediat producatorul sau distribuitorul!

3.7 Cerinte de reactivi
Daca instrumentul este utilizat pentru diagnosticarea clinica in vitro a bolilor, pot fi utilizati numai reactivi cu licenta de inregistrare a produsului, o
licenta de autorizare a produsului si un certificat de produs emis de Biroul national de supraveghere a medicamentelor. Nu utilizati reactivi dupa data

de expirare deoarece este posibil ca acuratetea detectdrii sa nu fie asigurata.

3.8 Controlul calitatii in sistemul STC-96A PLUS

Pentru a asigura acuratetea detectarii sistemului STC-96A PLUS, trebuie respectate urmatoarele puncte:

- in experimentul cantitativ, probele de control standard, negative si pozitive ar trebui s& fie continute pentru a monitoriza fiabilitatea
experimentului si performanta instrumentului.

L Esantioanele de control al calitatii de la autoritatea relevanta trebuie achizitionate in mod regulat pentru a verifica performanta reactivilor si

a instrumentului.
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3.9 Flux de lucru
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Capitolul 4 Experiment

Programul STC 1.0.0 al Sistemului PCR in timp real STC-96A PLUS este compus din trei module functionale: Experiment, Proiect si Instrumente.
Acest capitol explica principalele functii ale Experimentului. Experimentul este compus din ecranul de pornire si Expertul pentru experiment.
Acasa ofera acces rapid la crearea si deschiderea experimentelor, in timp ce Expertul pentru experimente ofera utilizatorilor un ghid procedural
pentru configurarea, rularea si analizarea experimentelor. Inainte de a incepe operarea, va rugdm sa consultati capitolul pentru a va familiariza
cu software-ul. Continutul acestui capitol este urmatorul:

>  Experiment Home;

= Introducere in Experiment Wizard;

- Cum sa creati si sa rulati un experiment;

- Cum sa vizualizati si sd analizati un experiment;

> QuickStart Experiment din sablon;

L Imprimare/export de date.

4.1 Experimenteaza Acasa

Faceti dublu clic pe pictograma software-ului STC 1.0.0 pe desktop pentru a deschide software-ul sau faceti clic,,Start”> Programe> STC
Sistem PCR in timp real 1.0.0> STC 1.0.0pentru a intra in ecranul de start al STC 1.0.0. Ecranul de start al programului STC 1.0.0 este compus din

trei file: Experiment, Proiect si Instrumente. Faceti clic pe ,Experiment” in ecranul de pornire al experimentului (Fig 4-1).

[ Rulati experimente ] [ Fila Modul ] [ Pornire rapida ]

oiltest
Experiment_20.

DP292 DP292
312-313.2015_. 301-313_2015_

\

2 Home A test @ /

AN

[ Analizati experimentul ] [ Experimente recente ] [Baradeactivité;i ]

Fig 4-1
Experiment Home ofera mai multe comenzi rapide pentru crearea sau analizarea experimentelor, dupa cum este descris mai jos:
L Expertul experimentului:Creati un nou experiment urmand Expertul pentru experimente.
> Ultimul experiment:Creati un nou experiment cu setdri si placa din cel mai recent experiment.
L Importati aspectul placii:Rulati un experiment importand un fisier de configurare a experimentului in format csv.

- Experienta deschisa:Deschideti un fisier de experiment pentru analiza.
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> Pornire rapida din sablon:Faceti clic pe un buton sablon pentru a incepe imediat un experiment.

> Deschideti experimente recente:Lista aratd experimentele care au fost deschise sau rulate recent. Faceti clic pe un nume de fisier pentru a-|
deschide.
E Faceti clic dreapta pe un experiment pentru a deschide folderul fisierului specificat sau stergeti fisierul din listd sau stergeti lista
curenta.
- Bara de activitati:Afisati experimentele deschise sau in curs de desfasurare si Pagina principala a experimentului. Utilizatorii pot deschide pana la 10
fisiere (inclusiv fisierele care ruleaza in prezent) in acelasi timp. Faceti clic pe fila cu numele experimentului pentru a-I deschide. Clic H pictograma
Fal
~ . . . ™ Home . . - A
pentru a inchide fisierul curent; Clic pictograma pentru a comuta la Experiment Home, care este intotdeauna afisata in

stanga jos a barei de activitati

4.2 Introducere in Experiment Wizard
Aceasta sectiune descrie interfata Experiment Wizard si procesul sau de lucru, precum si functiile de baza ale Well Selector si Well
Information Table, care sunt elemente cheie ale Experiment Wizard. Inainte de a crea un experiment, utilizatorii ar trebui sa citeasca cu

atentie aceasta sectiune pentru a afla operatiunile de baza.

4.2.1 Prezentare generala a Expertului Experiment

Interfata luiExperimenteaza Acasaofera mai multe comenzi rapide catre Experiment Wizard - utilizatorii pot accesa Experiment
Wizard fie ficand clic pe ,Expertul de experimentebutonul ” sau butonul “Deschideti experimentul” si alegeti un fisier. Intr-un mod
orientat spre proces, Expertul pentru experimente ghideaz3 utilizatorii prin setdrile, rularea si analizele experimentului. In interfata sa
(Fig 4-2), puteti gasi filele procesului de experiment in partea stanga, cu comenzile de meniu disponibile pentru procesul curent in
partea de sus. Functionalitatile disponibile procesului curent pot fi gasite in mijlocul ecranului. Meniurile si zonele functionale variaza

in functie de aplicatiile experimentale diferite. Mai jos este fila de analiza experimentala pentru experimentul cantitativ absolut.

E Faceticlicpe ' pictograma din dreapta barei de meniu pentru a ascunde textul meniului. In timp ce textul meniului este ascuns, meniul drop-down
A meniul va fi de asemenea ascuns.

[ Fila Modul ] [ Bara de meniu ]

= A @ AT I ez ;
o : o /o |‘i '«:iﬂ

e =) EREEGECIRER\ Tre el Piogram ®
m Well | Project ¥ Tube Name | Channel Y| Targst ¥| Color| Type ¥| Property ¥| Ct ¥| GtCV(%) ¥ Con ®
= .z [lope: 350367
7 85 | shuiyuan B 1 1 Bl stndads 1.000E5 2915 018 ¢ R i e e
shuiyuan L ndards ¢ ey {100,
Ohpae | 2 15 | shu u i 1 B Sewes 100085 2920 018 o e Dt
9 Db ‘:hu\yuan i 1 1 B Swndads  1.000E5 2911 018 27.00
M 10 E7 | shuian = 1 1 B Sendads 1000E5 2003 0.8 s e
17| s il : 1 W Uk 3196 2un
& 120 A8 | shuiyuan il 1 1 B sendads 1000E5 2019 018 ol 2
24
< >
20
rarget| Channel |Analysis Type | Baseline Start | Baseline End|Baseline Optimization | Auto Threshold | Manual Threshold [Digital Filter Log(Cong)
11 1| cumawe s w2 Auto “ o1 W —— 5

2.52024
221083
150143
156202
= 128262
097321
086381
0.35440
0.04500
25841

13 5 7 8 1113 1517 18 21 23 25 27 29 31 33 35 37 3
Croe

(L Unkilgwn g Standards Row T @ @B LCUOLEPF@Cc@H

£\ Home ) test @
Fila Procesul experimentului Zona Functionala Bara de activitati ]

Frg4=2

Tabelul de mai jos explica principalele functii ale filelor din procesul de experiment.
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Pentru a afisa informatii despre instrument; editati sau afisati informatii de baza despre
Infiintat 4.3.2
experimente si setdrile instrumentului.

Editati si vizualizati informatii despre puturi de reactie, inclusiv importarea proiectelor
Placa 433
si definirea proprietatii putului.

Esantion Pentru a introduce informatii despre esantion, inclusiv descrieri ale pacientului. 4.3.4

Alergati (inainte/in timpul

Incepeti experimentul si monitorizati datele in timp real. 4.3.5

functionare)
Alearga (dupa alergare) Afisarea curbei de temperatura si a informatiilor de functionare. 4.4
Analiza Afisarea si analizarea datelor experimentului. 4.4

4.2.2 Lucrul cu Well Selector

Well Selector (Fig. 4-3) este o placa de puturi virtuala in partea de jos a ecranelor din fila Plata si Analiza. Este folosit pentru selectarea,
editarea si afisarea mostrelor. Un tabel de 12*8 este afisat in Well Selector, locatia fiecarei celule corespunzand fiecarui godeu din
blocurile de reactie din instrumentul STC Real-TimePCR. Pentru STC-96A Plus, celulele de la coloana 1 la coloana 6 reprezinta blocul A
n timp ce restul corespund blocului B. Godeul colorat din selectorul godeului indica faptul ca exista probe in godeu. Culorile diferite

indica diferite tipuri de mostre, ale caror legende sunt afisate sub placa putului.

Unknown (@ Standards (@) Positive () Negative

Fig 4-3

4.2.2.1 Selectarea bine

> Faceti clic pe un put pentru al selecta; apasati peCtrltasta si faceti clic pe un godeu selectat pentru al deselecta. Putul selectat este colorat cu
gri pe fundal, in timp ce informatiile sale detaliate sunt afisate n tabelul cu informatii despre put si in curbele aferente. Va rugam sa
consultati 4.4 pentru mai multe informatii.

> Dupa ce ati selectat un put, apasati tastaSchimbaretasta si tineti apdsat in timp ce faceti clic pe un alt put, apoi veti selecta
continuumul dintre doud puturi.

> Apasati tastaCtrltasta si tineti apasat in timp ce faceti clic pe mai multe godeuri pentru a selecta cateva godeuri discrete.

- Faceti clic pe zona goala din partea stanga sus a selectorului de godeuri pentru a selecta toate godeurile.

= Apasati tastele sageti pentru a naviga prin puturi.

4.2.2.2 Selectarea probei
> n experimentele cu un singur tub, fiecare proba corespunde unei eprubete; selectarea unei sonde este egala cu selectarea unei probe.
> in experimentele cu mai multe eprubete, fiecare proba corespunde la 2 sau mai multe eprubete. Puteti selecta un put sau o proba dupa cum
urmeaza:
- Pentru a selecta o proba: Faceti clic pe o sonda, apoi veti selecta un set de sonde provenite dintr-o probg;
- Pentru a selecta un godeu: Apasati <Ctrl> de pe tastatura si mentineti apasat in timp ce faceti clic pe un godeu pentru a selecta un singur godeu.

E Daca doriti sa personalizati preferintele de selectie a puturilor, va rugam s& accesatilnstrument > Optiune de selectare a

puturilor. Pentru mai multe informatii despre experimentul cu un singur tub sau cu mai multe tuburi, consultati 5.2.

4.2.2.3 Functiile selectorului de puturi
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> Schimbati informatiile pentru a fi afisate pe placa de put:in mod implicit, numele proiectului este afisat pe placa putului.
Utilizatorii pot schimba afisarea informatiilor pe placa putului. Faceti clic dreapta pe Well Selector, selectati meniul de
Afiseaza bine, si puteti alege sa afisati numele proiectului, numele pacientului (Fig 4-4), eticheta, numele tubului sau numele

probei. Utilizatorii pot deschide si meniul dePreferintesi schimbatiAfiseaza bineinOptiuni de selectare a puturilor.

i Unknown [ ) Standards

Fig 4-4

- Ascunde selectorul de bine:Faceti clic dreapta pe Tabelul de informatii Well si deselectatiAfisati selectorul de bine.

- Salvare Well Selector ca imagine:Faceti clic dreapta pe Well Selector si selectati comandaSalvati imaginea capentru a salva selectorul
de puturi ca imagine.

- Omiteti puturile:Cand exista date anormale in probe, programul va marca automat godeurile anormale (cum ar fi

standardele nu au putut fi amplificate) ca godeuri omise. Aceste godeuri omise sunt marcate cu alb

cruci , In timp ce datele lor nu sunt afisate Tn Well InformationTable si pe diagramele corespunzatoare. Daca

doriti sa omiteti puturile manual, faceti clic dreapta pe selectorul puturilor si selectati meniulOmite Wellspentru a eticheta curentul
puturi selectate ca puturi omise. DeselectatiOmite Wellspentru a elimina semnele.
- Modificati stilurile de urmarire pentru godeurile selectate:Selectati mai multe godeuri in selectorul de godeuri si marcati

curbele godeurilor selectate. Pentru o descriere detaliatd, consultati Stiluri de curbe la pagina 20.

4.2.3 Lucrul cu tabelul cu informatii despre sonde

in ecranul Analiza experimentului, informatiile detaliate ale probelor selectate din Selectorul godeului sunt afisate in Tabelul cu informatii
despre godeu de mai sus (Fig. 4-5), inclusiv numarul godeului, numele tintei, rezultatele calculului si informatiile despre pacient. Utilizatorii pot
face o selectie suplimentara de mostre in Tabelul cu informatii despre sonde. Sondele selectate au un fundal gri, in timp ce curbele lor sunt

afisate pe diagramele corespunzatoare.

_ wellInformatian Tabls: &
Well ¥ Project ¥ Channel ¥ Target ¥ Color| Type ¥ Propery ¥ Ct ¥ CtCW(%) ¥| Concentrati
1 B1 shuiyuan 1 1 B Sondards 1000E5 2820 0.3z 9.640E¢
2 E2 | shuiyuan 1 1 | Standards  1.000ES5 28.05 0.3z 1.056EE
3 H2 | shuiyuan 1 1 B  Sendards  1000E5 2805 0.3z 1.058EE
4 B3 shuiyuan 1 1 - Standards  8.000E3 3222 7 7?3Ei:
5 F3 shuiyuan 1 1 B  Swndards  1000E5 2824 032 9.384E¢
6 A4 | shuiyuan 1 1 B  Sondards  1000E6 2809 032 1.034E¢
7 ¥ G4 | shuiyuan 1 3 B Sondads  1000E5 2804 032 1.065E¢
8 E5 | shuiyuan 1 1 | Standards  1.000E5  28.02 032 1.081Ef
9 C6 | shuiyuan 1 1 Standards  1.000ES 28.00 032 1.096E¢
10 D7 | shuiyuan 1 1 B Swndards 1000E5 2818 032 8.764E:
< >
Fig 4-5

4.2.3.1 Afisare si selectie
- Ascunderea/Afisarea coloanelor din tabel:Faceti clic peMasameniu pentru a deschideSetari de cdmpcaseta de dialog (Fig 4-6). Daca

doriti sa afisati o coloand, bifati cdmpul; pentru a ascunde o coloana, debifati acest camp.
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Field Setting X

Select Fields Edit Field |

|| Project
|« sample Name Field Mame Wigl|
[+] Tube Name
[Z] Channel Field Type Text ks
[ oye
[/] Target Field Content :
[/] calor

[] Type

[/] Property
|| RepliD
L !
[ | ctMean |
[]etso

[] ot v

Mave Lp || Moy Down ‘

| Mewrield || Deletefiel | | WewConient. | | Beiete content |

/I‘ Confirm Cancel
Fig 4-6

- Modificati ordinea coloanelor din tabel:Daca trebuie sa ajustati locatia unei coloane in tabelul cu informatii
despre put, selectati-o in tabelul de mai sus si faceti clic pe butonul Mutare n sus sau in jos.
- Afisarea probelor cu mai multe tuburi:in mod implicit, probele cu mai multe tuburi sunt separate prin linii de impértire intre; n

daca doriti sd ascundeti linia de despartire, mergeti la Preferinte din meniu si deselectati ,Afisati exemple de linii de despartire."

- Selectarea datelor:selectia implicita a datelor este selectarea mostrelor. Daca doriti sa schimbati modul de selectare a datelor, ,,
Modul de selectare a datelor” in comanda de clic dreapta (sau meniuPreferinte > Optiuni tabel cu informatii despre put > Modul
de selectie a datelor) ofera 4 moduri de selectie a datelor:
- Tinta: faceti clic pe o celuld pentru a selecta randul care contine celula. In acest fel, puteti selecta o singuré tint; Ei bine: Faceti clic
- pe o celula pentru a-i selecta godeul corespunzator;
- Sample: Faceti clic pe o celula pentru a selecta esantionul corespunzator; daca proba este dintr-un singur tub, se selecteaza un
singur godeu; daca proba este multitub, atunci sunt selectate mai multe godeuri dintr-un set de probe.

- Celula: Faceti clic pentru a selecta o celula.

4.2.3.2 Filtrare si sortare

>  Sortarea mostrelor:in mod implicit, mostrele din tabel sunt sortate intr-un mod de sus in jos in Well Selector
(vertical, A1,B1,...,G1,H1). De asemenea, puteti face clic pe ¥ pictograma de pe antetul coloanei putului pentru a sorta datele
urmatoarele moduri:
- Orizontala: Probele sunt aranjate de la stanga la dreapta, adica A1,A2,A3 ...;
- Prioritate orizontala si bloc A (numai pentru STC-96A Plus/STC-96A): esantioanele sunt aranjate de la stanga la

dreapta, incepand de la blocul A la blocul B, adica A1,....,A6, B1, ...H6, A7, A8..H12;

>  Sortarea coloanelor:Faceti clic pe pictograma de pe antetul coloanei (cu exceptia coloanei Well) si selectati
Ascendent(Fig 4- 7), apoi datele sunt sortate in ordine crescatoare iar pictograma de sortare apare pe antetul coloanei;
ClicDescendentpentru a afisa datele in ordine descrescatoare; daca doriti sa anulati sortarea, faceti clic pe

clic dreapta pe comandaStergeti Sortarea.

Clear Sorting

Ascending
Descending
Clear Filter

Custom Fliter...

Fig 4- 7
= Filtrare:Faceti clicpe ' pictograma de pe antetul unei coloane, puteti filtra datele selectdnd datele din date

lista (Fig 4-8). Faceti clic peFiltrare personalizatapentru a efectua filtrarea avansata pe aceasta coloana (Fig 4-8).
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Clear Sorting
Ascending
Descending
Clear Filter

Custom Fliter...

[l
(Blanks)

i Standards

4 Unkneown

Cancel

Custom Fliter...

Fliter condition :
ReplID

®and (or
| =
| Clear Filter | | Confim | | Cancel

Fig 4-8

- Sortare multipla:Faceti clic dreapta in zona Tabelului cu informatii despre sonde, selectatiSortare multipla...comanda si

apare urmadtoarea caseta de dialog (Fig 4-9). Puteti efectua mai multe tipuri de date pe acest ecran. De exemplu, daca

doriti sa sortati valorile Ct ale diferitelor tinte din diferite proiecte in ordine crescatoare, selectati ,Proiect”, ,Target”si ,Ct"

in ,Sort By”, ,Then By" si, respectiv, ,Then By" .

Multiple Sorting

Sort By :

| ‘| @) Ascending () Descending

Then By:

Then By :

|_| (@) Ascending () Descending

|“| (@) Ascending (_) Descending

| confirm | | cancel

Fig 4-9

> Stergeti sortarea si filtrarea:Utilizati comanda clic dreaptaStergeti Sortarea si filtrareapentru a sterge toate criteriile de sortare si

filtrare.

4.2.3.3 Imprimarea sau exportul datelor rezultate

Facand clic dreapta Tn zona Tabelului cu informatii despre sonde (Fig 4-10), puteti utiliza urmatoarele comenzi pentru a obtine comoditate in

procesarea datelor:

> Copiati datele selectate in clipboard:Copiati datele selectate in Clipboard.

- Exportati datele selectate:Exportati datele selectate in Excel.

- Tipariti datele selectate:Imprimati datele selectate.

T‘C Daca doriti sa copiati sau sa exportati anumite date ale tabelului, selectati meniul cu clic dreaptaModul de selectare a datelor>celula,
atunci sunteti liber sd selectati orice date si sa le exportati sau sa le copiati in Clipboard.

4.2.4 Lucrul cu Chart

Copy Selected Data to Clipboard

Export Selected Data...
Print Selected Data...

Show Analysis Parameters Table
Show Well Selector

Data Selection Mode

Multiple Sorting...
Clear Sorting®& Fliter

Fig 4- 10

Diagramele curbe sunt afisate In partea dreaptd aAnalizafila din Expertul experiment; acestea pot varia in functie de diferitele moduri de

analiza. Urmatoarele sunt principalele caracteristici ale diagramelor curbe; pentru mai multe informatii, va rugdm sa consultati Capito/ul 7

Aplicatia software.
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4.2.4.1 Vizualizarea diagramelor curbe
Plasati mouse-ul peste o curba; apoi va fi ingrosat cu negru si va apdrea o caseta de mesaj care arata informatiile detaliate
ale curbei; intre timp, toate informatiile aferente din ecran vor fi evidentiate (Fig 4-11).

ftl ] Pentru a inchide caseta de mesaj, faceti clic pePreferintemeniu si apoi debifati ,Afisati detalii cand treceti cu mouse-ul
' peste curbe” inOptiuni grafice.

Amplification Curve. XRawAmphﬁcatiun Curve L]

474475
4163 22
358169
300018

|& 241883
1837.10
125557
687404

8251
48302

Well No.:E10
Chanrel @1
Target :1
Type:Standards
Hame
En:863. 61

13 5 7 8 11131517 19 21 23 25 27 29 31 33 35 37 39
Cycle

| [ Row - @-®° CUDLUEGF@c@H
Fig 4- 11

>  Reglati valoarea maxima a axei Y:in mod implicit, maximul axei Y a unei diagrame curbe este fix, ardtand valoarea
maxima a tuturor datelor. Daca doriti sa modificati setarea implicita, accesatiPreferintemeniu >Optiuni grafice> Scalarea

axei Y se ajusteaza automat prin:

Optiuni Descrieri

Valoarea maxima a axei Y este valoarea maxima a tuturor curbelor din selectorul
Toate curbele

de godeuri.
Canale selectate Maximul Y variaza in functie de canalele selectate.
Proiecte selectate Maximul Y variaza in functie de proiectele selectate.
Fantani alese Y maxim variaza in functie de godeurile selectate

>  Maérire/Micsorare:SelectaZoomin meniul de clic dreapta. In fereastra pop-up (Fig 4-12), introduceti valorile maxime si minime
ale Axei X si Axei Y. ClicAplicatisi inchide fereastra. Daca trebuie sa restabiliti cantarul, faceti clic pe Implicitbutonul sau in

meniul contextual cu clic dreapta, faceti clic pe ,Setati Scala la implicit” comanda.

Z0O0OM X
Minimum Maximun
X Avis - 05|
¥ A -480.02 /%) §326.28 3
Default Apply | Close ]
Fig 4- 12

Mariti o portiune dintr-o diagrama:Daca doriti sa vizualizati detaliile unei anumite zone dintr-o diagrama, plasati cursorul deasupra
si Tn stanga zonei diagramei pe care doriti sa o mariti; apoi faceti clic si trageti mouse-ul in jos si la dreapta (Fig 4-13); regiunea din
dreptunghiul pe care I|-ati tras va fi marita automat. Pentru a restabili diagrama la dimensiunea initiala, faceti clic si trageti mouse-ul in

sus si la stanga.
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T Curie \RawAu Curve

£

474475
4163 22
3581.69
3000.18

= 241883
1837.10
125557
B74.04
9251
489 ‘321

3 5 7 9 1113151719 2123 25 27 29 31 33 35 37 39
Cyck

| Row ¥ ® @B LCODWESF @C@H
Fig 4-13

4.2.4.2 Schimbarea stilurilor curbei
Utilizatorii pot personaliza culorile curbelor si pot schimba stilurile curbelor adaugand etichete la curbe. Daca trebuie sa modificati stilul unei

curbe, treceti cursorul peste curba (cand curba devine neagra si aldine); alege ,Stiluri de urmarire” in meniul de clic dreapta. In urmatoarea

caseta de dialog, modificati culoarea curbei sau adaugati etichete (Fig 4-14).

Arnplification Gurve ] RawAmplification Curve \ L]
Trace Styles X
573576
509244
4449.12
Color: b4
o 1= 380581
£ 316249
Syrnbol : | Circle - A,
= 187565
123253 r—
589.21
S411
13 5 7 8 11131517 19 21 23 25 27 29 31 33 35 37 38
| apply | | close | N
| [ Row [ [oekult] @~ @5 O C @D WE@F @c@H
Fig 4- 14

Dacd doriti sa modificati stilurile mai multor godeuri simultan, mai intéi selectati sondele care urmeaza sa fie modificate in Selector de godeuri,
apoi faceti clic dreapta in zona Selectorului de godeuri si selectati ,Stil curba” pentru a deschide urmatorul ecran (Fig 4-15), puteti modifica

stilurile de curba pentru toate sondele selectate sau pentru o anumita tintd a sondei selectate.

Trace Styles X
Caolor: b4
Symbol - | Circle =
| Apply | | Close
Fig 4- 15

4.2.4.3 Copiere si export

- Salvati o imagine grafica:in meniul de clic dreapta, faceti clic pe ,Salvati imaginea ca..." pentru a salva diagrama curenta ca imagine.

L Copiati o imagine grafica:in meniul de clic dreapta, faceti clic pe ,Copiati Tn Clipboard" pentru a copia diagrama curents in clipboard.

- Imprimare:in meniul de clic dreapta, faceti clic pe ,Imprimare...” pentru a imprima imaginea grafica curent.

L Exportati datele curbei: Selectati ,Curba de export..." in meniul de clic dreapta pentru a exporta datele tuturor curbelor de pe diagrama in
fisiere Excel.

>

Copiati datele curbei selectate:Treceti cursorul peste o curba; atunci curba este ingrosata in negru. in meniul de clic
dreapta, faceti clic pe ,Copiati datele selectate in Clipboard...” pentru a salva datele curbei in Clipboard.

4.3 Cum sa creati si sa rulati un experiment

Aceastd sectiune descrie cum sa utilizati software-ul STC1.0.0 pentru a crea si rula un experiment, precum si caracteristicile detaliate ale tuturor

interfetelor. Pentru diferite experimente, optiunile de meniu afisate pot varia. Pentru mai multe informatii, vd rugam sa consultati Capito/ul 7

Aplicatia software.
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4.3.1 Creati un nou experiment
@ Conectati cablul USB Converter sau cablul serial R$-232 la computer si porniti instrumentul.

Software-ul STC1.0.0 este capabil sa controleze mai multe sisteme STC Real-TimePCR (inclusiv
STC-96A, STC-96A PLUS si STC-48A) simultan.

tl Pentru mai multe informatii despre cum sa conectati instrumentul la computer, vd rugam sa consultati3.5 Instalare

software.

9 Faceti dublu clic pe pictograma software-ului s7c 100 pe desktop pentru a rula software-ul sau faceti clicStart > Programe > STC
Real-TimePCR System 1.0.0pentru a deschide software-ul. Faceti clic peExperimentdin partea de sus a ecranului pentru a intra in

ecranul principalAcasa experimentala(Fig 4- 16).

st 201508518

UF Homa A lest @ A 20150531 14-41-45 @

Fig4-16
9 Pentru a crea un nou experiment, faceti clicExpertul de experimentebutonul din stdngaAcasa experimentalaecran:
=  Dacd exista un singur instrument conectat la computer, veti intra direct in expertul de experiment, unde

modelul si numarul de serie al acestui instrument sunt afisate inInstrumentzona (Fig 4- 17).

Modsl:  SETC.96A PLUS o snoraos
i [aots0525 113512 | sawpan] | e
Experiment e - | Qualtaivebsau Quanitaive %] opersar | susitor
Commants
[ Blocka [ Blocke ] Use Hotlig
(@ iockCortrl Tuve cortl
4 Home A test @ *2015-05-25_11-35-12 @

> Daca existd doua sau mai multe instrumente conectate la computer, urmatoarea caseta de dialog (Fig 4-18) apare dupd ce

ati facut clic. Selectati un instrument de utilizat din lista, faceti clicConfirmabutonul pentru a intra in interfata expertului de

experiment.
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COM Port Model S ‘ Remark Instrument £
1 comz ISTC.96APLU S SM16022411 | wacancy
2 COnl4 STC-96APLUS ~ BMN16023403 vacancy
T COMY ) STC-96A PLUS k SMN16023404 ) vacancy
T COMS i ESTC-96A PLUS ) SN16023402 ] ) vacancy

Fig 4-18
> Dacd nu este conectat niciun instrument la computerul dvs., dupa ce faceti clic apare urmatoarea casetd pop-up (Fig. 4-19).
Puteti reconecta instrumentul sau puteti face clicModul virtualpentru a intra In modul virtual in care puteti configura un

experiment in loc sd 1l rulati.

-

Cannot connect to the instrument!
Connect the instrument to your computer and power on the
instrument, then click "Retry".

Virtual Mode | Retry

Fig 4- 19

E Pentru mai multe informatii despre crearea unui experiment, consultati<.2. 7 Ecranul Experiment Wizard.

4.3.2 Definiti proprietatile experimentului

s
Model:  ISTC-96A PLUS B SN11092411
(w Experiment Properties
Experiment Name | 2015-07-01_11-08- | savePatn:] ciProaram Files pesisL | [erwse|
0]
Experiment Type : | QualitativelAbsolule Quantiative [=]  operater: | [ ewitor 1]
Comments : ‘
J
Instrument Setup
SeledRzacion ok Sasligiode,
BlockA BlotkE Use Hotlid 9
| Tempersture Control Mode L Channel Scanning Mode
(&) Block Control I () Tube Cantrol () 8ean Selected Channels () seanal o

£ Home A testnew-! @ A <2015-07-01_11-04-45 @ A *2015-07-01_11-08-22 @ /

Fig 4- 20
(1] Faceti clic peInfiintatfila(Fig 4- 20) si introduceti informatiile generale inInformatii despre experimentzona:
> In domeniulNumele experimentului, introduceti numele experimentului. Lungimea numelui experimentului
trebuie sa fie cuprinsa intre 1 si 50 de caractere. Numele implicit este momentul crearii noului experiment (format:
AAAA-LL-ZZ_HH-LL-SS).
=  Selectati tipul de experiment inTip de experimentlista derulanta.
=  (Optional) Puteti modifica calea in care este salvat fisierul in ,Salvati Calea” camp; daca nu modificati calea,

fisierele sunt salvate implicit Tn folderul Experiment din directorul de instalare a software-ului.
- (Optional) daca este necesar, introduceti informatii despre operator, auditor si note.

® inzona deSelectati Blocuri de reactie, selectati bolck(e) in functie de cantitatea dvs. de proba. Pentru instrumentele

STC-96A PLUS, exista doua blocuri de reactie independente, Blocul A si Blocul B.
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e Selecta, Folositi capacul fierbinte”in zona deModul cu capac fierbinte. Folosirea capacului fierbinte inseamna ca in timpul experimentului

temperatura capacului fierbinte va fi mentinuta la 105°C,care impiedica evaporarea reactivilor.

Daca nu se foloseste capacul fierbinte, trebuie adaugat ulei de olefina pentru a preveni evaporarea si condensarea reactantilor, ceea

ce poate duce la rezultate eronate.

(4] Alegeti modul de control al temperaturii in,,Modul de control al temperaturii“zona. Implicit,Controlul blocuriloreste
recomandat.

- Controlul blocurilorinseamna ca timpul de mentinere al programului termic nu incepe sa se reduca pana cand
temperatura din blocul de reactie atinge temperatura tinta.

- Controlul tubuluiinseamna ca timpul de mentinere al programului termic PCR nu incepe sa se reduca pana cand
temperatura medie a solutiei dintr-un tub nu atinge temperatura tinta. Tube Control este mai precis decat Block
Control, dar dureaza mai mult timp pentru a finaliza experimentul.

e InModul de scanare a canalelorzona, selectati modul de scanare adecvat. Implicit,Scanati toate canaleleeste

recomandat.

- Scanati canalele selectateinseamna ca sistemul optic scaneaza doar canalele care sunt utilizate in proiecte. De
exemplu, daca canalele FAM, VIC si HEX sunt utilizate intr-un proiect, instrumentul scaneaza doar aceste trei
canale.

L Scanati toate canaleleinseamnd cd sistemul optic scaneaza toate canalele (in total 4 canale) in timpul
experimentului.

Daca selectati ,,Scanati canalele selectate” si doriti sa adaugati un nou proiect in timpul experimentului, atunci

cand numarul de canale il depaseste pe cel al primului proiect, atunci datele noului canal adaugat nu sunt

Tnregistrate. Prin urmare, ,Scan All Channels” este recomandat daca reactivul nu este sensibil la expunerea la
fluorescenta.

:. Pentru informatii despre proiect si canal, va rugam sa consultati5.2 Creare proiect.

4.3.3 Configurare bine
o ClicPlacapentru a intra in ecranul pentru definirea corecta (Fig 4-21). Alegeti puturile pentru a fi editate inSelector de bine. in cazul
probelor cu mai multe tuburi, numarul de godeuri pe care trebuie sa le selectati ar trebui sa fie cel putin mai mare decat numarul de

godeuri ale unei probe.

ﬁ sau mai multe informatii despre functionarea de baza a selectorului de puturi, va rugam sa consultati4.2.2 Lucrul cu Well elector.

"'J J
I Print 1

1
—wt G »
Option

mpl Information Editor

€SI | | vt v Projoct ¥ SampleName ] TuboName ) Cramnel ¥] Dye | Tast ¥ Typs | Propery 7| RepllD 7|

) AT shuiyuan
B1  shuiyuan
€1 shuiyuan
D1 shuiyuan
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G shuiyuan
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5 E1  shuiyuan
6

7

g H1  shuiyuan
°

Tube 1
Tube 1
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FAM
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Unknown
Unknown
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e
e
e
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ool

0 B2 shlwuar\
11 C2 shi
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Sarmple Name: |

Make Replicates [ | Repl. D

TubeName | Channel Target Froperty
1 Tubet 1 .

4 Home /\  *2016-03-07_10-19-25 @ /

Fig 4- 21

Q Selectati un proiect adecvat din lista de proiecte din partea dreapta sus a ecranului. Toate fisierele de proiect salvate anterior de

utilizatori in software sunt afisate n lista de proiecte. Mutati cursorul la numele proiectului pentru o previzualizare a
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informatii despre programul termic al proiectului; click pe L_._I pictograma numelui proiectului pentru a vedea detaliile pentru acesta
proiect.

f(_] Daca nu puteti gasi fisierul de proiect in lista de proiecte, trebuie sa creati un fisier de proiect sau sa contactati

producdtorul reactivului. Va rugam sa consultati5.2 Creare proiect.

Puteti rula mai multe proiecte intr-un singur experiment. Dupa ce selectati un proiect din lista de proiecte,
fisierele de proiect cu acelasi program termic ca si in proiectul selectat sunt inca disponibile pentru a fi utilizate
(Fig 4-22); in timp ce proiectele cu diferite programe termice sunt estompate (indisponibile).

Step 2: Select Project Files

[¥] shuiyuan O]
[ Hev 5]
. a

Fig 4- 22

(3) Editati tipul esantionului si proprietatea inPasul 3: Definiti bine(Fig 4- 23). in mod implicit, tipul sondelor selectate este

Necunoscut. Daca este necesar, modificati tipul facand clic peTip esantionmeniul derulant.

Step 3: Define Samples Properties.

Sample Type : j_dnknuwn \T| Property: |7‘
Sarmple Mame | |
Make Replicates || Repl.ID:
Tube Name | Channel Target Property
1_ Tube 1 | 1 | 1
Fig 4- 23

Daca este necesar, introduceti informatii despre esantioane inProprietatedomeniu. Puteti edita proprietdtile pentru fiecare

tintd separat in tabelul tinta.

- Daca trebuie sa definiti replici, selectatiSetati Replicatecaseta de selectare si introduceti un numarReplica ID
domeniu. Software-ul va efectua analize statistice ale SD si CV ale acestor replici.

- Pentru a curdta puturile, selectati-le si faceti clicStergebutonul sau utilizati comanda cu clic dreaptaSterge Proba.

‘f(_] Tipurile de mostre si proprietatile pot varia in diferite moduri de experiment. Pentru mai multe informatii, va rugam sa consultati
&
L

Capitolul 7: Aplicatie software.
o Cand terminati editarea puturilor, informatiile detaliate despre puturi sunt afisate in tabelul din stdnga sus al ecranului.

ft_ ] Editarea bine se poate face fnainte, in timpul sau dupa finalizarea unui experiment. Odata ce utilizatorii reediteaza setarile
=
“—J putului, reanalizati experimentul pentru a genera un nou rezultat.

4.3.4 Introduceti informatii despre esantion
o ClicEsantionpentru a accesa ecranul pentru editarea probei (Fig 4-24). Acest ecran afiseaza toate mostrele ,Necunoscute” si puteti
introduce informatii detaliate pentru fiecare esantion. ClicImportmeniu pentru a importa informatii despre pacient din fisierul CSV

extern.
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Fig 4- 24

Faceti clic pe ,Mod tabel”, mostrele ,Necunoscute” sunt listate intr-un tabel.

- Faceti clic pe o celuld si introduceti informatii, apoi apdsati tasta Enter pentru a confirma si a trece la urmatoarea celuld sau pentru a

afisa un meniu derulant; apasati tasta Tab pentru a muta cursorul.

- Copiere/Lipire: Selectati o celula, faceti clic dreapta si selectatiCopie; apoi selectati o alta celula si faceti clic dreapta pentru a alege ,Pasta.”

- Utilizati comanda clic dreaptaStergesauStergebutonul din bara de meniu pentru a sterge continutul celulelor selectate.

tl Informatiile pacientului despre mostre pot fi editate Tnainte, in timpul sau dupa finalizarea unui experiment.

@  Eticheta este folositd ca un marcaj unic pentru esantion in legatura cu sistemul LIS. ClicEtichetabutonul de pe

bara de meniu, alegeti intervalul corespunzator din meniul derulant alInterval de proba,si introduceti valoarea

corespunzatoare.

Toate mostrele

Creati etichete pentru toate mostrele

Mostre selectate

Creati etichete pentru mostrele selectate (trebuie sa selectati mostre specifice

pe ecran in prealabil).

Numele proiectului

Creati etichete pentru toate mostrele provenite din proiectul selectat.

De exemplu, marcati toate mostrele de ,Shuiyuan” in ordinea ,20150526-01; 20150526-02;

20150526-03......".

~Select Samples

Sample Rang

to be defined

~label Setting

Lable Prefix
Initial Value
Interval :

Digit:

20150526~ |

Fig 4- 25

=  Selectati ,Shuiyuan” din lista derulantd aInterval de proba.

- Introduceti ,,20150526-" inPrefixul eticheteidomeniu.

= Introduceti 1" inValoarea initialacaseta, ,1” inIntervalcaseta si 2" inCifracaseta (Fig 4- 25).

©® Daci coloana tabelului nu corespunde nevoilor dvs., puteti personaliza coloanele noi dupdMasameniu (Fig 4-

26).
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Fig 4- 26
De exemplu, daca doriti sa adaugati o noua coloana ,Starea esantionului”, lista derulanta ar trebui sa afiseze ,Normal” si
Jcter”.
- Faceti clic peMasameniu pentru a deschideSetari de campcaseta de dialog, apoi faceti clic pe ,Camp noubutonul ,, din partea de
jos a ecranului pentru a crea un nou cdmp ,Coloana”
L inNume campin dreapta, introduceti ,Starea esantionului”;
= Inlista derulanta aTip camp, selectati ,Lista";
L ClicContinut noubutonul si introduceti ,Normal” in ecranul sdu pop-up (Fig 4-27). ClicConfirma. in mod similar, addugati o

altd valoare implicita a ,icterului”.

> inSelectati Campurilists, selectati campul ,Stare esantion” pentru a-l aduga la tabelul Sample.

Enter New Content :

| Normal

Confirm | ’ Cancel

Fig 4- 27

4.3.5 Rulati un experiment

]
| Well ) Project ¥, Tube Name | Ghannel ¥] Targe 7] Golo | _Type ] Property ¥ Lable ¥ |Name #| . Seamertt Seareni2
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Hev Ll 1 ey EE Unknown gy o ™ @3

HBY il 1 vev M Unknown a a o040

Hey & i vey B Unknown )

Hev w 1 vev B Unknown

HBV LU 1 vy M Unknown

ey E] d 1Y, M Unkoown Stept Stepl Step2.

Hev Ll 1 vev B Unknown =] D

HBY L 1 wev M Unknown v

> | pamoteation cuve SRREATIMGOIOIRAR,

%0000
30000
70000
50000

£ 59000
4000
30000
20000
100.00)

000

T TTTEE TR EETETEEEE
o

T TS \ O

4 Home J\  *2015-05-26_16-33-48 ./

Fig 4- 28
(1] ClicFugifila pentru a intra InFugiecran (Fig 4-28), pe care sunt afisate informatii precum esantioanele de testare si
proiectele. Asezati tuburile de proba in blocul de reactie al instrumentului conform secventei godeului
Selector. Faceti clic pe W butonul pentru a rula experimentul.

‘E Pentru experimentele create in modul virtual,Inceputbutonul este dezactivat si experimentul nu poate fi
pornit.
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(2] Functionarea monitorizarii: Curba de temperatura in timp real si starea de functionare sunt afisate in partea dreapta sus a

ecranului Executare experiment (Fig 4-29), in timp ce curba in timp real este afisata in dreapta jos.

Thermal Program \ Temperature Cuve  Running Status |

Running Infarmation

Instrument Status ~ Segment2 Step1
Running Time 00:12:28  Estimated Time Remmaining  01:02:44

Temperatute Infarmation

Cutrent Cycle 5 Hot-lid Ternperature 105.0°C

Target Termperature 95 0C Block Temperature 83557

Holding Time (SR Tuhe Temperature  NA
Fig 4- 29

in cazul erorilor care anuleaza experimentul (cum ar fi intreruperile de curent), atunci cand programul este repornit, va aparea o
caseta de dialog pentru a va intreba daca veti continua rularea de unde a anulat. Daca alegeti sa continuati, datele
experimentale anulate vor fi reluate si continuate. Acest lucru poate duce la rezultate nesatisfacatoare.

e Dacd trebuie sa modificati programul termic in timpul, faceti clic dreapta in zona Program termic din partea dreapta sus a
ecranului. ClicAdaugati cicluri pentru segmentul curentpentru a creste numarul de cicluri ale segmentului curent; faceti clic pe ,,
Stergeti segmentul curent” pentru a sari peste segmentul curent in urmdtorul segment (Fig 4-30).

- I e

Do you confirm to extend the cycle numbers of the
current segment?

Do you confirm to delete the current segment?

Current Segment : Segment 1 £%%  Current Segment: Segment2
Current Cycle: 23
Current Cycle : 1

Add cycles : [—

| Confirm | | Cancel =2 | E(N) |

Fig 4- 30

® cand experimentul este terminat, modulul de reactie este racit si capacul fierbinte este deschis automat. Software-ul

va salva automat rezultatele si va redirectiona catre fila Analiza.

Utilizatorilor li se permite sa personalizeze timpul de asteptare pentru deschiderea capacului fierbinte. Faceti clic peInstrumentefila >

Optiune software. Modificati timpul de asteptare inSetare capac fierbintealAlgiisectiune.

4.4 Vizualizati si analizati un experiment

o ClicDeschideti Experimentebutonul dinExperimenteaza Acasaecran sau faceti clic peDeschidebutonul din bara de meniu din
Experiment Wizard. in fereastra pop-up, alegeti un fisier de experiment si deschideti-I.
e Puteti comuta intre filele Expertului pentru experiment pentru a vedea sau edita informatiile despre experiment:
L Infiintat:Vizualizati numarul de serie si setarile instrumentului; modificati numele fisierului sau calea de salvare.
- Placa:Pentru a vizualiza sau a reedita bine reactia.
- Esantion:Pentru a vizualiza sau reedita informatiile despre pacient ale mostrelor.
= Run:Vizualizati informatiile de rulare, curba temperaturii si ora la care incepe/se finalizeaza
experimentul.

- Analiza:Vizualizati datele rezultatelor, modificati parametrii, exportati date si asa mai departe.

t Pentru mai multe informatii despre fila Optiuni Expert Expert, consultati4.3Cum sa creati si sa rulati un
experiment.

(3] ClicAnalizdpentru a intra in ecranul Analiza (Fig 4-31). in partea stangé a ecranului de analizi se afla Tabelul cu
informatii despre sonde, Tabelul cu parametrii de analiza si Selectorul sondei; in dreapta sunt curbe de experiment care

variaza in functie de diferitele tipuri de analiza.



Versiunea 1.7

= =12 ] - O NPT e
New, Open  Close  Oue | Repol | Dan | Sme Ay | Table Prefrence 7}
| Flle | Pt | pon | | opion L Channel L Analysis. |
vl fomaton Table >/ | Stendard Cuve \Thermi Frogram il
CESEB | w7 PoieaT Cremnel ¥ Tonet 7 Coor| Tie ¥ Py T 617 GLOVR T Concones ~
_ 2 1 o om 23 1784 27
Jisae s | 3 1 1 e <5000 &
Q s
a i ) 2 vae |0
o Ib o rowes 2z ez e | o
é Py g 2n sine ||1° tom
Basic Parameters. a 1206
» Target Channel  [Analysis e  ThreshoManual 1
QN | i ¢ 1

1 | ounawe o 2| e C on O %o i v 70 0

5
s
| AHEOHTERN Row Arpcaion Cuve \ =
Wl Select
_& |

0 O O O o |

4
= s
[ n L ren
& ty_J tino: ssa18s
0 @D €D @D 0016
%l
1 IS s nRngpnEETENRETS
W P,
) Untoown @ Standarss |[[Ffvw  Sl@r@s0c0s0:0r @O

Fig 4- 31
Vizualizarea datelor experimentului
- Selectati o proba in selectorul de godeuri; apoi detaliile sale sunt afisate in Tabelul cu informatii despre sonde n partea de sus, in timp
ce curbele sondei sunt afisate in graficele curbelor din dreapta.
> Plasati mouse-ul peste datele de pe ecran; apoi toate informatiile asociate cu datele sunt afisate impreuna (datele din Selectorul
godeului sau din tabelul Informatii despre sonde sunt afisate cu caractere aldine, in timp ce curba este afisata cu aldine negru)
(Fig 4-32). Daca trebuie sa inchideti aceasta functie, faceti clic pePreferintemeniu, iar inAltiizona a ecranului pop-up, debifati

Evidentiati informatiile conexe pe Hover.

Standard Curve .\Thermat Frograrm 3 Amplification Curve \RawAmpliﬂcahnn Gurve o]
2476 ® Slope: -3.56862 ik
Intercept: 42 22508 418322
2008 Linearity: -0.52679
Efficiency: 0.78633 336169
2158
3000.16
2000
£ 241883
s 1841 i 1837.10
4G4 125557
15.24 . 674.04
1365 9251
12.08 489.02
13 5 7 9 1113 15 17 19 21 23 25 27 29 31 33 35 37 39
10.48 Cycte
4.0 5.0 8.0 7.0 8.0 -
Lea(Conc) | Row | @~ @ cCOLLESF @c@H
Fig 4- 32

»HEOO®®®
- Pentru experimentele cu mai multe canale, faceti clic pe butoanele Canale o) ) ) pentru a arata datele specifice
canale;

f‘_] Daca doriti sa schimbati modul de selectare a canalului, faceti clicPreferintemeniu si schimbareSelectarea canaluluiin zona deAltii.,,

= Apasati butonul Ctrl+Canal pentru a selecta mai multe canale”inseamna ca atunci cand apasati butonul de canal, selectati doar
datele canalului curent; daca doriti sa selectati mai multe canale simultan, tineti apdsatd tasta CTRL si faceti clic pe butoanele pentru mai
multe canale; ,Apasati butonul Canal pentru a selecta/deselecta”inseamna ca apasati butonul canal pentru a-I selecta si faceti din nou
clic pentru a-l deselecta.

- Pentru a mdri/micsora tabelul sau graficele, faceti clic !I §| il butoane sau trageti marginile acestora;

.t ] Pentru mai multe informatii despre functiile Tabelului cu informatii despre sonde si ale Selectorului sondei, va rugam sa consultati4.2.2 Selector
I de puturii4.2.3 Tabel cu informatii despre sonde.

Ajustarea parametrilor de analiza

Instrumentul colecteaza date de fluorescenta in timp real in timpul experimentului; cdnd experimentul se termina, software-ul

proceseaza automat datele brute in conformitate cu parametrii de analiza ai proiectului.

- Parametrii de analiza cei mai des utilizati ai experimentului curent sunt afisati in tabelul cu parametrii de analiza (Fig 4-33), care
se afla sub Tabelul cu informatii despre esantion. Puteti modifica aici parametrii de analiza si faceti clic pe

Analizabuton % pentru a reanaliza datele.
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Fig 4- 33

L Faceti clic peParametrii de analizamemu Tn meniul derulant alAnalizapentru a vizualiza toti parametrii de analiza. Dupa modificarea

parametrilor, faceti clicAnalizabutonul pentru a actualiza rezultatele.

EI Pentru a ascunde parametrii de analiza, faceti clic pe pictograma.

EI Pentru mai multe informatii despre parametrii de analiza a diferitelor tipuri de proiecte, va rugam sa consultati Capito/ul 7 Aplicatia

software.

4.5 Sablon de experiment
Un sablon de experiment este un fisier pre-stocat care contine toate informatiile despre setari, cum ar fi informatii despre experiment, setarea sondei si
parametrii de analiza. In partea dreapts sus aExperimenteaza Acasdecranul este (Fig 4-34) lista de sabloane de experiment. Faceti clic pe un sablon

pentru a introduceFugiecran; apoi apasatifnceputbutonul pentru a incepe experimentul.

Fig 4- 34

4.5.1 Manager de sabloane

in zona sablonului de experiment, faceti clic dreapta si apoi selectatiManager de sabloanepentru a intra in urmatorul ecran (Fig 4-35).

-
[T BRI
350 950¢
/0300 0015
/"o S _sx
040
(<]
@ == 7
Orele 1 Crele 40

Fig 4- 35
> Import:Importati fisiere de sablon de experiment in software.
=  Export:Salvati sablonul de experiment selectat intr-un alt director.
> Redenumiti:Redenumiti fisierul sablon selectat.
> Sterge:Stergeti fisierul sablon selectat.
> Afisare/Ascunde:bifati caseta de selectare din partea dreapta jos a unui sablon pentru a-l face sa apara pe ecranul de pornire al

experimentului. Pentru a ascunde un sablon, faceti clic dreapta pe el si selectatiEliminati din listaComanda.
4.5.2 Creati un model de experiment

in ecranul Experiment Wizard, faceti clic peSabloninExportmeniu pentru a deschide urmatorul ecran (Fig 4-36). Introduceti numele fisierului; daca este

necesar, introduceti numele complet si comentariile. PresaConfirma.
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Fig 4- 36

4.6 Export
4.6.1 Exportati datele experimentului

ClicDatein bara de meniu pentru a exporta datele acestui experiment (Fig 4-37). Datele pot fi salvate in formate XLSX, CSV sau TXT.

Select data to be exporied

[ Gensral Information

] Wellinformation Table
(] Ampiification Curve

/] RawAmplification Curve

SavePain. [ CiUsersweiugiDocumentst | Browsa... |

FileName - | test

exponoman | |

Fig 4- 37

Tabelul de mai jos afiseaza datele de exportat. Datele disponibile pot varia in functie de diferitele tipuri de analize.

Informatii generale Numele si ora experimentului, Auditor/Operator/Comentarii, Configurarea instrumentului.
Tabel cu informatii despre put Toate informatiile din Tabelul de Informatii Put

Curba de amplificare Curba de amplificare a tuturor probelor

Curba bruta de amplificare Curbele brute ale tuturor probelor

4.6.2 Export RDML

Faceti clic pe meniul drop-down alExportsi selectatiExportati RDMLpentru a exporta fisierul RDML.

4.7 Imprimare
4.7.1 Imprimare raport pacient
Selectati esantionul de imprimat din Well Selector si apoi faceti clic peRaportmeniu pentru a deschide urmatorul ecran (Fig 4-38). ClicImprimarepentru a

tipari toate rapoartele; clicImprimare curentpentru a tipdri raportul in previzualizare; clicAnterior/Urmatorulpentru a vizualiza rapoartele.

E Puteti imprima numai rapoarte de pacient ale godeurilor cu tipurile de esantion ,necunoscut” sau ,Retestat”.
Pentru a afla cum sa personalizati sablonul de raport al pacientului, va rugam sa consultatiAnexa I Sablon de raport al pacientului.
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4.7.2 Print Experiment Tale
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Fig 4- 38

Faceti clic peMasameniul inImprimaregrup de meniu pentru a tipari Tabelul cu informatii despre sonde (Fig 4-39).
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Capitolul 5 Proiect

Un proiect este un profil unic al sistemului STC Real-TimePCR, care contine tipul de experiment, informatii despre
canal, profilul PCR, parametrul de analiza, regulile de evaluare a rezultatelor etc. acces la experimente setate.
Utilizatorii pot crea sau edita proiecte conform protocolului de experiment sau pot contacta producatorul reactivului
pentru a achizitiona fisiere de proiect. Continutul acestui capitol este urmatorul:

> Manager de proiect

- Crearea unui nou proiect

5.1 Manager de proiect

Faceti dublu clic pe pictograma software-ului STC1.0.0 50 pe desktop sau faceti clicStart> Programe> STC Real-TimePCR System
1.0.0pentru a intra in software. Faceti clic peProiectdin bara de module pentru a intra inManager de proiect(Fig 5- 1). Proiectul
Manager este utilizat pentru a gestiona toate fisierele de proiect salvate in software, inclusiv vizualizarea, editarea, copierea sau importul/eportarea. Ecranul

deManager de proiectcontine urmatoarele informatii:

[ Fila Modul ] [ Lista de proiecte ]

SelectProject Type © | Al

Praject Name :roject Charnel 1 2 3 4 s 6
Project Typs Quantiative 1 Exciation-Emissi 470510 530565 585620 630665 460650 440620
Reaction Volume : 301 2 FluorohoresiDy FAM vic ROX ovs Pulsar650 | mieima-Red
Unit: copiesiim 3 Use 7] 7] 7]
Sl ¢ Twer W1 " " [ [ [

Segment2

Step 1 Sten
Cyele 40

Cyele A

N
£ ProjectManager / \
[ Butoanele de proiect ] [ Previzualizare proiect ]

Fig 5-1
L Butoanele de proiect din stanga managerului de proiect:
- Crearea proiectului:Deschideti expertul de proiect pentru a crea un proiect nou.
- Import:Importati un fisier de proiect in managerul de proiect.
- Export:Exportati fisierele de proiect din managerul de proiect in alt director. In ecranul Export (Fig 5-2), selectati proiectul(ele) de
exportat si calea de salvare; si apoi faceti clicExportbutonul pentru a le exporta. ClicExportati toatepentru a exporta toate proiectele

din lista.
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Export X ]

Select Project Type ;| All |ﬂ
Select Project File to he exported @ i

| test

Sawe Path

CUsersigs18ZDocuments | | Browse..
Fig 5-2

L in partea dreapta sus a ecranului Project Mager, toate fisierele de proiect clasificate pe tipuri de experiment sunt listate aici. Faceti clic pe
un proiect pentru o previzualizare a informatiilor detaliate Tn partea dreapta jos a ecranului. Butoanele din dreapta sunt:
- Edita:Editati fisierul proiect selectat.
- Copie:Copiati fisierul proiect selectat.
- Pasta:Lipiti proiectul copiat.
- Redenumiti:Redenumiti proiectul selectat in ecranul pop-up.

- Sterge:Stergeti fisierul proiect selectat.

5.2 Creare proiect

© cliccreabutonul din stanga ecranului Manager de proiect pentru a deschide expertul de proiect (Fig 5-3).

Project Prapetties

Project Name © | HEY

FrojectType - | QualitativelAbsolute Quantitatve | = Reaction Valume 0l Unit: | copiesiml 9

Comments ‘

111

Tatget Information

Tube counts per Sample 1

e

Channel I 1 | 2 3 4 5 6
1 Exitation-Emission(nm) 470510 530-565 585-520 630-565 A hA
2 FluorophoresiDyes FAM vIc ROX cvs
2 Use ] L] [} [l [] I []
4 Tune 1 m | | =] | u = 9
4™ ProjectManager )\ HEV @ /
Fig 5-3

in timp ce experimentul ruleazi, nu puteti edita proiectul utilizat de experiment.

(2] Faceti clic peGeneralfila din stanga si introduceti informatiile generale pentru proiectul dvs. pe ecran:
> Numele proiectului:Introduceti un nume de proiect. Lungimea sirului numelui variaza de la 1 la 50.
=  Tip proiect:Selectati tipul de proiect din lista verticala Tip proiect.

L Volumul de reactie:Introduceti volumul de reactiv. Volumul de reactie permis este de 15~50pL.

- (Optional)Comentarii: Introduceti informatii despre noté pentru proiectul dvs., daca este necesar.
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e Introduceti informatii despre tintd inInformatii tintazond. O tinta este o secventa de acid nucleic pe care doriti sd o
amplificati si sa o detectati. Este identificat cu 0 sonda marcata cu colorant specific de fluoenta. Sondele/colorantii care

sunt suportati de instrument sunt enumerate in tabelul urmator.

Canal Lungime de und3 de excitatie-emisie Fluorofori
Canalul 1 470nm-510nm FAM, SYBR-Verde
Canalul 2 530nm-565nm HEX, JOE, VIC, TET
Canalul 3 585nm-620nm ROX, Texas-Rosu
Canalul 4 630nm-665nm CY5

in ceea ce priveste cantitatea de tinte, probele pot fi impartite in probe cu un singur tub si probe cu mai multe tuburi.
Probele cu un singur tub se refera la acele probe, cu mai putine secvente de acid nucleic de detectat (de exemplu, 1 sau 2
tinte), care pot fi masurate intr-un sistem de reactie (o eprubeta PCR). in timpul dezvoltarii tehnologiei PCR in timp real,
experimentele din ce in ce mai complicate au mai mult de 10 gene tinta de detectat. Cu toate acestea, avand in vedere
limitarea spectrului de coloranti, exista o limitare a canalelor de detectie in instrumentul PCR in timp real. In aceasta
situatie, utilizatorii trebuie sa puna o proba in mai multe tuburi si sa le detecteze simultan, ceea ce se numeste probe cu

mai multe tuburi, de exemplu, cele 13 tipuri cu risc ridicat de papilomavirus uman (HPV).

Definiti obiectivele unei probe cu un singur tub

- in conformitate cu protocolul setului dvs., determinati canalele adecvate bifand caseta de selectare L] ge mai jos
canale.

Introduceti numele tintelor. Va rugam sa retineti ca un nume tinta trebuie sa fie exclusiv. Faceti clic pe caseta de culoare si selectati o culoare pentru
aceasta tinta.

- (Optional) Daca trebuie sa modificati informatiile despre coloranti, faceti clic pe fisierele deFluorofori/Coloranti, apoi selectati

numele colorantilor din meniul derulant sau introduceti numele colorantilor.

Definiti tinte pentru o proba cu mai multe tuburi
> Conform instructiunilor kit-ului, introduceti numarul tubului inTube Couts per Proba; apoi se adauga noi
tuburi ,Tube 2", ,Tube 3".... Schimbati numele tuburilor daca este necesar;
- Configurati ordinea tubului verificand butoanele radio aleComanda tubului. Exista doua secvente de aranjare
a probelor cu mai multe tuburi;
- Orizontal: Tuburile dintr-o proba sunt aranjate de la stanga la dreapta n selectorul de godeuri;
- Vertical: Tuburile dintr-o proba sunt aranjate de sus n jos in selectorul de godeuri;
- Verificati canalele de detectare corecte si introduceti numele tintelor. Daca nu exista nicio tinta care sa fie detectata intr-un

canal al unui anumit tub, faceti clic pe cdmpul sdu pentru a deschide meniul derulant si selectati,,N / A".

'-!__,l Ar trebui sa existe cel putin o tintd pentru fiecare canal de detectare.

(4] Faceti clic peProgrampentru a merge la ecranul programului termic (Fig 5-4). Un program termic PCR contine de

obicei 2 pana la 3 segmente, fiecare contindnd mai multi pasi si uneori cu o curba de topire.
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Fig 5-4

Elementele de baza ale unui program termic sunt enumerate in tabelul urmator.

Timp de Retinere

temperatura este mentinuta atunci cand temperatura

din bloc sau tub atinge temperatura setata.

Articol Descrieri Valori valide
Cicluri de temperatura compuse din 1 sau mai multe 1-9
Segment
trepte.
i De cate ori trebuie repetat segmentul 1-99
Ciclu
curent.
Pas Contine temperatura tint3 si timpul de pastrare. 1-99
Tints Temperatura tintd, inclusiv temperatura de 4°C -99°C
Inta
denaturare, temperatura de recoacere sau
Temperatura
temperatura de extindere in amplificarea PCR.
Timp de mentinere, durata de timp n care 00:01 - 99:59

Fluorescenta

detectare

Detectati semnalul de fluorescenta in pas.

Un singur pas poate fi

setat intr-un segment

Curba de topire

Segment

Procesul de crestere a temperaturii incet de la o
temperatura la alta. Pe parcursul intregului

proces sunt detectate semnale de fluorescenta.

1

Editati un program termic

- Inserati segment:Faceti clic peInserati un segmentmeniu pentru a adduga un segment la sfarsitul segmentului

selectat curent (marcat cu rosu). In meniul derulant alInserati un segment, puteti alege si inserati noul segment fnainte

sau dupa segmentul selectat curent sau chiar la sfarsitul tuturor segmentelor. De asemenea, puteti insera segmente prin

comanda de clic dreaptalnserati un segment.

5 Daca trebuie sa modificati numele unui segment, faceti dublu clic pe cdmpul de nume si introduceti un nume nou.

Modificare cicluri:Faceti clic pe caseta Ciclu

cyele 14021 sub segment si introduceti numarul de cicluri.

Pasul de inserare:Selectati un pas dintr-un segment, apoi faceti clicIntroduceti pasulmeniu pentru a insera un nou pas

dupa pasul selectat curent. in meniul derulant alIntroduceti pasul, puteti alege s& inserati noul pas inainte sau dupa pasul

selectat curent sau chiar la sfarsitul segmentului curent. De asemenea, puteti introduce pasi prin comanda de clic dreapta

Introduceti pasul.

o Daca trebuie sa modificati un nume de pas, faceti dublu clic pe nume si editati-I.
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- Modificati temperatura tinta:Faceti clic pe linia albastra a casetei de 2

temperatura de sub caseta de temperatura pentru a schimba temperatura.

(G010 B

5_¢

- Modificati timpul de retinere:Faceti clic pe caseta de timp si introduceti ora;

- Setati detectarea fluorescentei:Daca aveti nevoie de un pas pentru detectarea fluorescentei, faceti clic pe caseta

apoi pictograma devine albastra [+ , aratand ca ,achizitia” fluorescentei va fi efectuata la curent

pas. Un program termic comun este prezentat mai jos (Fig 5-5).

@ intr-un segment, doar un pas poate fi setat pentru ,achizitia” fluorescentei. Un pas cu un timp de
mentinere mai mic de 15 secunde nu suporta achizitia fluorescentei.

- Faceti clic dreapta pe programul termic; selectati ,Salvare ca figura” pentru a salva programul curent ca imagine.

Program
Segmenti Segmentz
85.0 © 950 ©
[To3 00 0015
/ [&] =]
i 54.0 ¢
/‘ 00 - 40
/ =
/
Step stent Stepz
Cyole 1 Cyele 40
Fig 5-5

Program avansat
Functia Advanced Program este utilizata pentru a seta TouchDown PCR sau pentru a controla viteza de incdlzire si racire a
instrumentului. Selectati un pas si faceti clicProgramare avansatameniu pentru a deschide urmatorul ecran (Fig 5-6).
O L L

TouchDown PCR sefting:

Starting Cycle: 1 o
Time Variation: | +| = 0|.|s

Temperature Variation: | + ~ 1] i R o)

Ramp Rate

Ramp rate from last to current target temperature 0.1 | 2| 'Cfs

Fig 5-6

- Setati TouchDown PCR:TouchDown PCR poate creste specificitatea de amplificare prin reducerea treptata a

= siintroduceti o temperatura sau trageti butonul

Ugi

temperaturii de recoacere. Selectati TouchDown PCR Setarecaseta si introduceti numarul corespunzator de cicluri de

pornire, precum si valorile variatiei temperaturii/timpului.

- Ciclu de pornire:Ciclul de pornire este utilizat pentru a determina in ce ciclu urmeaza sa fie efectuat TouchDown.

Ciclul de pornire nu trebuie sa depaseasca numarul de cicluri ale segmentului curent. Variatia timpului: De la
Ciclu de pornire, mariti sau micsorati timpul de retinere in fiecare ciclu. Variatia temperaturii:De laCiclu de

pornire, cresteti sau micsorati temperatura tinta in fiecare ciclu.
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t,:| Cand configurati TouchDown PCR, asigurati-va cd temperaturile si valorile de timp trebuie sa fie intr-un interval
rezonabil (temperatura variaza de la 4 la 99°C,in timp ce timpul variaza de la 00:01 la 99:59).

> Rata rampa:inseamnd viteza cu care instrumentul se incélzeste sau se riceste pana la temperatura tinti. Selecta Rata de

rampacaseta si introduceti o valoare adecvata. Intervalul ratei rampei este de 0,1 ~ 4,0°C/doilea.

Exemplul demonstreaza cum sa editati un program termic, care este prezentat mai jos:

Segment Temperaturd Timp | Ciclu
50°C 2min 1
Segmentul 1
95°C 10 min
95°C 15s 10
65°C~56°C,scade cu 1°C
Segmentul 2 15s
n timpul fiecarui ciclu.
76°C 20deani
95°C 15s 40
Segmentul 3 55°Cdobandirea fluorescentei 30 de ani
76°C 20 de ani
950 ©
> Faceti clic peProgramfila, segmentul implicit este prezentat dupa cum urmeaza (Fig 5-7); Faceti clic pe caseta Ora oS de

Segmentul 1 - Pasul 2 si schimbati valoarea Time la, 10:00";
TR ] SegmentZ

95.0 ¢ 95.0 ¢

05:00 00:15
=] o
B0.0 ©
00 : 40
500 T (=]

02 :00

o

Step 1 Step 2 Step 1 Step 2

Cycle 1 Cycle 40

Fig 5- 7

- Faceti clic pentru a selecta Segmentul 1, care devine rosu; clicInserati un segmentmeniu si veti gasi cd Segmentul 2 este addugat
dupd Segmentul 1. Faceti clic pe caseta Cycle din partea de jos si introduceti 10" (Fig 5-8 din stanga). Faceti clic pentru a selecta

Segment 2-Step 1, apoi faceti clic pe Insert Step de doud ori si veti gasi 2 noi pasi (Fig 5-8 dreapta);

_Program_, ]
| Segrerd1 [ Seamemz Seprent Segment 1 Sagren Gegrnéntd
|
| asn soc w0 ss0c w0 ssoc ssac
10 CRD 1000 o0 10 w10 010 RO
800 & / \ sooc
/ 00 ; 40 / 0040
0 (] sooe |
/Tem 1200
o /
g 1 sp t swp 1 sivat smp2 step t sten2 swpt swp2 swp3 ) Slop 2
le e |10 [ Cytle. Cye Cytle 10 0
Cyele 1 orle 110 [8) o0 et e 1 Gy

Fig 5-8
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- Faceti clic pe caseta Timp din Segmentul 2-Pasul 1 pentru a introduce ,15"; faceti clic pe caseta Temperatura si caseta Timp din
Segmentul 2-Pasul 2 si introduceti 65" si, respectiv, ,00:15"; in mod similar, faceti clic pe Segment 2-Step 3 si introduceti
Valori de temperatura , 76" si ,00:20";

- Faceti clic pe Segmentul 2-Pasul 2 si faceti clic pe meniuProgram avansat. VerificaSetare PCR TouchDown; intra

»1"1nCiclu de pornirecaseta, selectati n caseta Temperature Variation si introduceti ,1". PresaConfirma

butonul si ecranul este afisat dupd cum urmeaza (Fig 5-9).

| TouchDown PCR sefiing: —— 222 —
Starting Cycle : |1 2| /
oz |/
1= 1 — w o
Time Variation: | +| = 0lsls |
= = / 001545 600 v
. - / |
Temperature Variation: | +| = olzlc 0|/ (]
Ve
|
| Ramp Rate -
Ramp rate from lastto currenttarget temperature 0 1 | sl
. Confim e | oo | oo BN o | o | o
I orie 10 B
Fig 5-9

> Selectati Segmentul 3 - Pasul 1 si faceti clicIntroduceti pasulmeniu. in pasul 2 nou adaugat, introduceti valoarea temperaturii ,55" si
valoarea timpului,00:30". Faceti clic pentru a-siuﬂmba culoarea in albastru. Valoarea temperaturii de intrare , 76" si valoarea timpului

,00:20" la Pasul 3. In cele din urma, ecranul programului termic este afisat mai jos (Fig 5-10).

Gegmant 1 Segment 2 Gegmant 3
s0e w0 w0
[Too CECAN /s
/| @ / o
760 © g 760 ©
) /T |
\ [850cewe| a VA - |
/ ssocl |/
soic | TED
a
steat Siep 2 Stea t supa siead st Bieo 2 Sten s
EXH Crle 10 Cycie 40
Fig 5-10

Aplicati Profilul termic
Puteti aplica programele termice ale altor experimente sau proiecte in urmatoarele doua moduri:

> Faceti clic peImportmeniu pentru a importa programe termice ale altor proiecte (Fig 5-11).

Select Project File Preview Therm
HINT Sagrment! Sagrentd
HBY
Hev 850 T 95.0 ¢
project! 03:00 no:1s
) o o
580 T
00 - 40
Stepl Stepl Step2
Cytle 1 Cytle 40
Fig 5- 11
- Faceti clic dreapta pe zona programului termic din oricare dintre ecrane; apoi selectatiSetati la Programul termic implicitpentru a seta

programul termic curent ca implicit.
(5) (Optional) Faceti clic peParametrupentru a intra in ecranul de parametri unde sunt afisati toti parametrii de analiza.

Parametrii pot varia in functie de proiecte.
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> Parametrii impliciti furnizati Tn software sunt de obicei compatibili cu majoritatea kirurilor comerciale. De asemenea,
puteti modifica parametrii in functie de rezultatele testelor sau de protocolul truselor de reactivi.
- Daca trebuie sa copiati si sa lipiti parametrii, faceti clic pe celula parametrilor si selectatiCopiemeniu; apoi selectati
celulele de lipit si faceti clicPastameniu. Functiile de copiere si inserare sunt disponibile si in meniul de clic dreapta.
-

Daca trebuie sa restabiliti parametrii actuali la valorile implicite, faceti clic pe meniuReveniti la implicit.

tl Pentru mai multe informatii despre parametrii de analiza a diferitelor tipuri de proiecte, va rugam sa consultati Capito/ul 7
Aplicatia software.

] Target. | Channel | nabsisTyne | BaseineStan | BaseineEnd |Baseline Optimization| AuloThreshold | ManuaiThrashoid |  Digital Fiter
i HEY 1 | Gualtatve ] 12 Auto 1 01z | =
arget I hannel 1
000
£ ProjectMansger | HEVW @ /

Fig 5- 12
e (optional) Daca este necesar, faceti clicReguldpentru a edita regulile de interpretare sau pentru a aplica un fisier extern cu reguli avansate. Regulile de

interpretare sunt folosite pentru a analiza datele experimentale si apoi pentru a obtine concluziile esantionului. Va rugam sa contactati furnizorul de

reactivi pentru regulile de interpretare a rezultatelor. Introduceti comentariile in caseta ,Interpretarea rezultatelor”.

IS

[/ UseAsvanced Rule

[

Resullintsrpretstion

11
' |
7

£ ProjectManager \ HEVI @/
Fig 5-13

e ClicSalvameniu si apoi faceti clicAproapemeniu pentru a inchide proiectul.

E inchideti fisierul de proiect dupa ce l-ati creat sau editat sau nu il puteti aplica in experiment.



Versiunea 1.7

Modulul Instrument al software-ului STC-96A PLUS Real-time PCR System este compus din trei functii: Optiunea software este utilizatd pentru

configurarea software-ului; Interogarea datelor este folosita pentru a interoga anumite date in mai multe rezultate; Informatiile de sistem sunt

Capitolul 6 Instrumente

utilizate pentru a vizualiza informatiile LOG ale sistemului. Aceastd versiune de software STC ofera doar functia Optiune software. Pentru mai

multe informatii despre alte functii, vd rugam sa contactati producatorul.

6.1 Optiune software

TheOptiune softwarefunctia (Fig 6-1) din fila Instrument este utila in modificarea afisajului interfetei si a modurilor implicite de operare.

Puteti personaliza tabelul cu informatii despre puturi, selectorul puturilor si modurile de functionare si afisare ale curbelor dupd preferintele

dvs. Functia de optiune software este valabila pentru fisierele de experimente viitoare, dar nu este validd pentru fisierele aflate in derulare sau

existente.

sau fisierele care ruleazd in prezent sau existente, puteti modifica optiunile software facand clic pe meniuPreferintesi capabilin
Expertul de experiment (eficient numai pentru fisierul de experiment curent).

6.1.1 Preferinte

Well Information Table Opt
The default order of samples: (@) Vertical () Horizontal () Horizontal, blockA priority
st Selectonose: (@ Togel O wal Sample (ol
Twerons @smal Owesn Ol

[7] Using lne-marks to delimate sarnples

Display sonseriraion values in seenfc notaion

Chart

General

Gune Sty (O Light (@) reguiar (Usold [ Gunv Color. |
V-Aus Scaling Auto-adjust By, (o) AllCurves () Selected Channels () Selected Projects

Show details when hovering over cuves

(L Selected Wells

tion Curve

Amplification curve lization algorith (O} Normalization

[ ] 8how selected wells on Standard Curve chart

7] 8how baseline on Amplification Curve chart

Melting Curve

() Absolute Fluoresence Value Normalization

(| Show peak marks on Melting Peak chart

Well Selector

Selecton of ulitube Sample © (o) Sample [/ Press Chiswallto selecta single well

Fig 6-1

6.1.1.1 Optiuni pentru tabelul cu informatii despre sonde:

- Ordinea implicita a mostrelor:Pentru a afla despre cum s& configurati ordinea probelor in Tabelul cu informatii despre sonde, va rugam sa

consultati pagina 19.

- Vertical:Esantioanele din tabel sunt sortate intr-un mod de sus in jos in Selector de godeuri (A1, B1... G1, H1).

- Orizontala:Probele sunt aranjate de la stdnga la dreapta n Selectorul de godeuri, adica A1, A2... A11,A12; Prioritate

- orizontala si bloc A:Probele sunt aranjate de la stdnga la dreapta, incepand de la Blocul A la Blocul B, adica Af1,....,A6,

B1,..H6, A7, A8..H12;

- Modul de selectare a datelor:Pentru mai multe informatii despre cum sa configurati selectia datelor in Tabelul de informatii despre esantion,

consultati pagina 19.

- Tinta:Faceti clic pe o celul pentru a selecta randul care contine celula. in acest fel, puteti selecta infrmatia unei tinte;

- Bine:Faceti clic pe o celula pentru a selecta godeul corespunzator;

- Esantion:Faceti clic pe o celuld pentru a selecta esantionul corespunzator. Daca proba este dintr-un singur tub, este selectat un

singur godeu; daca proba este multitub, atunci sunt selectate mai multe godeuri dintr-un set de probe.

- Celula:Faceti clic pentru a selecta o celula.

- Dimensiunea fontului tabelului:Setati dimensiunile fontului din Well Information Table.
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- Utilizarea marcajelor de linie pentru a delima mostre:Daca probele curente sunt cu mai multe tuburi, acestea sunt separate prin semne de linii. Va rugam
sa consultati pagina 19.
- Afisati valorile concentratiei Tn notatie stiintifica:Daca exista valori ale concentratiei, cum ar fi concentratia si

concentratia medie in Tabelul cu informatii despre sonde, acestea sunt afisate in notatie stiintifica.

6.1.1.2 Optiuni grafice

L Stilul curbei:personalizati grosimea curbelor in diagramele de curbe.

L Culoare curba:personalizati culoarea curbelor pentru fiecare canal in diagramele cu curbe (Fig 6-2).

A
Channel 1:
Channel 2:

Channel 3:

Channel 5:

Channel 6

Default Confirm Cancel
Fig 6-2
- Scalarea axei Y se ajusteaza automat prin:Determinati cum este afisatd axa Y in diagramele curbe atunci cand selectati diferite puturi. Va rugam sa

consultati pagina 21 pentru mai multe informatii.

- Toate curbele:Valoarea maxima a axei Y este valoarea maxima a tuturor curbelor din selectorul de godeuri. Canale

- selectate:Valoarea maxima a axei Y variaza in functie de canalele selectate. Proiect selectat:Valoarea maxima a axei

- Y variaza in functie de proiectele selectate. Bine selectat:Valoarea maxima a axei Y variaza In functie de godeurile

- selectate.

- Afisati detalii cand treceti cu mouse-ul peste curbe:Treceti cursorul peste curba pentru a afisa toate informatiile detaliate ale curbei (cum ar fi

numadrul putului, canalul). Va rugam sa consultati pagina 21.

=  Algoritm de normalizare a curbei de amplificare:Puteti modifica algoritmul normalizat implicit al curbei

de amplificare. Dupa comutarea algoritmului, trebuie sa ajustati valoarea pragului.

- Algoritm de fluorescenta relativa:Curba de amplificare normalizata este formata din fluorescenta relativa a fiecarui
ciclu. Fluorescenta datelor brute impartita la fluorescenta liniei de baza este fluorescenta relativa. Algoritmul implicit al
sistemului STC este algoritmul de fluorescenta relativa.

- Algoritm de fluorescenta absoluta:Curba de amplificare normalizata este formata din fluorescenta absoluta a fiecarui

ciclu. Fluorescenta datelor brute scade fluorescenta liniei de baza pentru a obtine fluorescenta absoluta.

>  Afiseaza bine selectat pe curba standard:Daca Ct al unui esantion selectat se incadreaza in intervalul curbelor standard,
aceasta proba (concentratie si Ct) va fi afisata in diagrama cu curbe standard. Consultati pagina 51.
> Afisati linia de baza pe diagrama curbei de amplificare:Pentru a afla cum sa afisati linia de prag pe curba de

amplificare, consultati pagina 50.

6.1.1.3 Optiuni de selectare a puturilor
- Selectarea probei cu mai multe tuburi:Pentru a afla cum sa configurati modul de selectie al probelor cu mai multe tuburi, consultati
P17.
- Esantion:In experimentele cu mai multe tuburi, atunci cand se selecteazd un godeu in Well Selector, sunt selectate toate
godeurile asociate cu acest godeu, adica o proba este unitatea minima de selectie. Daca bifati caseta de selectare aApasati
Ctrl+well pentru a selecta un singur godeu, vi se permite sd selectati un singur wel facand clic pe el si apasand intre timp

tasta ,CTRL".
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- Bine:Faceti clic pe godeuri pentru a le selecta.
L Afisare bine:Modificati informatiile implicite din selectorul de puturi. Va rugam sa mergeti la P18 pentru mai multe informatii.
- Numele proiectului:Afiseaza numele proiectului.
- Nume:Afiseaza numele mostrelor de ,Necunoscut” sau ,Retest”; pentru alte tipuri de probe, proprietatile probelor
sunt afisate in selectorul de godeuri.
- Eticheta:Pentru mostrele ,Necunoscute” si ,Retestare”, sunt afisate etichetele mostrelor. Pentru alte mostre, sunt afisate
valorile Proprietdtii.

- Numele tubului: Afisati numele tubului al probelor in selectorul de godeuri.

6.1.1.4 Altele

- Selectarea canalului:Personalizati modul Selectare canal in functie de preferintele dvs. Pentru mai multe informatii, consultati
pagina 30.

- Apasati CTRL + butonul Canal pentru a selecta mai multe canale:Cand apasati butonul de canal, selectati
doar datele canalului selectat; daca doriti sa selectati mai multe canale simultan, tineti apasata tasta CTRL si
faceti clic pe butoanele de canal.

- Apasati butonul Canal pentru a selecta/deselecta:Faceti clic pe butonul canal pentru a selecta canalul si faceti clic din nou pentru a
anula selectia.

L Setari capac fierbinte:Dupa experiment, instrumentul va deschide automat capacul. Aceasta functie este folositd pentru a seta timpul de
asteptare Tnainte ca capacul sa se deschida automat. Va rugam sa consultati pagina 29.

L Evidentiati informatii legate de trecerea cu mouse-ul:Treceti cursorul pe o anumita valoare (placa de godeu, curba sau tabel) si toate
informatiile legate de acea valoare sunt evidentiate (datele sunt afisate cu caractere aldine, in timp ce curbele sunt cu caractere aldine si negru.).
Consultati P30 pentru mai multe informatii.

L Utilizati tabelul de parametri:Pentru a seta dacd se afiseaza sau nu tabelul cu parametrii de analiza pe ecranul Analiza. Consultati pagina 31
pentru mai multe informatii.

L Export personalizat:Exportati datele experimentului pe baza unui fisier de configurare extern.

6.1.2 Optiuni pentru coloana tabelului
Optiunea Coloand tabel (Fig 6-3) este utilizata pentru setarea tabelului cu informatii despre sonde. Prin Table Column, puteti seta informatiile

care urmeaza sa fie afisate sau ascunse sub diferite tipuri de analize sau puteti defini noi coloane.

ExperimentType | | QualiativeiAbsolute Quantitative -

Solect Fislds EdtFiala

/] project
/| sampte Name Fiold Name = | el
7] Tube Name

7] chamnel Field Type Tod

/] Target Fisid Cortert
] color
e
/] propsry
RepliD

crove)
7] concentatian
Cndean

oo [ieess) eemen]

Nowpield |

Fig 6-3

- Setati coloanele de afisare implicite:Selectati Tip de analiza din lista derulanta aTip de experimentsi verificati cimpurile corespunzdtoare
din lista de campuri. Pentru a muta un fisier, selectati-l si faceti clicDeplasati-va Tn sussauMutati Tn josbuton. Pentru a reveni la implicit, faceti
clicimplicitbutonul din partea de jos a ecranului. Va rugdm sa consultati pagina 18 pentru mai multe informatii.

L Creati coloane noi: Daca nu gasiti coloana necesard, faceti clic peAdaugati campbutonul pentru a adduga unul nou. Pentru a afla cum

sa addugati o coloana, consultati pagina 27.
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Capitolul 7 Aplicatie software

Sistemul PCR in timp real STC-96A PLUS accepta mai multe aplicatii de testare, inclusiv detectia absoluta cantitativa/calitativa,
discriminarea alelica a punctului final, analiza curbei de topire si analiza curbei de topire de inalta rezolutie. Aceasta versiune
STC1.0.0 accepta analiza calitativa/absoluta cantitativa, precum si analiza curbei de topire. Acest capitol descrie modul de realizare

a acestor aplicatii de analiza.

7.1 Experiment calitativ / absolut cantitativ

7.1.1 Introducere in experimentul calitativ / absolut cantitativ

Experimentele calitative / cantitative absolute sunt functiile cele mai de baza si utilizate in mod obisnuit. Un experiment
calitativ este de a detecta daca genele tinta exista in probe necunoscute, cu alte cuvinte, de a face judecati pozitive/
negative ale probelor. O analiza cantitativa absoluta, care este utila Tn detectarea continutului de virus in diagnosticul
clinic in vitro, este de a determina concentratiile genelor tinta in probe necunoscute (de exemplu, numarul de copii pe
ml). Urmatoarea sectiune prezinta teoria analizei calitative/cantitative absolute si explica semnificatiile parametrilor de

analiza implicati Tn software.

Despre testul PCR cantitativ in timp real

in timpul fazei initiale a amplificdrii PCR, secventa tintd a segmentelor de ADN a crescut exponential. Cu toate acestea,
odata cu acumularea produselor de amplificare si degradarea activitatii enzimelor, eficienta amplificarii scade. Ca urmare,
reactia atinge o perioada de platou. Sistemul monitorizeaza si inregistreaza intregul proces PCR si traseaza curba de

amplificare. Urmatoarea figura prezinta o curba tipica de amplificare (Fig 7-1).

7
222222 Linearity Region

Base-line Region

Fig 7-1
Graficul de mai sus arata ca curbele de dezvoltare a topirii PCR cu fluorescenta in timp real sunt impartite in 3 faze:
Perioada de referinta:Perioada de referinta se refera la ciclurile initiale ale PCR in care exista putine modificari ale semnalului
fluorescece, de obicei primele 10-15 cicluri. Linia de baza este utilizatd pentru a normaliza semnalele de fluorescents. in fazele initiale
ale PCR, avand n vedere numarul limitat de produse de amplificare, semnalele de fluorescenta sunt destul de slabe si, prin urmare,
sunt ingropate in fundalul fluorescent. Ca rezultat, perioada de referinta reflecta in general fundalul intregului sistem (inclusiv
instrumentul si reactivii).
Perioada liniara:Pe masura ce reactiile PCR continua; semnalele de fluorescenta ale produselor de amplificare continua sa
creasca si in cele din urma trec dincolo de fondul fluorescent in perioada liniara. Aceasta este reprezentata de o panta ascendenta
pe graficul curbei de amplificare. Panta perioadei liniare poate reflecta practic randamentul de amplificare. Eficienta amplificarii
variazadelaOla 1.
in etapele initiale ale perioadei liniare, fluorescenta ajunge la un anumit nivel, numit pragul de fluorescenta. Pragul de fluorescenta

este setat sa fie deasupra liniei de baza si suficient de scazut pentru a fi in regiunea de crestere exponentiala a
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curba de amplificare. Cand amplificarea PCR atinge nivelul pragului de fluorescenta, numarul corespunzator de cicluri se

numeste valoare Ct, cu C pentru ciclu si t pentru prag. Ct este corelat negativ cu cantitatea sablon bruta de probe.

Perioada platoului:Pe masura ce reactiile PCR au loc, eficienta de amplificare scade si reactia atinge o perioada de

platou.

Despre experimentul cantitativ absolut si curba standard

in PCRin timp real, exista o relatie log-liniard intre valoarea Ct a fiec3rui sablon si copiile initiale ale sablonului. Cu cat sunt mai

multe copii initiale, cu atat valoarea Ct este mai mica.

Analiza cantitativa absoluta este o analiza care testeaza un set de standarde diluate in gradient de concentratii cunoscute si probe
necunoscute Tn acelasi timp. La sfarsitul testului se obtin valorile Ct ale standardelor si probelor necunoscute. Cu valoarea log a
concentratiilor standardelor pentru axa X si valorile Ct ale standardelor pentru axa Y, sistemul deseneaza automat o curba standard.
Dupa obtinerea valorilor Ct ale probelor necunoscute, concentratia initiala a acestor probe poate fi calculatd cu usurinta prin
intermediul curbei standard. Aceasta abordare presupune ca toate standardele si esantioanele necunoscute sunt similare ca eficienta
de amplificare. Concentratia standardelor diluate in gradient ar trebui sa includa intervalul de concentratie a probei clinice si ar trebui

sa se incadreze n intervalele liniare ale instrumentului PCR n timp real si ale protocolului trusei.

7.1.2 Crearea unui proiect calitativ / cantitativ absolut

@ ClicCreabutonul din stanga ecranului Manager de proiect.

9 Apoi faceti clic peGerenalpentru a merge la urmatorul ecran (Fig 7-2). Introduceti ,HBV” InNumele proiectuluidomeniu; in Tip de
proiectmeniu derulant, selectatiCalitativ/Absolut Cantitativ.Introduceti 30" inVolumul de reactiedomeniu. Daca este necesar,
editati informatiile unitatii si comentariile.

(S8 tﬂ

Sam  Clase Enclon vt ')
Fie

() program Prjectama: | HBU

(¢ Jyparameter ProjectType: | Guallalveibsonte Guamiave | Reaction Volums : T unit: | coptesiml
e e

Taret information

Tube courts per Sample [

channel I 1 2 3 I T 5 6
Extitaan-Emissiontnm) 470-510 530565 585-620 630665 460-650 440620
FluoropheresiDyes Fam vie RoX cvs Pulsar 650 mKeima-Red
Use 7 ]

1
z
a

L = W ey =n 3 | B u ]

Fig 7-2
e Definiti informatiile tinta. Bifati caseta de selectare a Canalului 1 si introduceti numele tintei ,HBV”. In mod similar, introduceti ,IC" in
canalul 2.
(4] Faceti clic peProgrampentru a edita programul termic. Pentru mai multe informatii despre cum sa creati un program
termic, consultati P31.
e ClicParametriipentru a modifica parametrii experimentului in conformitate cu protocolul setului dvs. Parametrii implicati sunt

introdusi dupa cum urmeaza.

Basic Parameters

| Target Channel Analysis Type Baseline Start Baseline End iElase\ine Oplimizal\unl Auto Threshold Manual Threshold ‘ Digital Filter
1 HBv 1 Quantitative 6 12 Auto [v] 012 O
B Ic 2 Qualitative 8 12 Auto 0.12 ]
Fig 7-3

Parametrii de baza
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Tabelul de mai sus reprezinta parametrii de baza pentru experimentul calitativ / cantitativ absolut (Fig 7-3). Fiecare tinta
definita in ecranul General are mai jos parametrii.
- Tip de analiza:DacdCantitativeste selectat, concentratia tintei este calculata prin intermediul unei curbe

standard interne sau externe; dacdCalitativeste selectat, concentratia tintei nu este calculata.

- Linia de referinta:Configurati parametrii deInceputul liniei de bazi,Sfarsitul liniei de bazisiOptimizare de
bazapentru tinta actuala. Avand in vedere influenta sondei sau a altor factori, linia de baza a unor probe poate
nclina usor in sus sau in jos, ceea ce ar putea fi optimizat prinOptimizare de baza.

- Linia de referinta Inceput/sfarsit:In mod implicit,Inceputul liniei de bazieste ,6”, in timp ceSfarsitul liniei de bazieste ,12".
The Inceputul liniei de baziar trebui sa evite ciclurile initiale ale ciror valori de fluorescenta sunt inca instabile; cel Sfarsitul
liniei de bazaar trebui sa fie inaintea regiunii de liniaritate a curbelor de amplificare.

> Optimizare initiala:ImplicitAutooptimizarea va selecta automat inceputul corespunzdtor liniei de baza/valorile
finale pentru fiecare tintd. TheOptimizare manualava folosi valoarea de inceput/terminare a liniei de baza
manuald. Dacd nu trebuie sa optimizati linia de baza, selectatiN / A.

- Prag:ImplicitPrag automatva calcula automat valoarea limitei optime. Daca doriti sa determinati pragul
manual, debifati caseta de selectare aPrag automatsi introduceti valoarea corecta inPrag manual
domeniu. Se recomanda utilizarea incepatorilorPrag automatsau introduceti pragul corespunzator

conform protocoalelor kitului. Principiile de stabilire a pragului de fluorescenta sunt:

=  Pragul de fluorescenta trebuie sa fie in regiunea liniara;
- Daca pragul este prea scazut, erorile de detectare vor avea un efect mare asupra rezultatelor experimentului;
=  Dacd pragul este prea mare, diferenta dintre tuburi devine exagerata si un rezultat slab pozitiv
poate fi ratat.
- Pragul de fluorescenta este ajustat pentru a obtine cea mai buna liniaritate a curbei standard. . Filtru digital: filtru digital
- este folosit pentru a elimina erorile de fluctuatie in timpul detectdrii si pentru a aplica algoritmul de filtrare pentru a face datele

fluorescentei fluide. ,Filtrul digital” se aplica in general atunci cand semnalul de fluorescenta este slab.

Interval de liniaritate cantitativa

Interval de liniaritate cantitativaeste utilizat pentru a seta limitarile de detectie max/min ale reactivilor. De obicei,
intervalul cantitativ al unui kit comercial este de obicei de la 500 UI/mL la 50.000.000 UI/mL. Daca probele depdsesc
limitele de detectare, concentratia probei va afisa ,Dincolo de limitari”. Puteti introduce intervalul liniar de detectie

cantitativa prin protocolul kit (Fig 7-4).

Quantitative Linearity Range 5,
| Target | Minimal Concentration Maximum Cancentration |

-

|
& HBV _ 500/ % 50,000,000 |

Fig 7-4

Calibrare Crosstalk

Tabelul de calibrare a diafoniei este utilizat pentru a calibra diafoniile potentiale dintre canalele unui experiment cu mai multe culori
(experiment cu mai multe canale). Puteti introduce valorile corecte ale calibratorului de diafonie (Fig 7-5) urmand protocolul kit-ului.
intr-un experiment multiplex, lungimile de unda ale luminii emise de coloranti se suprapun, determinand ca un canal s3 capteze
semnale de la mai mult de un colorant. Aceasta asa-numita diafonie, care variaza in functie de kiturile diferite, poate provoca date
inselatoare. Calibrarea de diafonie (numita si compensare de culoare) este necesara pentru a corecta aceasta scurgere intre canale in

experimentele multiplex.
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(6]

Crosstalk Calibration

Channel 1 Channel 2 Channel 3 Channel 4
hannel 0.00 0.00 0.00 0.00
hannel 0.00 0.00 0.00 | o.o0
hannel o.0o o.00 0.o0 o.oo
hannel 0.oo 0.0o 0.0o0 o.oo |
Fig 7-5

UtilizareCopiesiPastameniul din bara de meniu (sau comenzile de clic dreapta) pentru a face editarea mai
"L comoda.

Faceti clic peRegulafila pentru a merge la ecranul regulilor de interpretare.Daca regulile de interpretare a rezultatului kit-ului sunt simple, selectati
Utilizati regula de baza.Daca regulile de interpretare sunt prea complicate pentru a fi efectuate de Basic Rule, trebuie sa selectatiUtilizati o regula
avansata. Va rugam sa contactati furnizorul de reactivi pentru regulile avansate ale trusei. Regula de bazd (Fig 7-6) este impartita in trei elemente:
Controlul experimentuluieste folosit pentru a determina dacd experimentul este valid sau nu; Sample Control este utilizat pentru a determina

daca esantionul este valid sau nu;Interpretarea rezultateloreste utilizat pentru a analiza rezultatele esantionului si a genera concluzii.

w =

s cise Emnpen Beon .7}
e

Basc Rl Advaned R

Fule

Sarole Cantrol

s Sample Conirol

Fig 7-6
Iata un exemplu de kit de detectare cantitativa pentru acidul nucleic hepatitei B:
Controlul calitatii:Rezultatul controlului negativ ar trebui sa fie ,Fara Ct". Concentratia de control pozitiv ridicat
este mai mare de 1000000 de copii/ml.
Interpretarea rezultatelor:Daca concentratia unei probe este intre 5000 ~ 500000000copii/mL, atunci proba este
LPozitiva". Daca concentratia este peste 500000000, concluzia probei ar trebui sa fie ,,>500000000". Daca

concentratia este mai mica de 5000, proba este raportata ca ,negativa”.

Urmatorii pasi arata cum sa editati regulile de baza de mai sus:

> Faceti clic pentru a selectaUtilizati regula de baza.

> SelectaUtilizati controlul experimentuluisi Faceti clicAdaugabutonul pentru a adduga o noua regula. Selectati
.Negativ’ in meniul derulant alTip esantion. Selectati ,HBV” din meniurile derulante aleTinta.Selectati ,Ct" din
meniurile derulante aleTip de date.Selectati =" din meniurile derulante aleComparatie.Selectati ,NoCt" din meniurile
derulante aleValoare(Fig 7- 7). Aceasta regula reprezintd faptul ca rezultatul controlului negativ ar trebui sa fie ,Fara

Ct".

Sample Type Target Walue ‘ Comparison Data Type Compatison Walue
1 Megative HBY Ct = Mot

Fig 7- 7

> ClicAdaugabutonul din nou pentru a crea o noua regula. Selectati ,Pozitiv” si ,HBV" pentruTip esantioncampul si
Tintddomeniu. Introduceti , 100000000” in cAmpul deValoare. in meniul derulant alComparatie, selectati <" .
Selectati ,Cn" pentruTip de datecamp (Fig 7-8). Aceasta regula reprezintd ca concentratia de control pozitiv ridicat

este de peste 1000000 de copii/mL;
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Sample Type Target Value Comparisan Data Type Comparison Value
il Hegative HBY ct = Mot
Z Positive HBY 1,000,000.00 == cn
Fig 7-8

- Bifati caseta de selectare aUtilizati Interpretarea rezultatelor. ClicAdaugabutonul pentru a crea o noua regula.
Selectati ,Esantion” si ,HBV" pentruTip esantioncampul siTintddomeniu. Introduceti 5000, ,500000000" in cele
doua campuri aleValoarerespectiv. Selectati ,<” pentru doudComparatiecampuri. Selectati ,Cn” pentruTip de
datedomeniu. (Fig 7-9). Introduceti ,Pozitiv’ in campul deConcluzie. Selectati culoarea rosie inCuloarecutie. Aceasta

regula reprezinta ca probele cu concentratia in ,,5000-500000000" primesc concluzii ,pozitive”.

‘ Sample Type ‘ Target | Walue | Comparison ‘ Data Type ‘ Comparisan ‘ Walue | Conclusion ‘ Caolor |
ki Unknown HBY 5,000.00 <= cn <= 500,000,000.00 Fositive .
Fig 7-9
- n mod similar, editati regula de odihna dupa cum urmeaza (Fig 7-10).
| sampleTpe |  Tawget | Yalue | comparison | DataTwe | Comparison Value Conclusion | Calor |

1 Unknaiwn HEY 5,000.00 = cn <= 500,000,000.00 Positive | |

2 Unknovn HBY 500,000,000.00 < cn >500000000

3 Unknown HEY cn < 500.00 Negative ]
Fig 7-10

e Faceti clic peSalvabuton; apoi faceti clic peAproapebutoane pentru a inchide proiectul.

713 Creati experiment calitativ / cantitativ absolut
(1] ClicExpertul de experimentebutonul de peAcasa experimentaldecran pentru a crea un nou experiment. Selectati
»Calitativ / absolut cantitativ’ dinTip de experiment, introduceti informatii generale despre experiment si configurati
instrumentul dupa cum este necesar.
® ClicPlacifila. Selectati putul de definit pe selectorul de puturi; apoi selectati proiectul creat anterior ,HBV" din lista
de proiecte din dreapta sus a ecranului. Definiti proprietatea puturilor selectate in dreapta jos. Tipurile de mostre

si proprietdtile experimentelor cantitative calitative/absolute sunt prezentate in tabelul de mai jos:

Tip esantion

Descrieri

Proprietate

Esantioane cu cantitati cunoscute, utilizate pentru a genera

Standarde curbe standard concentratie
Necunoscut Probele de testat

Retestati Probele suspecte care urmeaza sé fie retestate

Negativ Probe de control negative

Pozitiv Probe de control puternic pozitive

Scazut pozitiv

Probe de control slab pozitive

QC

Probe de control pozitiv al calitatii cu cantitati cunoscute

concentratie

NTC

Fara mostre de control sablon

Creati standarde dupa standarde automate:

Selectati godeuri inmultite in Selector de godeuri si faceti clicAuto-Standardemeniu din bara de meniu pentru a
deschide urmatoarea caseta care este utilizata pentru a crea standarde in serie. Introduceti numarul de replici in
Replicate caseta.Apoi introduceti valorile corespunzatoare in casetele deConcentrarea initialasiFactorul de dilutie.
Dupa cum se arata in figura de mai jos (Fig 7-11), sunt selectate 5 godeuri, concentratiile fiind ,,1000", ,10000", ,,100000",

,1000000" si respectiv ,,10000000".



Versiunea 1.7

7.1.4

o0

Count of Selected Wells : 5

Replicates : 1

Initial Concentration : [ 1DDI]|J

Dilution Factor [ncrease [5] | 10]

Fig 7- 11
Dacd este necesar, faceti clic peEsantionfila si introduceti informatiile pacientului.

ClicFugifila si apoi faceti clic peInceputbutonul din dreapta barei de meniu pentru a incepe experimentul.

Dupa ce rularea este terminatd, apare o casetd de dialog care sugereaza ca experimentul este finalizat; iar fisierul rezultat va fi
salvat pe calea definita anterior. Apoi impingeti glisoarele deschise usor si scoateti tuburile de reactie. In cele din urma, inchideti
glisoarele albastre impingand-o usor inapoi. Acoperiti instrumentul cu un capac rezistent la praf.

E Pentru mai multe informatii despre cum sa efectuati un experiment, consultati4.3 Cum sa creati si sa rulati un
experiment.

Analiza experimentului calitativ / absolut cantitativ

Dupa finalizarea experimentului, programul va analiza automat datele si va trece laAnalizafila (Fig 7-12). Puteti
vizualiza datele experimentului pe interfata de analiza. In partea stang sus a interfetei se afld Tabelul cu
informatii despre Well. In analiza calitativa, vor fi afisate Ct si concluzia. In analiza cantitativa, Ct, concentratia si
concluziile vor fi afisate in tabel. Caracterele curbei afisate in partea dreapta includ Curba de amplificare bruta,

Curba de amplificare, programul termic si Curba standard.

Well ¥ Project ¥ Channel ¥ Target ¥ Color| Type ¥ Propesy ¥ Ct ¥ CtCV(%) ¥ Concentrati *
Unioonn NoCt <5000€

W oo NoCt <so00e =

B Unicown NoCt <s000E

B Unicom 000 o || e

B oo 10005 072 015 9907E Py

- 2

L]
o
‘mm Chiel rabois e e it Treshapiania
Quanttative 12 Auto O 024 [m] 40 50 50 70 5.
[
L]

T3S TSN BRI RN BB BN B HT R
G

Row [F/ @ @°LcoruE@r @c@H

Fig 7- 12

> Curbe de amplificare:arata curba de amplificare normalizata si linia pragului de fluorescenta. Pentru a ascunde
linia de prag, faceti clic pe meniuPreferintesi deselecteaza "Afisati linia de baza pe diagrama curbei de
amplificare" InOptiuni grafice.Daca in diagrama sunt afisate curbe ale unei singure tinte, utilizatorilor li se

permite sa modifice valorile pragului tragand linia de prag (Fig 7-13).
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Fig 7- 13

=  Curba bruta de amplificare:Curba de amplificare bruta (Fig 7-14) arata curba de fluorescenta originala

a probei selectate, care este semnalul de fluorescenta real detectat de instrument.

Amplification Curve

 Rawamplificalion Gurve

1]

5735.76
5092.44
444912
3805.81
3162.49
2519.17

Fn

1875.85
1232.53
589.21
54 11_I

3 5 7 % 101301597 192123 2527 29 -31:33 3537 30

Cycle

||Ruw

[ ®@-@p L cODLUE@F @cPH

Fig 7- 14

Tt Pentru mai multe informatii despre vizualizarea informatiilor despre experiment, consultati4.4 Vizualizati si analizati un

experiment.

® 1n analiza cantitativa, programul va calcula concentratiile probelor (Fig 7-15).

L]

el
Well ¥ Project ¥ Channel ¥ Target ¥ Color Type ¥ Propety ¥ Ct ¥ CtCV(%) ¥ Concentraion ¥ Lable ¥ N*
1 Al | shuiyuan 1 1 B unknown NoCt <5.000E2
2 Bl | shuiyuan 1 1 H  Unknown NoCt <5.000E2
3 A2 | shuiyuan 1 1 B unknown NoCt <5.000E2
4 B2 | shuiyuan 1 1 B unknown 3009 1.021E5
5 G2 | shuiyuan 1 1 Bl sendads 1000E5 3072 015 9.997E4
6 A3 | shuiyuan 1 1 B unknown 3004 1.060E5
7 B3 | shuiyuan 1 1 B unknown NoCt <5.000E2
8% F4 | shuiyuan 1 1 Bl S@ndards  1000E5 3015 015 9.847E4
9 BS | shuiyuan 1 1 Bl sendads  1000E5 304 015 9.876E4
10 H5 | shuiyuan 1 1 B Sendards  1000E5 3019 015 958364
< >

Curba standard

Fig 7- 15

in partea dreapta sus a ecranului sunt afisate toate curbele standard (Fig 7-16) ale tintelor de analiza cantitativa. Curbele

standard pot fi clasificate dupa surse in curbe standard externe si curbe standard interne. Curba standard interna se refera

la curba standard desenata pe baza standardelor din experimentul curent. Pentru a exporta datele curbei standard, faceti

clic dreapta si selectati ,Exportare date”.

.St'andardﬁuwa_\Therma\ Program 2|
32.22 ISlope: -3.48451
Intercept: 47.59823
3082 Linearity: -0.39580
2942 Efficiency: 0.93255
28.03
5 2583
2523
23.83
2243
21.04
19.64
4.0 5.0 60 70 8.0
Lag{Canc)
Fig 7- 16
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Daca proba selectata se incadreaza in intervalul liniar al curbei standard, esantionul va fi afisat pe curba standard. Pentru a

ascunde aceasta functie, faceti clic pePreferintesi debifati "Afisati puturile selectate pe diagrama curba standard" in

Optiuni grafice.

Salvati ca curba standard externa

Pentru a salva curba standard interna, faceti clic peSalvabutonul dinCurbe standard externemeniu; verificati proiectul a carui curba

standard urmeaza sa fie salvata, introduceti un nume si informatii despre lotul de reactiv, apoi faceti clicSalva(Fig 7- 17).

DI seeseendiadidene. K&
Pm——
| Use I Propct Name. 1 File Name. Bawh information
£ 7 shuan 101
Fig 7-17

Importati curba standard externa

Daca nu este setat niciun standard Tn experiment sau numarul de standarde valide este mai mic de 2, software-ul va aparea

urmatoarea caseta (Fig 7-18 din stanga) pentru a reaminti utilizatorilor sa aplice un standard extern. Cand dai clicConfirma,

caseta de dialog aAplicati curba standard externava apdrea (Fig 7-18 dreapta). Verificati optiuneaUtilizati curba standard

externain spatele numelui proiectului, selectati o curba standard externa corespunzatoare in meniul derulant alNume de fisier,

apoi faceti clicConfirma.

_ [ P [ Use omaranat stanoae | Fie Nama

The standard samples of below targets are less than 2, standard curve 1 s & stumaan =

could not be calculated and quantitative analysis failed!
] Original Project | Targets

1 shuiyuan 1 P»«mﬁ-:‘: :::; :mdmt cume

s
s

ns
0
5w
188
5
188,
1208

Do you confirm to apply enternal standard curves? L L

Fig 7- 18

E Daca nu sunteti multumit de curba standard interna din experiment, puteti aplica curbe standard externe.

Managementul curbelor standard externe

ClicManager de curbe standard externin meniul derulant alCurba standardpentru a deschide urmatoarea fereastra (Fig
7-19). Ecranul arata toate curbele standard inregistrate de software. ClicImportpentru a importa o curba standard Tn acest

folder; selectati o curba standard din lista si faceti clicExportpentru a-l salva pe alta cale.

i Prevew
ik Project  shulyuan
shuen Batch informaton
476
B
158
000
5 w4
8 :
52
1985
- 1208
ooty e Bpote -
__osiets % R e ]
Fig 7- 19
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7.2 Experimentul curbei de topire

7.21

Introducere in analiza curbei de topire

Scopul analizei curbei de topire este de a determina temperatura caracteristica de topire a ADN-ului tinta si de a identifica sau

genotipiza produsele pe baza temperaturii lor de topire. Temperatura la care se topeste o catend de ADN atunci cand este

incdlzitd poate varia intr-un interval larg, in functie de secventa. , lungimea suvitei si continutul de GC al suvitei. Temperatura

de topire (sau Tm) a unei probe este definitd ca punctul in care jumatate din ADN s-a topit sau jumatate din sonde s-au topit

de ADN. Acesta variaza in functie de diferite secvente de ADN. Pe baza diferentelor de performanta de topire si a valorilor Tm,

putem discrimina diferitele probe, de exemplu, verificarea specificitatii produselor de amplificare PCR, analiza genotiparii.

7.2.2

Crearea proiectului curba de topire

ClicCreabutonul din stdnga ecranului Manager de proiect pentru a crea un nou proiect.

ClicGeneral(Fig 7-20) si selectati ,Curba de topire” din meniul derulant alTip de proiect; Introduceti numele proiectului si volumul

de reactie. Daca este necesar, introduceti informatii despre comentarii.

() program | ProjectName - | HEB ]

(=) paramtery ProjectType | Meling Cunve 5]  Reactonvolume %) unit,_[ copiesimi ]
O ‘

Tube counts per Sample 2| Tweower:  ()Vetcal (&) Horzontal

Chamnel | i ] 2 3 0 5 0
1. Butaton Enission(um) s0510 s0-565 sesa20 630665 A A

2 FluorophoresiDyes FAM wiC ROX Y5 470610
use 7 7 4 7

[z
B

Tube 1 [ AFAM [] AviC [] AROX [] ACY5 ] [
A Tube 2 [ ] BFAM [ ] By BROX 1 BOYS | — e
4> ProjectManager \ HBB B

Definiti informatiile tinta (Fig 7-20) in tabelul deInformatii tintaconform protocolului trusei.Mai multe
informatii despre definirea tintei, accesati5.2 Creare proiect.
Faceti clic peProgramfila.Urmeaza protocolul kit-ului, editeaza programul termic. Programul termic al curbei de topire este

compus de obicei dintr-un program PCR si un segment de topire. Pentru a vedea cum sa editati programul PCR, va rugdm

400 ¢
consultati pagina 36.Pentru a modifica segmentul de topire, modificati temperatura cutiei de topire trégéndu-l.

Apoi selectati modul de scanare adecvat in partea de jos a segmentului de topire. Urmatorul tabel explica

semnificatiile celor doua moduri de scanare.

Tip Descrieri Parametrii Descriere
in timp ce blocul de reactie al instrumentului se Viteza de rampa a modulului de
. incalzeste la o viteza data, sistemul de scanare reactie.
Continuu

Rata de rampa

continud sa scaneze si sa colecteze semnale. Valoare de intrare in intervalul

0,01 ~ 0,06°C/s.

Scanare
Sistemul de scanare scaneaza si colecteaza Interval scanare. ' o
Pas semnale la anumite temperaturi, cand modulul Valoare de intrare in intervalul
de reactie mentine nivelul de temperatura 0,1~1°C.
pentru o anumitd perioada de timp. Timpul de mentinere al fiecirui pas
Detinere Introduceti valoarea in intervalul

Intervalele de scanare ale
temperaturilor pentru sistemul de

8~99s.
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| Segl | Seu2 Beg2 Sapd
950t | 950 T 950 ©
[GBoaa | Bacak \ /
/ 11060 00:18 | /ot
o o\
\ 800 ©
/ o \
! \ 0020, '\‘
/ =] \
| \ ssoe S
S00c) [IHE
/0200 a 1
/8 \ T
\ 30
03:00
Stept Step2 Step! Step2 Stepd Stept Sten2
Cycle 1 Cyele 55 Cycle 1 Continuous [igl]  Ramg Rate 0.04Tis

ClicParametriipentru a modifica parametrii experimentului. Daca este inclusa amplificarea PCR, poate fi necesar sd ajustati

parametrii de baza. Pentru experimentele cu curbe de topire multiplex, uneori este necesara calibrarea Crosstalk. Pentru mai multe

informatii despre optiunea de baza si corectarea diafoniei, consultati pagina 47.

TheParametrii curbei de topirefila este folosita pentru a analiza curbele de topire, functiile acestora sunt introduse dupa cum

urmeaza:

- Temperatura minima:definiti temperatura minima a curbei de topire. Toate varfurile de topire sub aceasta
temperatura sunt ignorate.

> Temperatura maxima:definiti temperatura maximd a curbei de topire. Toate varfurile de topire peste aceasta

temperatura sunt ignorate.

- Pragul de inaltime maxima:este folosit pentru a exclude varful nespecific.
s - & = @
. Bave Close  Encryption ort | ¢
l.Eﬁm%sﬁsﬁwmm
s
gg I Target [ Tuoe Narme. I Ghannel [ Winimum Temperatwe | Waxmum Temperaturs | Peak Helgh Thrsshold
! o Tuse 1 w0
m [z e Tube 1 2 50 00 050
B Arox Tube s 5o w0 050
= b nois T . w5 w0 050
= B so Tune 1 o 500 050
e s Tune2 2 w0 w00 050
ol sors Tube2 . 15 w0 050

Target Ninimum Concentraiion Maximum Conceniraion Channel Channel 2 Channel 3 Channel 4

(Channel 1 000
(Channel 2 000
(Channel 3 000
(Channel 4 000

000 0m 000
o0m 00 X
000 000 000
000 000 000

4 ProjectManager /\ HBB @
Fig 7- 22

Daca este necesar, faceti clicRegulapentru a aplica fisierul cu reguli avansate obtinut de la producdtorul reactivului.

0

Salvati si inchideti proiectul.

7.2.3 Crearea experimentului curbei de topire

Pentru a crea un nou experiment, faceti clicExpertul de experimentebutonul de peAcasa experimentalaecran.

®oe

Faceti clic peInfiintatfila, selectati ,Curba de topire” dinTip de experiment, introduceti informatii generale despre experiment si

configurati instrumentul dupd cum este necesar.
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Fig 7- 23
©® ClicPlacifila. Selectati puturile de definit in selectorul de godeuri; si apoi selectati proiectul creat anterior din lista de

proiecte din dreapta sus a ecranului. Definiti proprietatile puturilor.

CE Eics = e e T e e e e | [ o 5]
oA HBB Tubel 1 Fam  AFAM  Unknown (] HeB 1R 5]
_ 2 z VI AHEX  Unknown /| HeB o]
— 3 Rox AROX  Unknown
_ 4 4 C/5  ACYS  Unknown
5 A hes Tube2 1 Fam  BFAM  Unknown
(_ s 2 VG BHEX  Unknown
7. 3 Rox B-ROX Unknown
8 s Cy5 B-CYS Unknown

e

Sample Type | Unknown Propd J
||| ake Repicates ] Replictate|
)|[ ] TubeName [ Channel [ Taget | Property |
1 Tubet 1 AFAM |a
V2 e 2 AHEX
3 Tuer 3 AROX
4 Tuer 4 acvs
5 Tue: 1 BFam
5 Tue2 2 BHEX
O Unknown @ Pasiive () Negative B—— — v

£ Home )\ *2015-06-02_00-46-16 @ A_2014-10-17_15-50-19 HBB ESEHARREPEAL (H1-H24)101585 @ /

Fig 7- 24
Daca este necesar, faceti clicEsantionfila si introduceti informatiile pacientului.

ClicFugifila si apoi faceti clic peInceputbutonul din dreapta barei de meniu pentru a incepe experimentul.

@00

Dupa ce rularea s-a terminat, apare o caseta de dialog care sugereaza ci experimentul este finalizat. Impingeti glisoarele deschise usor si
scoateti tuburile. In cele din urma, inchideti glisoarele albastre impingand-o usor inapoi. Acoperiti instrumentul cu un capac rezistent la
praf.
tl Pentru mai multe informatii despre cum sa creati un experiment, consultati4.3 Cum sa creati si sa rulati un
experiment.
7.2.4 Analiza curbei de topire standard
(1] Dupé finalizarea experimentului, programul va analiza automat rezultatele si va schimba interfata de analiza. in

partea stanga sus a interfetei se afla Tabelul cu informatii despre sonde, care afiseaza valoarea Tm si valoarea Rm

a tintei.

Well ¥ Project ¥ TubeNa ¥ Chann¥ Target ¥| Color Type ¥ Ct¥| Tm1 ¥ Rm1¥ Tm2¥ Rm2 ¥ *
205 B8 | HBB  Tube2 1 grav BB Unknowr 3836 6701  17.83 |
206 : 2 gHEX M Unknowr 3841 4539 087 6714 739
207 3 B-ROX M Unknowr 4091 5736 1015 6690 1319
o . e s e
208 €7 | HBB  Tubel 1 aram M Posiive 3651 4963 231 6396 631
210 i 2 AHEx M Posive 3121 6580 @ 2505
21 3 AROX W Posiive 3027 6644 1466
212 i 4 acys WM Posiive 3667 5955 5935
213 08 | HEB  Tube2 1 prav  E Posive 3077 6724 1822
214 : 2 BHEX B Postve 3070 4590 081 6635 936
< >

Fig 7- 25
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t Pentru mai multe informatii despre vizualizarea informatiilor despre experiment, consultati4.4 Vizualizati si analizati un
experiment.

(2] Diagramele curbelor afisate in partea dreapta includ curba de varf de topire, varf de topire normalizat, curba de
amplificare bruta, curba de amplificare, curba de amplificare bruta si programul termic.
>  Curba de topire bruta:Curba de topire bruta arata temperatura reala Vs curbele valorii fluorescentei ale

probei selectate.
Raw Melt Cutve &Am_pliﬂcatmn Curve \Rawamplification Curve L3}

-778.02
40 42 44 46 48 50 52 T511 56 58 ﬁ_ﬂ_)ﬁZ 64 66 68 70 72 74 76 78 80

= mperaturs{ T

| | Channel = | @ Channel1 () Channel 2 | Channel 3 @) Channel 4

Fig 7- 26
> Curba varfului de topire:Se mai numeste si curb& de topire derivata. In grafic sunt afisate curbele pragului de
temperatura max/min. Daca graficul aratd doar curbele pentru o singura tinta, puteti ajusta pragul de temperatura

tragand linia pragului de temperatura.

v2 \Normallized Melt Peak \Thermal Program | | Melt Peak Curve \Normallized Malt Peak \Thermal Program |
387.544 387544
252,063 292.083
196.562 196 582
o 101101 o~ 101101
] =
= 5620 = 5620 -
= =4
¥ 89861 ¥ 89861
-185.342 -185.342
-280.823 -280.823
-376.304 -376.304
471.785 471785
40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72 74 76 78 80 40 42 44 48 48 50 52 54 56 58 80 52 B4 65 88 70 72 74 78 78 80
‘=mparature( T ) Tamperature(TC)
Fig 7- 27

=  Varful de topire normalizat:Curba de topire bruta, dupa deducerea fondului fluorescent in
perioada de baza a amplificarii PCR, deriva in varful de topire normalizat.

Melt Peak Curve  MNormallized Melt Peak \Thermal Pragram )

145687
123.360
102232
80.504
58.777
37.043
15.322

iR )T

5.408
-28.134

-49.861

40 42 44 46 48 50 52 54 56 5B 60 62 64 €6 68 70 72 74 76 78 80
‘emperatura{'C)

Fig 7- 28
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Capitolul 8 Intretinere

8.1 Curatarea instrumentului

Curatarea Instrumentului
= Suprafata instrumentului trebuie curatata periodic cu o carpa moale, fara scame, umezita cu apa. Daca este necesar,

utilizati solutie de etanol 70% pentru a sterge murdaria.

Curatarea puturilor de proba
- Praful sau alte impuritdti cazute in godeurile de reactie pot interfera cu colectarea semnalului fluorescent. Utilizati peria de suflare

furnizatd de producator pentru a curata godeurile de reactie la 3 luni.

\J

Pentru a preveni patrunderea prafului in godeul de proba, tineti intotdeauna glisorul albastru inchis, cu exceptia cazului in care introduceti tuburile
de proba si acoperiti instrumentul cu antipraf furnizat de producator atunci cand instrumentul nu este utilizat.

Daca praful cade in godeurile de reactie, curdtati godeurile de reactie cu o carpa moale, fara scame, umezita cu solutie de etanol 70%.

Opriti intotdeauna alimentarea si scoateti cablul de alimentare Tnainte de curatarea instrumentului.
Nu turnati niciodata fluide in puturile de reactie sau in interiorul instrumentului.

Consultati producatorul sau distribuitorii daca utilizatorii folosesc solutii de curatare care nu sunt recomandate de

>BB

producator.
8.2 Protectia instrumentelor
> Nu porniti si opriti instrumentul frecvent. Trebuie sa existe un interval mai mare de 30 de secunde intre
pornirea si oprirea masinii.
- Nu opriti instrumentul imediat dupa functionare, deoarece blocul de reactie este incd fierbinte, asteptati o perioadd de timp adecvata
(ventilatoarele din instrument vor raci blocul de reactie) pentru a ldsa temperatura sd scada la temperatura camerei.
-

Utilizati intotdeauna cabluri de alimentare furnizate de producator.

A Fierberea instrumentului la 99°C sau mentinerea la 4°C este strict interzisa.

Utilizatorilor le este interzis dezasamblarea instrumentului.

>

8.3 inlocuirea sigurantelor

Instrumentul STC-96A PLUS contine doua sigurante de 10A, 250V situate pe panoul din spate al instrumentului. Pentru a inlocui o siguranta:
Folositi o surubelnita pentru a desuruba capacul cutiei de sigurante in sens invers acelor de ceasornic, apoi schimbati siguranta arsa cu o
siguranta de schimb (#5x20mm - 10A, 250V) si introduceti siguranta Tmpreuna cu capacul. Conectati cablul de alimentare dupa inlocuirea

sigurantei.

A Opriti intotdeauna alimentarea si scoateti cablul de alimentare inainte de a inlocui sigurantele.

8.4 Manipularea deseurilor

Exista o multime de produse de amplificare in tuburile PCR dupa rulare, care ar trebui eliminate cat mai repede posibil.

& Nu deschideti tuburile PCR, deoarece aceasta va duce la contaminarea laboratorului.

8.5 Protectie la supraincalzire

Unitatea de termociclare a instrumentului este echipata cu un dispozitiv de protectie la supraincalzire. Cand unitatea termociclorului se
defecteaza si temperatura acesteia depaseste pragul de temperaturd, protectia impotriva supraincalzirii se va deconecta automat si nu va
relua automat incalzirea cand dispozitivul se raceste. Cand se intdmpla acest lucru, unitatea termica nu functioneaza corespunzator pentru a

controla cresterea si scaderea temperaturii.

A Utilizatorii trebuie sa inceteze imediat utilizarea instrumentului si sa contacteze producatorul odata ce apare defectiunea de mai sus.
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Anexal Sablon de raport al pacientului

1. Manager de rapoarte pacient

in ecranul Experiment Wizard, faceti clic pe meniul drop-down allImprimaresi selectatiManager rapoarte pacientmeniu pentru a intra in
Manager rapoarte pacient(Anexa 1- 1). Aici software-ul ofera sabloane de inmultire a rapoartelor pacientului. Faceti clic pe un sablon pentru
o previzualizare. ClicImportpentru a salva alte sabloane de stil in calea implicita; clicExportpentru a salva sablonul de stil selectat pe o alta

cale. Pentru a sterge un sablon de raport al pacientului, faceti clic pe el si faceti clicSterge.

Anexa 1-1

E Va rugam sa consultati4. 7.7 Imprimare raport pacientpentru informatii despre modul de tiparire a rapoartelor pacientului.

2. Creati sablon de raport pentru pacient
Faceti clic pe meniul drop-down alImprimaresi selectatiSablon nou de raport al pacientuluipentru a crea un nou sablon. in caseta pop-up, introduceti
numele fisierului. ClicConfirmapentru a deschide un fisier Microsoft Word 2007 necompletat, in care puteti crea sablonul de raport al pacientului. Software-

ul localizeaza informatii prin gasirea/inlocuirea cuvintelor cheie. Urmatorul tabel prezinta toate informatiile si cuvintele cheie ale unui formular de raportare

a pacientului.

Nume Cuvinte cheie
Exemplu de etichetd $label#
Nume $nume#
Sex $sex#
Varsta $ varsta #
Spital $spital#
ID caz $caseid#
1D patul $bedid#

ID ambulatoriu

$outpatientid#

ID-ul pacientului internat

$inpatientid#

Data colectarii

$collectdate#

Data testului $testdate#
Data raportului $reportdate#
Departament $office#
Diagnostic $diagnosis#
Tipul specimenului $sampletype#
Doctor $doctor#
Operator $operator#
Auditor $evaluator#
Tinta $targetname | extensie#
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Ct $ct|extensie#
Concentratie $cn|extensie#t
Unitate $unit| extensie#
Concluzie tinta $targetconclusion | extensie#

Ei bine Concluzia $wellconcluzie | extensie#
Exemplu de concluzie $sampleconclusion|extensie#
Prag $threshold | extensie#

Remarca $remark | extensie#
Curba de amplificare $curba#
Numele proiectului $proiect#

Nota: Formatul extensiei este ,nume proiect | numarul tubului|numarul canalului”. Daca in raport exista un singur proiect, numele
proiectului este omis in timp ce extensia este scrisa in formatul ,numar tub | numar canal;” daca trebuie sa tipariti mai multe proiecte
intr-un singur raport, numele proiectului nu poate fi omis.

Urmatorul exemplu arata cum sa creati un sablon de raport al pacientului (Anexa 1-2). Acest raport ofera informatii

despre spital, pacient, concluzia diagnosticului si curba de amplificare PCR a pacientului.

Real-time PCR Report

Name: Liy Case ID: 456338 Diagnosis Label: 562037
Sex: Female  BedID: Inpatent: Date: 20157612
age: 67 Outpatient Depariment: Wedicine Type: Seum
Project Result Threshold Unit Conclusion

1 1.020E5 500 copiesimi Positiee

FE
2310%
Lenss
189951
s 12887
207382
20347
gates
2
2633

T35 7 smMnEy Ba BB mEs 8 n TR
Cron

DoctorLin Report date 2015/6/2 Operator:
Anexa 1-2
in ecranul de cuvinte deschis, introduceti informatii si cuvinte cheie urmand figura de mai jos (Anexa 1-3).
S$hospital#.

Real-ime PCR Reporte

Stargetnamel|1[1%#. Stargetcondusion|1[t#. Sthreshald|1]1#. Sunit# $samplecondusion| 11 +

Insert Curve

DoctorSdoctor# . Report date:Sreportdate®. . ‘Operator: Soperator#..

Anexa 1-3

Introduceti orice imagine in locatia potrivita. Faceti clic dreapta pe imagine, selectati ,Dimensiune...” pentru a deschide urmatoarea caseta de dialog.

“Size | AltText ‘

Alternative text:
saurves

Web browsers display alternative text hie pictures are loading
orif they are missing. Web search engines use alternative text to
help find Web pages. Alternative Textis also used to assist users
with disabiities.

Anexa 1-4
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Faceti clic peAlt textfila si introduceti ,$curva#" in caseta de text. Cand editarea sablonului de stil este finalizata, sablonul apare

dupa cum urmeaza (Anexa 1-5).

$hospitak#.
Real-fime PCR Report+
Name: Sname#. CaselD: Scaseid#. Diagnosis: Sdiagnosis#, Label: Slabei,

Sex: Ssex#. Bed ID: Spedid#. Inpatient: Sinpatientid. Date: Scollectdates.
Age: Sage¥. Outpatient Soutpatientic Department: Soffice#. Type: Ssampletype#.
Project. Result., Threshold . Unit.. Canclusion..

1%, 1] S Sunit, Ssamplecondusion|1[1#,
Insert Curve
Doctor-Sdoctor# , Report da N Operator

3. Configurati sablonul de raport al pacientului
Faceti clic peImprimaremeniul derulant si selectatiSetarea raportului pacientului(Anexa 1- 6). Introduceti informatiile corespunzatoare in
Numele spitaluluicamp, care va fi afisat in titlul formularului de raportare a pacientului. Potriviti formularul de printare potrivit pentru proiect

facand clic pe cdmp si selectand un raport.

Hospital Neme : |***"Hospita|
| Project I Patient Report Template
1 HBV Report2.docx
2 HINY Reportt.doc
3 HEV Reportt.docx
4 project! Reportt.docx
] project2 Reportt.docx
6 HES IIEEN Reportl.docx
7 HeB Report3.docx
|8 shuiyusn Reportt.docx
\iCanfim..| | Concel._,
Anexa 1-6

Faceti clic peOptiune de imprimarefila. Aveti voie sa acordati semne fiecarui canal atunci cdnd imprimati rapoarte cu o imprimanta alb-
negru (Anexa 1-7).

O T ]

Hesprtal Name

) Black-and white Printer

Channel 1:| Circle

Channel 21| Square

Channel 3:| Nene

EHEEE

Channel 4:| Crons

Channel 51| 1

Channel 61 None

Anexa 1-7
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Anexa II Algoritmul fundamental

1. Algoritmul fundamental in detectarea PCR cantitativa este derivat dupa cum urmeaza:

F1 - Valoarea originald a intensitatii fluorescentei in godeul de referinta 1 la ciclul Ct1

F2  -valoarea originala a intensitétii fluorescentei in godeul de referint4 2 la ciclul Ct2

f1 - Intensitatea fluorescentei dupa normalizare Tn godeul de referintd 1 la ciclul Ct1

f2  -Intensitatea fluorescentei dupa normalizare in godeul de referintd 2 la ciclul Ct2

KO - Coeficient de fluorescenta de fond

K - Coeficient de fluorescenta a semnalului
I - Intensitatea luminii emotionante a putului de referinta 1
12 - Intensitatea luminii emotionante a sondei de referinta 2

C1 - Concentratia initiala a godeului de referinta 1

Ct1 -valoarea Ct a sondei de referinta 1

C2 - Concentratia initiald a sondei de referinta 2

Ct2 -valoarea Ct a sondei de referinta 2

E - Eficienta amplificarii

Daca eficienta de amplificare a godeului de referinta 1 este egala cu godeul 2 si coeficientii lor de fluorescenta de fond sunt, de asemenea, aceiasi,

intensitatea fluorescentei celor doua godeuri este:

F1 = KO*I1 + K*I1*C1* (1+E) Ct1F2
= KO*I2 + K*[2*C2* (1+E) Ct2

Unde KO*I este intensitatea fluorescentei in linia de baza.

f1=LOG (F1/ (KO*I1) ) =Jurnalul (1+ (K/K0) *C1* (1+E) Ct1) f2
=LOG (F2/ (KO*I2) ) =Jurnalul (1+ (K/KO) *C2* (1+E) Ct2)

Deoarece intensitatea fluorescentei normalizata la ciclul Ct al fiecdrei godeuri este egala, adica f1 = f2 = Pragul de

fluorescentad, se obtin urmatoarele expresii:

Jurnalul (1+ (K/KO) *C1* (1+E) Ct1) =Jurnalul (1+ (K/KO) *C2* (1+E) Ct2)
1+ (K/KO) *C1* (1+E) Ct1=1+ (K/KO) *C2* (1+E) Ct2
C1* (1+E) Ct1=C2* (1+E) Ct2

Luarea jurnalului de mai sus il converteste in

C1/C2 = (1+E) Ct2-Ct1

(urnalul (C1) -Jurnalul (C2) ) / (Ct1-Ct2) =-Jurnalul (1+E)

Formula de mai sus arata ca: Valoarea LOG a concentratiei initiale a probei detectate este invers proportionala

cu valoarea sa Ct. Panta sa este -LOG (1+E).

2. Formula pentru calcularea valorii R

Cea mai bund valoare R este -1, ceea ce inseamna ca toate punctele standardelor sunt situate in curba standard. Va rugam sa consultati instructiunile

privind reactivii pentru intervalul acceptabil al valorii R. In general, valoarea R este -0,99 ~ -1.

Formula pentru calcularea valorii R este:

Unde: r Valoare in axa X
Date n axa X

Date dinaxaY

< < x X

X{X YHY )

T RKX Y 9

Valoarea medie a tuturor datelor din axa X. Date dinaxa Y

Valoarea medie a tuturor datelor din axa Y.
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3. Algoritm pentru valoarea CV
Valoarea CV indica repetabilitatea detectarii. Dupa detectarea a n tuburi cu aceeasi concentratie initiala, valoarea CV a acestor tuburi este
calculata pentru a verifica repetabilitatea. Cea mai bund valoare CV este 0%, unde toate valorile sunt identice.

Formula pentru calcularea CV-Value este:

_ XX A )

cv x 100%
X
Unde, CV Valoarea CV-ului
X Date
X Valoarea medie a tuturor numadrului de
n date de date
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Anexa III Depanare
Nu. Observare Cauza posibila Actiune recomandata
1 Imposibil de instalat software-ul STC1.0.0 sau 1. Sistem de operare 1. Reinstalati sistemul de
software-ul care ruleazd incorect coruptie. operare Windows.
2. Hardware-ul computerului nu 2. Inlocuiti computerul cu unul
Tndeplineste minimul dintre cele mai bune
cerinte. configuratii.
2 Mesaj de eroare: ,Nu se poate conecta la 1. Instrumentul este 1. Porniti instrumentul;
instrument!” oprit; 2. Verificati cablurile
2. Cablul RS232 sau USB- dintre PCsi
la-RS232 nu este instrument;
conectat in siguranta; 3. Instalati manual
3. Driverul adaptorului USB nu driverul USB
este instalat
CU succes.

3 Mesaj de eroare: ,Esec la localizarea glisorului!” Glisorul instrumentului este impingeti cursorul in locatia

nu pe loc. corecta.

4 Mesaj de eroare: ,Nu s-a putut inchide capacul fierbinte!” 1. Esec de comunicare 1. Verificati conexiunea de

2. Defectiune a capacului fierbinte comunicare intre PC
si instrument si apoi
reporniti rularea;

2. Contactati distribuitorul sau
producatorul.

5 Mesaj de eroare: ,Nu s-a putut incalzi capacul fierbinte!” Defectiune a capacului fierbinte Contactati distribuitorul sau
producatorul dvs.

6 Mesaj de eroare: ,Temperatura capacului fierbinte in afara Defectiune a capacului fierbinte Contactati distribuitorul sau

intervaluluit” producatorul dvs.

7 Mesaj de eroare: ,Nu s-a putut deschide capacul fierbinte!” Esec de comunicare Opl’ltl instrumentul;
asteptati cateva minute si
apoi porniti instrumentul

8 Mesaj de eroare: ,Blocati temperatura in afara Unitate de termociclare Reporniti instrumentul si

intervaluluil” defectiune. contactati distribuitorul sau
producatorul.

9 Mesaj de eroare: , Trimiterea comenzilor a esuat!” Eroare de comunicare a datelor. Reporniti instrumentul/PC-ul.

10 | Mesaj de eroare: ,Eroare de comunicare!” 1. PC-ul a ramas fara minory; 1. Tnchidet,i inutil

2. Functionare defectuoasé a instrumentului aplicatii.

2. Contactati distribuitorul sau
producitorul dumneavoastra.

11 | Mesaj de eroare: ,Esec conexiunea 1. Instrumentul este 1. Verificati puterea

instrumentului!” oprit; instrumentului;
2. Cablul serial RS232 sau 2. Verificati cablurile
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Nu. Observare Cauza posibila Actiune recomandata
Convertor USB la RS232 intre PCsi
cablul nu este instrument;
conectat corect;
12 PC/instrumentul isi pierde brusc puterea in timpul Pana de curent extern. Porniti instrumentul/PC-ul si
rularii. reluati rularea de la punctul de
intrerupere.
13 | Coeficient de corelatie nesatisficator al 1. Inexactitatea concentratiei 1. Refaceti dilutia Tn serie a
curbei standard standardului cauzata de .Standardelor”.
repetate 2. Standardizati
= etape de inghet-dezghet. operare.
: 2. Eroare operationala. 3. Contactati furnizorul de
- : 3. Reactivii PCR nu reactivi.
functioneaza corect. 4. Contactati furnizorul
? 4. Reactivii utilizati sunt de reactiv sau
5 incompatibili cu producator.
N : N " STC-96A PLUS 5. Reintroduceti
instrument. concentratiile de
5. Introducerea gresita a standardele.
concentratiilor
standardele.
14 Curbele de fluorescenta in timp real in ciclurile timpurii 1. Capacitate termica mare a uleiului Software-ul STC-96A PLUS a fost
nu sunt clare de olefina. optimizat pentru a elimina
2. Calitatea slaba a sondei efectele cauzate de curbele
: de fluorescenta. neuniforme in ciclurile timpurii.
: 3. Bula(e) de aer in tuburile Cu toate acestea, utilizatorii trebuie
" t PCR sa centrifuga Tnainte de testarea
: PCR pentru a indeparta bulele sau
E reziduurile de reactivi de pe
. = ' peretele tubului.
15 | Unele mostre cu o panta severa a liniei de 1. Prelevare sau pretratare 1. Indepartati impuritatile, evitati
baza a fluorescentei necorespunzatoare (eliberarea de hemoliza, centrifugeti pentru
hemoglobina cauzata de a ndeparta sedimentul.
5 hemoliza, sau 2. Aveti grija cand
: contaminate cu altele colectati supernatul.
- impuritate) 3. Standardizati
mn AR e . 2. Proteina/impuritatea a fost pretratarea probelor.
T T L] inclusa la colectarea
T
° s i supernatului.
3. Fara standardizare a
pretratarii probelor.
16 Toate probele cu o usoard panta a liniei Calitatea proasta a sondei de Selectati Linia de baza

de baza a fluorescentei

fluorescenta.

,optimizare” pentru a minimiza

panta nedoritd.
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irde s

17 | Probi(e) sporadica(e) cu o usoara panti a liniei Tuburile curg sau capacul este Selectati Linia de baza
de bazi a fluorescentei slabit. Loptimizare” pentru a minimiza
panta nedorita.
18 Proba(e) sporadica(e) cu oscilatii severe ale Semnale cu fluorescenta scazuta, Desemnati godeurile de proba
curbelor de fluorescenta puturi goale, tuburi goale sau fara gratuite drept ,Blank”.
substanta fluorescentd, cum ar fi
apa, etc.
19 | Toate probele cu o usoar3 oscilatie a Semnale cu fluorescents scazuta. Selectati ,Filtru digital”

curbelor de fluorescenta

e mber

pentru a netezi curbele
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Chapter 1 Safety Precautions

A Before using STC-96A PLUS Real-time PCR System, please read the safety precautions carefully.
If the instrument is used in a manner not specified by the manufacturer, the protection provided by the
equipment may be impaired.

1.1 Conventions Used in This Manual

The following symbols appear in the text of this Manual.

This symbol is used to indicate that noncompliance with instructions or
WARNING procedures could lead to physical injury or even death or could cause

damage to the instrument.

HOT SURFACE This symbol is used to label potentially hot instrument surfaces.

This symbol is used to indicate that certain precautions must be taken
BIO HAZARD S R .
when working with potentially infectious material.

Information critical to the success of the procedure or use of the

IMPORTANT NOTE
product.

@ @B B P

INFORMATION NOTE Additional information about the current topic or procedure.

The following symbols appear on the instrument.

The CE mark on the instrument type plate expresses conformity with
c E CE MARK . o o
requirements of the directives relevant for this instrument.
A WARNING On the instrument type plate.
& HOT SURFACE On the margin of the block.
@ BIO HAZARD On the instrument type plate.
IN VITRO DIAGNOSTIC ]
On the instrument type plate.
MEDICAL DEVICE
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Symbols Heading Descriptions
On the instrument plate, indicaing the electrical and electronics device
WEEE complys with Directive 2002/96/EC. The device, accessories and the
packaging have to be disposed of correctly at the end of the usage.
o Please follow Local Ordinances or Regulations for disposal.

1.2 Handling Requirements

The STC-96A PLUS Real-time PCR System must only be used by trained and skilled personnel.

A >

The STC-96A PLUS Instrument is an electromechanical instrument. There is a potential danger of electric

shock or physical injury if the instrument is not used according to the instructions given in this manual.

> Follow all safety instructions printed on or attached to the analytical instrument.

> Users may replace fuses if they follow the procedures described in this Operator’s Manual. Any other
electrical modification is not allowed and could render the warranties on the STC-96A PLUS Instrument
null and void.

P> Only authorized service personnel are allowed to perform service or repairs required for the instruments.

» Do not open the hot lid during operation.

»  The instrument should be placed in a clean, well-ventilated room. Corrosive gas and interference from high
intensity magnetic fields can harm the instrument. Avoid direct sunlight and high intensity light sources.

»  The instrument is designed to safety operate within specifications according to CE certified technical
standards at ambient room temperature between 10°C and 30°C, relative humidity less than 85%.

& > Always wear safety goggles and gloves when dealing with toxic, caustic or infectious materials.

> Although working with highly purified nucleic acids, for your own safety please treat all biological
material as potentially infectious. Handling and disposal of such material should be performed according to
local safety guidelines. Spills should be immediately disinfected with an appropriate disinfectant solution to
avoid spreading contamination to laboratory personnel or equipment.

»  The damaged instrument must be delivered to the manufacturer and be repaired by its manufacturer. Before
delivery, the surface of the instrument should be cleaned and sterilized by disinfectant.

»  The thermal block is hot while the instrument is operating. Touching the metal block is strictly prohibited

to prevent burn injuries.

1.3 Electrical Safety

A >

v

The instrument is designed in accordance with Protection Class I (IEC).

For protection against electrical shock, the STC-96A PLUS instrument must be connected directly to an
approved power source such as a three-wire grounded receptacle for the 230V line (50Hz).

Equipment connected to the analog or digital interfaces must comply with the respective IEC standards (e.g.
IEC 60950 for data processing equipment).

Before connecting power cables to the instrument, make sure the voltage and frequency of AC power
supply is 230V~, 50Hz. The power switch must be off before the power cables are connected.

To avoid accidental damage, switch the power off before connecting power or commnucation cables.

Never touch switches or the power cord with wet hands.

Never disconnect the power cable without turning the instrument power switch off.
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> Never clean the instrument without turning the instrument power switch off and disconnecting the power
cable.

> Never replace the fuse without turning the instrument power switch off and disconnecting the power cable.

»  Turn off the power switch of the instrument when not in use. The power cable should be disconnected from
the power socket before opening the shell when repairing.

> To avoid the risk of electric shock, this equipment must only be connected to a supply main with protective
earth.

1.4 Electromagnetic Compatibility

A »  This instrument meets the requirements laid down in GB\T18268 relating to transmission and
interference rejection.
» Do not operate this instrument in a place close to high radiation devices (e.g., radio frequency sources

without shielding), or the running of this instrument may be interfered.

v

Evaluation of electromagnetic environment is suggested before using this instrument.
P The manufacturer is responsible to provide the EMC information to users.
P> The users are responsible to provide proper EMC surrounding to make sure this instrument running

normally.
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Chapter 2 Introduction

2.1 Scope of Application

Based on polymerase chain reaction (PCR) and real-time fluorescence monitoring technology, the STC-96A PLUS real
time PCR system is an automatic analysis product,which is intended for performing qualitative or quantitative detectionof
nucleic acid samples (DNA/RNA) derived from the serum, plasma, urine, virus culture medium, nasal (pharyngeal) swab or
vaginal swab samples or pathogens,as well as post-PCR analysis of the amplified nucleic acid by melting curve analysis.
STC-96A PLUS Real-time PCR System is intended for: 1. Clinical diagnosis in vitro; 2. General laboratory use. The
STC-96A PLUS Real-time PCR System is used exclusively within a laboratory and its users should be trained in PCR

technology and instrument operation and be familiar with related operations.

2.2 Basic Principle

The polymerase chain reaction (PCR) is used to amplify a single copy or a few copies of a piece of DNA across several
orders of magnitude, generating thousands to millions of copies of a particular DNA sequence. The method relies on
thermal cycling, consisting of cycles of repeated heating and cooling of the reaction for DNA melting and enzymatic
replication of the DNA. Primers containing sequences complementary to the target region enables selective amplification.
Typically, PCR consists of a series of temperature cycles and each cycle divides into three stages: denaturation, annealing
and extension.

The Real-Time PCR, which is based on the polymerase chain reaction, is used to amplify and simutaneously quantify the
targed DNA. Fluorogenic oligonucleotide probes or DNA-binding dyes are used as reporters to monitor the PCR reaction.
The increasment in fluorescent signal is proportionate to the amount of amplicon being amplified. Quantification in terms of
genomic units can be calculated by comparison with the Standard Curve. Real-Time PCR is more specific and sensitive

than traditional PCR.

2.3 Main Function

The instrument can perform PCR amplification and real-time fluorescence monitoring of each tube simultaneously. After
amplification, the STC-96A PLUS operating software will analyze the amplification data; perform qualitative/quantitative
analysis or melting curve analysis, and display and print results for each sample automatically, for example, the initial

concentration.

2.4 Main Components
The instrument consists of the following components: the control system, the power supply units, the thermal cycler unit,

the detection unit, instrument housing and software(version:1.0.0).


http://en.wikipedia.org/wiki/DNA_replication
http://en.wikipedia.org/wiki/DNA
http://en.wikipedia.org/wiki/DNA_sequence
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2.5 Main Structure

Tube

Thermal Block ———
TEC

Heat Sink

2.6 Applications

Detection of clinical pathogens

Basic scientific research

Genetic screening

Food hygiene inspection

Customhouse import & export quarantine inspection

Public health and epidemiology

vVvvyVvYvYyYyvYyy

Detection of animal and plant pathogens

2.7 Panel of the STC-96A PLUS Instrument

Indicator Light

BLOCK A POWER

View of the back of the STC-96A PLUS Instrument

Power Switch
Fuse
Electrical Outlet

= Excitation Filter
< l;/o LED

Optical
Fiber

l fPhotoelectric Sensor
Emission Filter

BLOCK B

Type Plate

—COM1

-COM2 (For Production Testing Only)
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2.8 Arrangement of Well Positions

External Interface

Environmental Parameters

Temperatures Allowed During Operation

Relative Humidity Allowed During Operation

Temperatures Allowed During Storage/Transportation

Relative Humidity Allowed During Storage/Transportation

Altitude above sea level

1 2 3 4 5 6 7 8 9 10 11 12
Ao O 0 0 0 o o @ 0 & 0 O
e ® ®© @ ® & ¢ ® ¢ & & 0 O
c® ®© 6 ® 0 O ® ¢ ¢ © 0 O
r ® ®© ® ® & ¢ ® © 6 ¢ & O
EE® ®© © @ O o ® ¢ ¢ ¢ 0 O
F e @ @ @ 0 o ® @ ¢ ¢ 0 O
o @ @ 0 0 e ® ¢ & & ¢ O
He @0 6 &0 ® ¢ 6 & ¢ O
BLOCK A BLOCK B
2.9 Specifications of the STC-96A PLUS System
General
Dimensions (WxDxH) 386%520x250mm
Weight 18 Kg
Power Supply 230V~, 50Hz
Energy Consumption <850VA
Noise Level <55dB (A)
Protection Class I
Electromagnetic Emission CLASS B

USB or RS-232

10~30C
<85%
-20~55C
<85%
<2000 meters

Performance Specifications of the STC-96A PLUS System

Number of Samples
Sample Volume
Temperature Range
Accuracy of Temperature
Uniformity of Temperature
Max. Ramp Rate
Heating/cooling Method
Temperature Control Mode
Hot Lid

Power-off Protection
Advanced Programming
Segments in each Program
Steps in each Segment

Cycles in each Segment

96 x 0.2mL

15 ~50uL
4~99C

+0.10C

+0.10C

4.0C/s

Peltier and Joule
Tube control/Block control
Automatic Hot Lid
Yes

Yes

Max. 9

Max. 9

Max. 99



STC-96A PLUS Real-time PCR System

Holding Time of each Step

Specifications of the Detection Unit

Dye/probe to be detected

00:01~99:59 (mm: ss)

Channel No. 1 2 3 4 5 6
Excitation Filter 470nm 530nm 585nm 630nm
Reserved Reserved
Emission Filter 510nm 565nm 620nm 665nm
Max configuration N + + N N +
Current
| y v v y x x
Configuration
Fluorophores FAM HEX ROX Cy5 X X
SYBR-Green JOE Texas-Red
VIC
TET

Light Source

Crosstalk between Channels
Sensitivity

Range of Linearity

Range of Linearity
Reproducibility

Product Lifetime
Lifetime

Production date

allowed to be used normally.

maintenance-free LED
< 1.00%

> one copy

10°~ 10'° copies/mL
[r]>0.9990
CV<1.00%

Tyears

Printed on namecard

The product’s lifetime is determined based on the assessment of lifetimes of its critical components.
Users shall operate, maintenance and repair it as indicated by the operator’s manual. After

maintenance and repair, products that is verified to retain expected safety and performance are
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Chapter 3 Instrument Installation

3.1 Transportation and Storage

The instrument must be transported in accordance with the shipping requirements in the ordering contract. Original
packaging must be used during transportation to prevent damage to the instrument.

During transportation/storage/packing, the instrument should be stored in a surrounding where the temperature arranges

from -20°C~55°C  with relative humidity below 85% and without corrosive gas.

3.2 Unpacking
The STC-96A PLUS real-time PCR instrument is packed in a cardboard box with palletized Styrofoam filled the space
between instrument and cardboard box. After unpacking please check whether the components mentioned in chapter 3.3 are

missing or damaged.

A Do NOT use the instrument and contact your distributor immediately if damage is found after unpacking.

3.3 Packing List
Item Quantity
STC-96A PLUS Main Instrument 1
Power Cord
Communication Cable
USB-TO-RS232 Converter Cable
Sofeware Setup
Operator’s Manual
Packing List
Certification
Fuse (®5x20mm, 10A, 250V)

Blower Brush

N T G VGV

Dust-Proof Cover
Please contact Bioperfectus authorized distributor or contact us via support@bioperfectus.com in time if any

item damaged or missing.

3.4 Installation Requirements
3.4.1 Working Environment

P> The instrument must be placed on a stable horizontal workbench away from radiators or heating devices. Avoid
direct sunlight.

» Do not place the STC-96A PLUS instrument next to devices with electromagnetic interference or high inductance
(e.g., refrigerator, centrifuges or oscillators).

> Keep the STC-96A PLUS instrument at least 15cm away from surroundings objects or walls in order to ensure

ventilation and convinent access to the power switch.

A The instrument should NOT be covered with anything during operation.

»  Keep the instrument indoors at room temperature between 10~30°C, relative humidity below 85%.
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> To avoid electric shock, the instrument must be connected to a three-wired earthed socket which complies with

safety standards. The power supply must be 230V AC (50Hz).

Users of STC-96A PLUS system must be trained by professional technical personnel by the
manufacturer or distributor before install or use STC-96A PLUS system.

3.4.2 PC system Requirements
The computer should meet the following requirements before the STC1.0.0 software is installed:
»  Recommended hardware requirements: Intel or AMD Duo Core 2.8GHz CPU, with 4G RAM; Video Memory 2G.
P> Operating System: Windows XP/Vista/7/ 8/8.1, with Windows office Word/Excel 2007 or higher version installed;
P> Screen Resolution: 1280*768 or higher.

3.5 Software Installation
»  Remove the instrument from packaging and place instrument by following the guidelines in 3.4.1.
P> Ensure the instrument is in power off state, then connect it to the power socket using the power cable in the
package.
> Insert RS232 cable (the end with a magnetic ring) to the COM1 port of instrument and tighten the screws. Connect
the other end of the RS232 cable following below instructions:
®  [fthere is a COM port in the computer, directly insert the cable into this COM port and tighten the screws;
®  [fthere is no COM port in the computer, connect the cable to the COM port of the USB-TO-RS232 converter
cable and tighten the screws. Note that do NOT insert the converter’s USB port to the computer at this
moment!
»  Insert the installation CD into the CD-ROM. Please wait for a moment, then following window will pop up
automatically (Fig 3- 1).

STC Installer — x

3 ®
A STC
I iﬂg Real-Time PCR System

¥i
& 3 Version:1.0.0

Fig 3- 1
> Click Install STC 1.0.0 and you will see the installation wizard of the program. Click “Next” (Fig 3- 2).

35! Setup - STC Real-Time PCR System 1.0.0 - X

Welcome to the STC Real-Time
PCR System 1.0.0 Setup
Wizard

This will install STC Real-Time PCR System 1.0.0 version
1.0.0 on your computer.

Tt s recommended that you close all other applications
before continuing.

Click Next to continue, or Cancel to exit Setup.
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> Follow the wizard instructions to install software.The specific installation steps are (Fig 3- 3):

§E! Setup - STC Real-Time PCR System 1.0.0 - X 8) Setup - STC Real-Time PCR System 1.0.0 = X
Select Destination Location
Where should STC Real-Time PCR System 1.0 be instaled?

Select Additional Tasks
Which additional tasks should be performed?

Setup will install STC Real-Time PCR System 1.0.0 into the following folder. Select the additional tasks you would like Setup to perform while installing STC
Real-Time PCR System 1.0.0, then click Next.

inue, cli id 1 lect a different folder, cli use.
To continue, click Next. Tf you would like to select a different folder, click Browse. T —

Brovse.. [ Create a deskiop shoricif

Atleast 84.7 M of free disk space is required.

lext > Cancel

e = =
A B

5] Setup - STC Real-Time PCR System 1.0.0 -

5] Setup - STC Real-Time PCR System 1.0.0 -

Ready to Install
Setup is now ready to begin installing STC Real-Time PCR System 1.0.0 on
Your computer.

Completing the STC Real-Time
PCR System 1.0.0 Setup
Wizard

Click Installto continue with the instalation, or click Back if you want to review or
change any settings.

Setup has finished installing STC Real-Time PCR System
1.0.0 on your computer. The application may be launched by
selecting the installed shortuts.

Destination location:

C:\Program Files (x86)\STC Real-Time PCR System 1.0.0
Additional tasks: Click Finish to exit Setup.
‘Addtional shortcuts:

Create 3 deskiop shorteut Lnch STC Real-Tims FCR System

C D
Fig 3-3
» If a USB-TO-RS232 converter cable is needed, click “Install USB Driver” menu on the Autorun screen and follow

the instructions of the installation wizard(Fig 3- 4). Do not connect the USB cable to your PC before installing

USB converter driver. Connect the USB cable to the computer when you get the following hint(Fig 3- 4 B)..

Before starting to install device driver, please confirm device has aleady been
unpluged from the usb port!
Then click OK button to continue

_

Please insert USE converter into USE port then click OK button.

B

1 Driver installation success!

C
Fig 3- 4

> Remove the installation CD and switch on the instrument. Perform system checking before start using the instrument.
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3.6 System Checking

Please complete following steps to check if the program is installed successfully.

»  Switch on the instrument power;

P> Push the slider of Block A open and put four empty 0.2mL PCR tubes into well A1, A6, H1 and H6. Close the slider; Push
the blue slider of Block B open and put four empty PCR tubes into wells A7, A12, H7 and H12. Close the slider;

»  Open the STC1.0.0 interface. Click the template file “Check” at the top left area of the Experiment Home screen;

»  Select Run tab and click Start button in the top right of the screen to start the experiment.

Once the program has started, please carefully observe the experimental process and check the following points:

»  The hot lid can be closed successfully.

> The block temperature increases or decreases successfully. Check whether the real-time temperature shown on the
screen is the same as the target temperature;

»  Fluorescence detection can be carried out and fluorescence value can be real time displayed on the screen.

> If the check experiment can finish normally, it indicates that the system is installed successfully

If the instrument can NOT start or errors occur during running, please power off the instrument and contact
manufacturer or your distributor immediately!

3.7 Reagent Requirements
If the instrument is used for in vitro clinical diagnosis of diseases, only reagents with a product registration license, a
product permission license and a product certificate issued by national Bureau of Drugs Supervision can be used. Do not

use reagents past their expiry date as detection accuracy may not be ensured.

3.8 Quality Control in STC-96A PLUS System

In order to ensure the detection accuracy of the STC-96A PLUS System, the following points should be complied with:

» In quantitative experiment, standard, negative and positive control samples should be contained in order to monitor
experiment reliability and instrument performance.

> Quality controls samples from the relevant authority should be purchased regularly to the verify performance of

reagents and instrument.
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3.9 Workflow

o)

Create Experiment Create Project

—
—
—
—

i1
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Chapter 4 Experiment

The STC 1.0.0 Program of STC-96A PLUS Real-time PCR System is composed of three functional modules: Experiment,

Project and Tools. This chapter explains the main functions of Experiment. The Experiment is composed of the Home

screen and the Experiment Wizard. Home provides quick access to creating and opening experiments while the Experiment

Wizard gives users a procedural guide to configuring, running and analyzing experiments. Prior to starting operation, please

review the chapter to become familiar with the software. The contents of this chapter are as follows:

>

vvyyvyyvyy

Experiment Home;

Introduction to Experiment Wizard;
How to create and run an experiment;
How to view and analyze an experiment;
QuickStart Experiment from template;

Data printing/exporting.

4.1 Experiment Home

o :

Double-click the STC 1.0.0 software icon <> on the desktop to open the software, or click “Start”> Programs> STC
Real-time PCR System 1.0.0> STC 1.0.0 to enter the home screen of STC 1.0.0. The home screen of STC 1.0.0 Program is

composed of three tabs: Experiment, Project and Tools. Click “Experiment” to the Experiment Home screen (Fig 4- 1).

[ Run Experiments ] [ Module Tab ] [ QuickStart ]

DP292 DP292
312-313.2015_. 301-313_2015_

oiltest
Experiment_20.

\
\ N

[ Analyze Experiment ] [ Recent Experiments ] [TaskBar]

Fig4- 1

Experiment Home provides multiple shortcuts to creating or analyzing experiments, as described below:

>

>
>
>

Experiment Wizard: Create a new experiment by following the Experiment Wizard.
Latest Experiment: Create a new experiment with settings and plate from the latest experiment.
Import Plate Layout: Run an experiment by importing an experiment configuration file in format of csv.

Open Experiement: Open an experiment file for analysis.
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> QuickStart from Template: Click a template button to immediately begin an experiment.
> Open Recent Experiments: The list shows experiments that are opened or run recently. Click a file name to
open it.

Right click an experiment to open the folder of the specified file, or delete the file from the list, or clear the
current list.

> Task bar: Display opened or running experiments and Experiment Home. Users can open up to 10 files
(including currently running files) at the same time. Click the tab of experiment name to open it. Click B icon

to close the current file; Click A Home / icon to switch to Experiment Home, which is always shown in the
bottom left of the task bar

4.2 Introduction to Experiment Wizard
This section describes the interface of Experiment Wizard and its working process, and the basic functions of the Well

Selector and the Well Information Table, which are key elements of the Experiment Wizard. Prior to creating an experiment,

users should read this section carefully to learn the basic operations.

4.2.1 Overview of Experiment Wizard

The interface of the Experiment Home provides multiple shortcuts to the Experiment Wizard--users can access the
Experiment Wizard by either click the “Experiment Wizard” button or the “Open Experiment” button and choose a file.
In a process-oriented manner, the Experiment Wizard guide users through the experiment settings, running, and analysis. In
its interface (Fig 4- 2), you can find the experiment process tabs on the left side, with menu commands available for the
current process on the top. The available functionalities the current process can be found in the middle of the screen. The
menus and functional areas vary with different experiment applications. Below is the experimental analysis tab for the

absolute quantitative experiment.

Click the = icon to the right of the menu bar to hide the menu text. While the menu text is hidden, the dropdown
menu will also be hidden.

[ Module Tab

{E_ Well ¥ Project ¥ TubeName ¥ Channel ¥ Target ¥ Color Type ¥ Property ¥ Ct ¥ GICV(%) ¥ Con
7 B5 | shuin il 1 1 B Sordeds  T000E5 2915 018 ¢ e
= 28
Ohpae | 2 15 | shu = : 1 B senseds o00Es 20 018 2%
- 9 D6 | shuiyuan Bl 1 1 B Swndards 1000E5 2911 018 202
@“ 10 E7 | shuian = 1 1 B Sendads 1000E5 2003 0.8 s e
Sl ETR R TR ] i 1 E Unknown 3108 2021
Gg 120 A8 | shuiyuan il 1 1 B sendads 1000E5 2019 018 2
24
200
 Basic | ) L] 1851
6’“ [Target| Channel |Analysis Type [ Baseline Start|Baseine End[Baseline Optimization | Auto Threshold | Manual Threshoid [Digitl Fiter + kil LogtCong ” &
| 1| Ouanitative 5 2 Auto 013 AT GV Ran Apifcaton Cirve =

2.52024
221083
150143
156202
= 128262
097321
086381
0.35440
0.04500
25841

13 5 7 8 1113 1517 18 21 23 25 27 29 31 33 35 37 3
Croe

() Unkrigwn g Standards Row = @ @B LCWDLEGF@S@H

£\ Home A\ test @
[ Experiment Process Tab ] [ Functional Area ] [ Task bar ]

TIZ &

The table below explains the main functions of tabs of the experiment process.
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Experiment Process Work Content Reference

To show instrument information; edit or display basic information of the
Setup ) ) ) 432
experiments and instrument settings.

- Edit and view reaction well information, including importing projects 433
ate 3.
and defining well property.

Sample To enter information of the sample, including descriptions of the patient. 43.4
Run (before/during ) ) )
) Start the Experiment and monitor real-time data. 4.3.5
running)
Run (after running) | Displaying the Temperature Curve and Running Information. 4.4
Analysis Displaying and analyzing the experiment data. 4.4

4.2.2 Working with Well Selector

Well Selector (Fig 4- 3) is a virtual well plate at the bottom of the screens of Plate and Analysis tab. It is used for selecting,
editing and displaying samples. A 12*8 table is displayed in the Well Selector, the location of each cell corresponding to
each well of the reaction blocks in the STC Real-TimePCR instrument. For STC-96A Plus, cells from Column1 to Column
6 represent Block A while and the rest correspond to Block B. The colored well in the Well Selector indicates that there are

samples in the well. Different colors indicate different sample types of which the legends are shown below the well plate.

k 2 | 3 | 4 | s B ¢ [ s [ s [ w [ u [ w2
A vav_ [ Wev | vev ] Hev | ev ) (HEV) (THEVID) (THBVD) ED

) ov Y L] rev onev ey G e G
c o AT | -
}F HBY  HBV  HB HBV  HBV  HBV — C
e Hev ) (hey HBV | HBV | HBV —
| F v ey | S HBY  HBV | HBV S (.
[c v (e rev) (e @R @R () ()

(VD) (R eV (VD @R @EeE ) ) . )C HC
}—J Unknown () Standards () Positive | Negative

Fig4-3
4.2.2.1 Selecting Well
> Click a well to select it; press the Ctrl key and click a selected well to deselect it. The selected well is colored
grey in its background, while its detailed information is displayed in the well information table and related curve
plots. Please refer to 4.4 for more information.
> After selecting a well, press the Shift key and hold on while clicking another well, then you will select the

continuum between two wells.

v

Press the Ctrl key and hold on while clicking multiple wells to select some discrete wells.

v

Click the blank area on the top left side of the Well Selector to select all wells.

> Press arrow keys to navigate through the wells.

4.2.2.2 Selecting Sample
>  In single-tube experiments, each sample corresponds to a test tube; selecting a well equals selecting a sample.
> In multiple-tube experiments, each sample corresponds to 2 or more test tubes. You can select a well or a sample
as follows:
® To select a sample: Click a well, then you will select a set of wells originated from a sample;
® To select a well: Press <Ctrl> on the keyboard and hold on while clicking one well to select a single well.

fi.—] If you want to customize preferecne of well selection, please go to Tool > Well Selector Option.
S For more information on single-tube or multi-tube experiment, please refer to 5.2.

4.2.2.3 Functions of the Well Selector
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» Change information to display on the well plate: As a default, the project name is displayed on the well plate.
Users can change the information display on the well plate. Right-click the Well Selector, select the menu of
Well Display, and you can choose to display the project name, patient name (Fig 4- 4), label,tube name or
sample name. Users can also open the menu of Preferences and change the Well Display in the Well Selector

Options.

=) Unknown [ ) Standards

Fig 4- 4
Hide Well Selector: Right click the Well Inforamtion Table and deselect Show Well Selector.

> Save Well Selector as picture: Right click the Well Selector and select command Save Image as to save the

v

Well selctor as a picture.
»  Omit wells: When there are abnormal data in samples, the program will automatically mark abnormal wells
(such as standards failed to be amplificated) as omitted wells. These omitted wells are marked by white

crosses AR , while their data are not displayed in Well InformationTable and on the corresponding charts. If

you want to omit wells manually, right-click well selector and select menu Omit Wells to tag the currently
selected wells as omitted wells. Deselect Omit Wells to remove the marks.
> Change trace stytles for selected wells: Select multiple wells in the well selector and mark the curves of

selected wells. For a detailed description, please refer to Curve Styles on Page 20.

4.2.3 Working with Well Information Table

In the screen of Analysis of Experiment, the detailed information of selected samples in the Well Selector is displayed in the
Well Information Table above (Fig 4- 5), including well No., target name, calculation results, and patient information. Users
can make further selection of samples in the Well Information Table. The selected wells are of grey background, while their

curves are displayed on the corresponding charts.

‘well Information Tabls: &
Well ¥ Project ¥ Channel ¥ Target ¥ Color Type ¥ Property ¥ Ct ¥ CtCV(%) ¥ Concentrati *
1 B1 shuiyuan 1 1 Bl Stndards  1000E5 2820 032 9.640Eté
2 E2 | shuiyuan 1 1 Standards  1.000ED  28.05 03z 1.056Ef
3 HZ | shuiyuan 1 1 B Swndards  1000E5 2805 03z 1.USBEEi
4 B3 | shuiyuan 1 1 Il stndards  S000E3 3222 7 773E:§
5 F3 | shuiyuan 1 1 B  Sendards  1000E5 2824 032 9.3B4E:
6 Ad | shuiyuan 1 1 B Sendards  1000E5 2800 032 1.034E¢
7 | G4 | shuiyuan 1 1 B Sondads  1000E5 2804 032 1.065E¢
8 E5 | shuiyuan 1 1 Standards  1.000E5 2802 032 1081Ef
9 C6 | shuiyuan 1 1 Standards  1000E5 28.00 032 1.096E¢
10 D7 | shuiyuan 1 1 B0 Stndards  1000E5 2818 032 8.764E:
< >
Fig 4- 5

4.2.3.1 Display and Selection
»  Hiding/Displaying table columns: Click the Table menu to open the Field Settings dialog box (Fig 4- 6). If

you want to display a column, tick the field; to hide a column, uncheck this field.
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Field Setting X

Select Fields Edit Field |

|| Project
|+ 3atplz Namie Field Name | el
[+] Tube Name
/] channel Field Type Test =
[l ove -
/] Target Field Content:
[/] calor
[] Type

[/] Property
[ ] RepliD
b ot

[ | ctMean
[ |octsD
[ ctevem

‘ Mave Lp || Moy Down ‘

| Mewrield || Deletefiel | || e conent | [ Belete contant |

w | Confirm | Cancel
Fig4- 6

Modify the order of the columns in the table: If you need to adjust the location of a column in the Well

Information Table, select it in above table and click Move Up or Move Down button.

Display of Multi-tube Samples: By default, multi-tube samples are separated by dividing lines in

between; if you want to hide the dividing line, go to Preferences in the menu and deselect “Show Sample

Dividing Lines."

Data Selection: the default data selection is seleting samples. If you want to change the way to select data,

“Data Selection Mode” in the right-click command (or menu Preferences > Well Information Table

Options > Data Selection Mode) provides 4 modes of data selection:

® Target: Click on a cell to select the row that contains the cell. In this way, you can select a single target;

®  Well: Click on a cell to select its corresponding well;

® Sample: Click on a cell to select its corresponding sample; if the sample is single-tube, one single well is
selected; if the sample is multi-tube, then multiple wells of a set of samples are selected.

®  Cell: Click to select a cell.

4.2.3.2 Filtering and Sorting

| 2

>

Sample Sorting: By default, the samples in the table are sorted in a top-down mode in the Well Selector

(vertical, A1,B1,...,G1,H1). You can also click on the  icon on the column heading of the well to sort data in

the following modes:

®  Horizontal: Samples are arranged from left to right, that is, A1,A2,A3 ...;

®  Horizontal and Block A Priority (only for STC-96A Plus/STC-96A): Samples are arranged from left to
right, starting from Block A to Block B, that is, Al,....,A6, B1, ...H6, A7, AS...H12;

Column Sorting: Click on the ¥ icon on the column heading (except the column of Well) and select

Ascending (Fig 4- 7), then the data is sorted in ascending order and he  sorting icon appears on the column

heading; Click Descending to display the data in descending order; if you want to cancel the sorting, click the

right-click command Clear Sorting.

Clear Sorting

Ascending

Descending

Clear Filter

Custom Fliter...

Fig4-7
Filtering: Click on the ¥ icon on the heading of a column, you may filter data by selecting data from the data

list (Fig 4- 8). Click on Custom Filtering to perform advanced filtering on this column (Fig 4- 8).
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Elearorting Custom Fliter... X
Ascending
Descending ) .
Fliter condition :
Clear Filter
Custom Fliter... RepliD
[ AlD |
A =
- [¢] (Blanks) |
[#] Standards
' ¥ Unknown ®and (or
| il
— | Clear Filter | | Confim | | Cancel
Fig 4- 8

>  Multiple Sorting: Right-click in the area of Well Information Table, select Multiple Sorting... command, and
the following dialog box appears (Fig 4- 9). You can perform multiple sorts of data on this screen. For example,
if you want to sort Ct values of different targets from different projects in ascending order, select “Project”,

“Target” and "Ct” in the “Sort By", “ Then By” and “ Then By,” respectively.

Multiple Sorting X
Sort By :
| '| @) Ascending () Descending
Then By:

| EI (@) Ascending () Descending
Then By :

| |"| (@) Ascending (_) Descending

|_ Confirm | | Cancel |

Fig4-9
»  Clear Sorting and Filtering: Use right-click command Clear Sorting & Filter to clear all sorting and fliter

criteria.

4.2.3.3 Printing or exporting result data
Right-clicking in the area of Well Information Table (Fig 4- 10), you may use the following commnds to get convenience in
data processing:

> Copy Selected Data to Clipboard: Copy Selected Data to Clipboard.

> Export Selected Data: Export Selected Data to Excel.

»  Print Selected Data: Print Selected Data.

f\_] If you wan to copy or export specific data of the table, select right-click menu Data Selection Mode > cell, then
" you are free to select whatever data and export or copy them to the Clipboard.

| Copy Selected Data to Clipboard ‘

Export Selected Data...
Print Selected Data...

Show Analysis Parameters Table

Show Well Selector

Data Selection Mode 3

Multiple Sorting...

Clear Sorting®& Fliter

Fig 4- 10

4.2.4 Working with Chart
Curve charts are displayed on the right side of the Analysis tab in the experiment Wizard; they may vary with different
modes of analysis. The following is the main features of the curve charts; for more information, please refer to Chapter 7

Software Application.
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4.2.4.1 Viewing Curve Charts
Hover your mouse over a curve; then it will be bolded in black and a message box showing the detailed information of the

curve appears; meanwhile, all related information in the screen will be highlighted (Fig 4- 11).

f_] To close the message box, click on Preferences menu and then uncheck “Show details when hovering over
A curves” in Chart Options.

Amplification Curve. XRawAmphﬁcatiun Curve 5|

474475
4163 22
358189
300018
241883
1837.10
125557
687404

9251
48302

Well No.:E10
Chanrel @1
Target :1
Type:Standards
Hame
En:863. 61

Rn

1 3 5 7 % 11131517 19 21 23 25 27 29 31 33 35 37 3¢
Cycke
| [ Row 5 @@ C@DLUESF@c@H
Fig4- 11

>  Adjust the maximum value of Y-axis: Dy default, the maximun of Y-axis of a curve chart is fixed, showing the
maximun value of all data. If you want to change the default setting, go to Preferences menu > Chart Options >

Y-Axis Scaling auto-adjust by:

Options Descriptions
The Maximum value of Y-axis is the maiximun value of all curves in
All curves
the Well Selector.
Selected Channels Maximum Y varies with selected channels.
Selected Projects Maximum Y varies with selected projects.
Selected Wells Maximum Y varies with selected wells

»  Zoom In/Out: Select Zoom in the right-click menu. In the pop-up window (Fig 4- 12), input the maximum and
minimum values of X Axis and Y Axis. Click Apply and close the window. If you need to restore the scales, click the

Default button or in the right-click context menu, click “Set Scale to Default” command.

Z0O0OM X
Minimum Maximun
X Avis - 05|
¥ A -480.02 /%) §326.28 3
Default Apply [l Close
Fig4- 12

> Enlarge a portion of a chart: If you want to view details of a specific area in a chart, place the cursor above and to
the left of the chart area you want to enlarge; then click and drag the mouse down and to the right (Fig 4- 13); the
region within the rectangle that you draged will be automatically zoomed in. To restore the chart to its original size,

click and drag the mouse up and to the left.
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Amplification Curve \RawAmplmcalmn Curve

£

474475
4163 22
3581.69
3000.18
241583
1837.10
125557
B74.04

9251
48302

13 5 7 9 1113151719 21 23 25 27 29 31 33 35 37 39
Cyck

| Row | @~ @B L CUDLUEGF @c@H
Fig 4- 13

4.2.4.2 Change Curve Styles
Users can customize colors of curves and change styles of curves by adding tags to curves. If you need to modify the style
of a curve, hover the cursor over the curve (when the curve turns black and bold); choose “Trace Styles” in the right-click

menu. In the following dialog box, modify the color of the curve or add tags (Fig 4- 14).

Amplification Gurve ] RawAmplification Curve \ |
Trace Styles X
573576
509244
4449.12
Color: -
= 380581
£ 316249
Symbol : | Circle - 2519.17
. 187565 r |
123253 _gP
589.21 e
‘ I ST 5 7 s 131517 18212325 27 29 31 33 % 37 W@
| Apply | | Close [ ‘ 7 ‘
[TRow  [Fliceeitl @~ @° GC @0 G:@F @°@F
Fig4- 14

If you want to change the styles of multiple wells at one time, first select wells to be changed in the Well Selector, then
right-click in the area of the Well Selector and select “Curve Style” command to open the following screen (Fig 4- 15), you

can change the curve stytles for all selected wells or a certain target of the selected well(s).

Trace Styles X
Caolor: b4
Symbol - | Circle -
| Apply | | Close
Fig 4- 15

4.2.4.3 Copy and Export

>  Save a Chart Image: In the right-click menu, click “Save Image As..." to save the current chart as a picture.

> Copy a Chart Image: In the right-click menu, click “Copy to Clipboard" to copy the current chart to the clipboard.

> Print: In the right-click menu, click “Print...” to print the current chart image.

> Export Curve Data: Select “Export Curve..." in the right-click menu to export data of all curves on the chart to
Excel files.

> Copy Data of Selected Curve: Hover the cursor over a curve; then the curve is bolden in black. In the right-click

menu, click “Copy Selected Data to Clipboard...” to save the data of the curve to the Clipboard.

4.3 How to Create and Run an Experiment
This section describes how to use the STC1.0.0 software to create and run an experiment, as well as the detailed features on
all interfaces. For different experiments, menu options displayed may vary. For more information, please refer to Chapter 7

Software Application.
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4.3.1 Create a New Experiment
o Connect the USB Converter cable or the RS-232 serial cable to the computer, and power on the instrument.

The STC1.0.0 software is capable of controlling multiple STC Real-TimePCR systems (including
STC-96A, STC-96A PLUS and STC-48A) simultaneously.
For more information on how to connect the instrument to the computer, please refer to 3.5 Soffware

Installation.

9 Double-click the software icon =<»o on the desktop to run the software, or click Start > Programs> STC
Real-TimePCR System 1.0.0 to open the software. Click on the Experiment tab at the top of the screen to enter

the maincreen of Experimental Home (Fig 4- 16).

UF Homa A lest @ A 20150531 14-41-45 @

Fig 4- 16
e To create a new experiment, click Experiment Wizard button on the left of the Experimental Home screen:
If there is a single instrument connected to the computer, you will direcly enter the experiment wizard

| 2
where the model and serial number of this instrument are displayed in the Instrument area (Fig 4- 17).
Ghstry
o siCsoA LS —
(nsrnf - | I |
{ 2015.05-25_11-3512 Save Path | Browse.. |

0 | ) —

Experiment Ty - [ Quaitaiveibsaiuts Quaritaive 8] Operator: | Auitor

i
[ slocka [ glocke /] Use Hotlid
—T oy 15, Con o Mo
£ Home A\ test @ A\ 20150525 113512 @ /
Fig 4- 17
P> If there are two or more instruments connected to your computer, the following dialog box (Fig 4- 18) pops

up after clicking. Select an instrument to be used from the list, click Confirm button to enter the interface

of experiment wizard.
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>

COM Port Model S ‘ Remark Instrument £
1 comz 1STC-96A PLUS SM16022411 | wacancy
T COnl4 STC-96A PLUS SMN16023403 vacancy
T COMY ) STC-96A PLUS k SMN16023404 ) vacancy
T COMS i ESTC-96A PLUS  SM16023402 ] ) vacancy

Fig 4- 18

If no instrument is currently connected to your computer, the following pop-up box (Fig 4- 19) appears
after clicking. You can reconnect the instrument, or click Virtual Mode to enter the virtual mode in which

you can setup an experiment rather than run it.

-

Cannot connect to the instrument!
Connect the instrument to your computer and power on the
instrument, then click "Retry".

Virtual Mode | Retry

Fig4- 19

E For more information on creating an experiment, please refer to 4.2./ Screen of Experiment Wizard.

4.3.2 Define Experiment Properties

s
Model:  STC-96A PLUS sm SNNT1092411
(M Experiment Properties

Experiment Name | 2015-07-01_11-08- | savePatn:] ciProaram Files pesisL | [erwse|
O

Experiment Type : | QualitativelAbsolule Quantiative [=]  operater: | [ ewitor 1]

Comments : ‘

J
Instrument Setup
SeledRzacion ok SetlidMode,
BlockA BlotkE Use Hotlid
Temperaturs Control Mode L Channs| Scanning Mode
(&) Block cmvﬁ () Tube Cantrol () 8ean Selected Channels () seanal o

£ Home A testnew-! @ A *201507.01_11-04-46 @ A *2016-07-01_11-08-22 @ /

Fig 4- 20

0 Click the Setup tab (Fig 4- 20) and enter the general information in the Experiment Information area:

>

>

In the field of Experiment Name, enter the name of the experiment. The length of experiment name
should range from 1 to 50 characters. The default name is the time of creating the new experiment (format:
YYYY-MM-DD_HH-MM-SS).

Select the type of experiment in the Experiment Type drop-down list.

(Optional) You can modify the path in which the file is saved in the “Save Path” field; if you do not
modify the path, the files are saved by default to the Experiment folder in the software installation directory
folder.

(Optional) if necessary, input information of the operator, the auditor and notes.

@ In the area of Select Reaction Blocks, select bolck(s) according to your sample quantity. To STC-96A PLUS

isntruments, there are two independently reaction blocks, Block A and Block B.
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e Select “Use Hot-lid” in the area of Hot-lid Mode. Using hot-lid means that during the experiment the

temperature of the hot-lid will be kept at 105°C, which prevent reagents from evaporating.

@ If hot lid is not used, olefin oil must be added to prevent reagents from evaporating and condensing,
which may lead to erroneous results.

e Choose the temperature control mode in the “Temperature Control Mode” area. By default, Block Control is
recommended.

> Block control means that the holding time of the thermal program does not start to count-down until the
temperature in the reaction block reaches the target temperature.

»  Tube control means that the holding time of the PCR thermal program does not start to count-down until
the average temperature of solution in a tube reaches the target temperature. Tube Control is more accurate
than Block Control, but takes more time to complete the experiment.

e In Channel Scanning Mode area, select proper scanning mode. By default, Scan All Channels is
recommmended.

>  Scan Selected Channels means that the optical system only scans the channels which are used in the
projects. For example, if FAM, VIC and HEX channels are used in a project, the instrument only scans
these three channels.

»  Scan All Channels means that the optical system scans all channels (4 channels in all) during the
experiment.

If you select “Scan Selected Channels” and want to add a new project during the experiment, when
the number of channels exceeds that of the first project, then data of the newly added channel is not

recorded. Therefore “Scan All Channels” is recommmended if the reagent is not sensitive to
fluorescence exposure.

: For information on project and channel, please refer to 5.2 Create Project .

4.3.3 Setup Well
o Click Plate tab to enter the screen for well defining (Fig 4- 21). Choose wells to be edited in the Well Selector.

In case of multi-tube samples, the number of wells you need to select should be at least greater than the well

numbers of a sample.

E For more information of the basic operation of the Well Selector, please refer to 4.2.2 Working with Well
Selector.

= = = 3 w 5
P = == &« 7 BB &2 = /7  ff
| New, Open  Close  Sae  Saveds Encnlion Repoi  Table Dala  Template | Table Preference Delete Auic S . [
L File Pt | et  opton Well Define
sion

_8ample Information Editor
Well ¥ Project ¥ SampleName Y TubeName Y Channel Y Dye ¥ Target ¥ Type ¥ FPropey ¥ RepllD ¥ *
Tube 1

ool

FAM e Unknown
FAM
FAM
FAM
FAM

Tube 1

Tube 1
Tube 1
Tube 1

Tube 1 FAM

Tube 1 FAM

Tube 1 FAM

10 B2 Tube 1 1 FAM
11 C2 Tube 1 1 FAM

©e

SarmpleType: | 5 eropeny: | ]

Sarmple Name: | |

Make Replicates [ | Repl. D

TubeName | Channel Target Froperty

1 Tube 1 1 e o

4 Home A\ *2016-03-07_10-19-25 @ /
Fig 4- 21

9 Select an appropriate project from the project list in the top right of the screen. All project files previously saved

by users in the software are displayed in the project list. Move the cursor to the project name for a preview of the
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thermal program information of the project; click on the L=d icon of the project name to view the details for that
project.

T'f_| If you cannot find the project file in the project list, you need to create a project file or contact the
S| reagent manufacturer. Please refer to 5.2 Create Project.

You can run multiple projects in one single experiment. After you select a project from the project list,
project files with the same thermal program as is used in the selected project are still be availble to be
used (Fig 4- 22); while projects of different thermal program are dimmed (unavailable).

Step 2: Select Project Files
[¥] shuiyuan a
[] Hav a

o]

Fig 4- 22
e Edit the sample type and property in Step 3: Defining Well (Fig 4- 23). By default, the type of the selected wells
is Unknown. If necessary, change the type by clicking the Sample Type drop-down menu.

Step 3: Define Samples Properties

Sarmple Type: | Unknown El Propeny:l \

Sarmple Mame | |

Make Replicates || Repl.ID:

Tube Name | Channel Target Property
1 Tube 1 1 1

Fig 4- 23
If necessary, enter information of samples in the Property field. You may edit property for each target
separately in the target table.
> If youneed to define replicates, select the Set Replicates check-box and enter a number in Replicate ID
field. The software will perform statistical analyses of SD and CV of those replicates.

> To clear wells, select them and click Delete button, or use right-clicking command Delete Sample.

#— Sample types and property may vary in different experiment modes. For more information, please refer to
S| Chapter 7: Software Application.

e When you finish well editing, the detailed information of wells is displayed in the top left table of the screen.

1 Well editing can be done before, during or after an experiment is completed. Once users re-edit well
L settings, re-analyze the experiment to generated new result.

4.3.4 Enter Sample Information
o Click Sample tab to go to the screen for sample editing (Fig 4- 24). This screen displays all “Unknown” samples
and you can input detailed information for each sample. Click Import menu to import patient information from

external CSV file.
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- Fig 4- 24
Click “Table Mode”, “Unknown” samples are listed in a table.
P> Click on a cell and enter information, then press the Enter key to confirm and move to the next cell or bring
up a drop-down menu; press the Tab key to move the cursor.
> Copy/Paste: Select a cell, right click and select Copy; then select another cell and right click to choose
“Paste.”

P> Use right-click command Delete or Delete button in the menu bar to clear the conten of selected cells.

tl Patient information of samples can be edit before, during or after an experiment is completed.
The label is used to as a unique mark for the sample in linking to the LIS system. Click Label button on the

menu bar, choose the appropriate range from the drop-down menu of Sample Range, and enter the appropriate

value.
All Samples Create lables for all samples

Create lables for selected samples (you need to select specific samples in

Selected Samples the screen in advance).

Project Name Create lables for all samples originated from your selected project.

For example, mark all of the samples of “Shuiyuan” in the order of “20150526-01; 20150526-02;

20150526-03......".

-Select Samples to be defined

Sample Range |

~label Setting
Lable Prefix:  20150526-

Initial Value | ]|
Interval : [ ]

Digit:

Fig 4- 25
>  Select “Shuiyuan” from the drop-down list of Sample Range.
P>  Enter “20150526-" in the Lable Prefix field.
> Enter “1” in the Initial Value box, “1” in the Interval box and “2” in the Digit box (Fig 4- 25).
If the column of the table does not meet your needs, you can customize new columns by the Table menu (Fig 4-

26).
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For example, if you want to add a new column “Sample Status”, its drop-down list should display “Normal” and
“Jaundice”
P Click the Table menu to open the Field Settings dialog box, then click “New Field button at the bottom
of the screen to creacte a new field “Column”
»  In the Field Name on the right, enter “Sample State”;
»  In the drop-down list of Field Type, select “List";
»  Click New Content button and enter “Normal” in its popup screen (Fig 4- 27). Click Confirm. Similarly,
add another default value of “jaundice.”

P>  In the Select Fields list, select the “Sample Status” field to add it to the Sample table.

Enter New Content :

| Normal

Run an Experiment
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Fig 4- 28

0 Click Run tab to enter the Run screen (Fig 4- 28), on which such information as test samples and projects is

displayed. Place sample tubes in the reaction block of the instrument according to the sequence of the Well

Selector. Click the W button to run the experiment.

For experiments created in the virtual mode, the Start button is disabled and the experiment cannot be

started.
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@ Monitor Running: The real time temperature curve and operation status are displayed on the top right of the

experiment Run screen (Fig 4- 29) while the real-time curve is shown at the bottom right.

Thetrnal Prograrm \Iemperature Cure  Running Status |

Running Infarmation

Instrument Status ~ Segment2 Step1

Running Time 00:12:28  Estimated Time Remmaining  01:02:44

Temperature Information
Cutrent Cycle 5 Hot-lid Ternperature 105.0°C

Target Termperature 95 0C Block Temperature 83557

Holding Time (SR Tuhe Temperature  NA

Fig 4- 29

@ In case of errors that abort the experiment (such as power cuts), when the program is restarted, a dialog
box will pop up to ask if you will continue run from where it aborted. If you choose to continue, the
aborted experimental data will be resumed and continued. This may lead to unsatisfactory results.

e If you need to modify the thermal program during, right-click in the Thermal Program area on the top right of the
screen. Click Add Cycles for current Segment to increase the number of cycles of the current segment; click

“Delete Current Segment" to skip the current segment into the next segment (Fig 4- 30).

- I e
Do you confifm bo.extend the cyde numbers of the
current segment? ¢ Do you confirm to delete the current segment?
Current Segment : Segment 1 ’=I—§ Current Segment: Segment2

ISR Current Cycle: 23

Add cycles : 1=
Confim | Cancel =M | an |

Fig 4- 30

0 When the experiment is finished, the reaction module is cooled and the hot lid is opened automatically. The

software will automatically save results and redirect to the Analysis tab.

@ Users are allowed to customize wait time for the hot lid to open. Click the Tools tab > Software Option.
Modify the wait time in the Hot-lid setting of the Others section.

4.4 View and analyze an experiment

o Click Open Experiments button in the Experiment Home screen or click the Open button in the menu bar in
the Experiment Wizard. In the pop-up window, choose an experiment file and open it.

9 You can switch between tabs of the Experiment Wizard to view or edit information of the experiment:
> Setup: View the serial number and settings of the instrument; modify the file name or saving path.
P>  Plate: To view or re-edit the reaction well.
> Sample: To view or re-edit the patient information of samples.
»  Run: View the running information, the temperature curve and the time when the experiment

starts/completes at.

v

Analysis: View results data, modify parameters, export data, and so on.

For more information about the Experiment Wizard Options tab, please refer to 4.3 How to Create and
Run an Experiment.

e Click Analysis tab to enter the Analysis screen (Fig 4- 31). On the left side of the Analysis screen there are the
Well Information Table, Analyze Parameters Table and Well Selector; on the right there are experiment curves

that vary according to different types of analysis.
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Fig 4- 31

Viewing the experiment data

> Select a sample in the Well Selector; then its details are displayed in the Well Information Table at the top while the
curves of the well are shown in curve graphs on the right.

»  Hover the mouse over the data in the screen; then all the information associated with the data are displayed together
(data in Well Selector or Well Information table are displayed in bold while the curve is displayed in black bold) (Fig
4- 32). If you need to close this function, click on the Preferences menu, and in the Others area of the pop-up screen,

uncheck High-light Related Information on Hover.

Standard Curve .\Therma\ Prograrm w| | Amplification Curve. \RawAmpliﬂcannn Gurve L]
2476 ® Slope: -3.56862 ik
Intercept: 42 22508 418322
2008 Linearity: -0.52679
2150 Efficiency: 078633 i
3000.16
2000
£ 241883
s 1841 i 1837.10
4G4 125557
15.24 . 674.04
1365 9251
12.08 489.02
13 5 7 9 1113 15 17 19 21 23 25 27 29 31 33 35 37 39
10.48 Cyce
4.0 5.0 8.0 7.0 8.0 -
Lea(Conc) | Row | @~ @ cCOLLESF @c@H
Fig 4- 32

e

»  For multiple-channel experiments, click the Channels buttons BOOS6O to show the data of specific
channels;

f*_] If you want to change the way of channel selection, click Preferences menu and change Channel Selection in the

area of Others. “Press Ctrl+Channel button to Select Multi-channels” means that when pressing the channel
button, you only select the data of the current channel; if you want to select multiple channels simultaneously, hold on
the CTRL key and click on multiple channel buttons; “Press Channel button to Select/Deselect” means that you
press the channel button to select it and click again to deselect it.

»  To zoom in/out table or graphs, Click #| and Elbuttons or drag their borders;

f*_] For more information of the functions of the Well Information Table and the Well Selector, please refer to 4.2.2 IWell
' Selector and 4.2.3 Well Information Table.

Adjusting Analyze Parameters

The instrument collects real-time fluorescence data during the experiment; when the experiment is over, the software

automatically processes raw data in accordance with the analysis parameters of the project.

»  The most frequently used analysis parameters of the current experiment is displayed in the analysis parameter table
(Fig 4- 33), which is below the Sample Information Table. You can modify the analysis parameters here and click the

Analyze button 7. to reanalyze data.
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Fig 4- 33
P> Click the Analysis Parameters memu in the drop-down menu of Analysis to view all the analysis parameters. After

modifying the parameters, click Analyze button to update the results.

EI To hide the analysis parameters, please click JJ;T_' icon.

For more information on analysis parameters of different types of projects, please refer to Chapter 7 Software
Application.

4.5 Experiment Template

An experiment template is pre-stored file containing all settings information such as experiment information, well setting,
and analysis parameters. On the top right of the Experiment Home screen is (Fig 4- 34) the list of experiment templates.

Click a template to enter the Run screen; then press Start button to start the experiment.

Fig 4- 34
4.5.1 Template Manager

In the area of experiment template, right-click and then select Template Manager to enter the following screen (Fig 4- 35).

\Wvell
() aRi2

350c 950 ¢
/0300 00:15
" | o s
i 0040

Ovele 1 Crele 40

Fig 4- 35
Import: Import experiment template fies to the software.
Export: Save the selected experiment template to another directory.
Rename: Rename selected template file.

Delete: Delete selected template fle.

vVvyyvyyvyy

Display/Hide: select the checkbox at the bottom right of a template to make it appear on the Experiment Home

screen.To hide a template, right-click on it and select Remove from List Command.
4.5.2 Create Experiment Tempate

In the Experiment Wizard screen, click Template in the Export menu to open the following screen (Fig 4- 36). Enter the

file name; if necessary, enter full name and comments. Press Confirm.



Version 1.7

Name HBYV

Full Name : [

Comments :

Fig 4- 36

4.6 Export

4.6.1 Export Experiment Data

Click Data in the menu bar to export data of this experiment (Fig 4- 37). Data can be saved in formats of XLSX, CSV or
TXT.

Select data to be exporied

/| Ganaral Informaton

[ wellinformation Table
(] Ampiification Curve

/] RawAmplification Curve

SavePath. | CUserswaiugDocumentsl Bowse. |
FleName: | test

exponoman | &

Fig 4- 37
The table below displays the data to be exported. The available data may vary with different types of analyses.

General information Experiment Name and time, Auditor/Operator/Comments, Instrument Setup.
Well Information Table All information of the Well Information Table

Amplifiction Curve Amplifiction Curve of all samples

Raw Amplification Curve | Raw Curves of all samples

4.6.2 Export RDML
Click the drop-menu of Export and select Export RDML to export RDML file.

4.7 Print
4.7.1 Print Patient Report
Select sample to print from the Well Selector and then click the Report menu to open the following screen (Fig 4- 38).

Click Print to print all reports; click Print Current to print the report in preview; click Previous / Next to view the reports.

You can only print patient reports of wells with the sample types of “unknown” or “Retested”.
To learn how to customize the patient report template, please refer to Appendix I Patient Report Template.
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4.7.2  Print Experiment Tale
Click the Table menu in the Print menu group to print the Well Information Table (Fig 4- 39).
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Chapter 5 Project

A project is a unique profile of STC Real-TimePCR System, containing experiment type, channel information, PCR profile,
analysis parameter, rules of judgment of results, etc. Usually a project is based on an experiment protocol, it provide a
convenient and quick access to set experiments. Users can create or edit projects according to the experiment protocol, or
contact the reagent manufacturer to acquire project files. The contents of this chapter are as follows:

> Project Manager

»  Creating a New Project

5.1 Project Manager

Double-click the STC1.0.0 software icon s<'ss on the desktop, or click Start> Programs> STC Real-TimePCR System
1.0.0 to enter the software. Click the Project tab in the module bar to enter the Project Manager (Fig 5- 1). The Project
Manager is used to manage all project files saved in the software, including view, editing, copy or import/eport. The screen

of Project Manager contains the following information:

[ Module Tab ] [ Project List ]

SelectProject Type © | Al

Project Name : project! (S d i 2 4 & i
Project Type Quantitative 1 Bxolaion-Emissi 470510 530-565 585-620 630-665 460-650 440-620

Reaction Volume : 301 2 FluorohoresiDy FAM vic ROX ovs Pulsar650 | mieima-Red
Unit: eopiesirl 3 Use 7] 7] 7]
Sl ts ¢ Twer W1 " " [ [ [

N

™~

[ Project Buttons ] [ Preview Project ]

Fig 5- 1
P> Project Buttons on the left of the project Manager:
®  Creating Project: Open the project wizard to create a New Project.
®  Import: Import a project file to the project manager.
®  Export: Export the project files in the project manager to other directory. In the Export screen (Fig 5- 2), select the
project(s) to export and the saving path; and then click Export button to export them. Click Export All to export all

projects in the list.
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Fig 5-2

x|
Select Project Type ;| All Lﬂ |
Select Project File to he exported @ i
|
Sawe Path
CUsersi85182\Documents | | Browse...
E E I >

P> On the right upper side of the project mager screen, all project files classified by experiment types are listed here.

Click a project for a preview of the detailed information at the bottom right of the screen. The buttons on the right are:

Edit: Edit the selected project file.
Copy: Copy the selected project file.

Paste: Paste the copied project.

Rename: Rename the selected project in the pop-up screen.

Delete: Delete the selected project file.

5.2 Create Project
o Click Create button on the left of the Project Manager screen to open the project wizard (Fig 5- 3).

Project Prapetties

Project Name © | HEY

Project Type QualitativelAbsolute Quantitative . Reaction Yalume 30l Unit: | copiesiml | 9
Comments ‘
Target information
Channel I 2 3 4 5 6
530-565 585-620 630-665 A A

1 Excitation-Emission(nm)
2 FluotephoresiDyes

Use

4 Tube 1 o]

viC ROX

[l [

cvs

[N u [ ] e [ 9

4™ ProjectManager )\ HEV @ /

Fig 5-3

While the experiment is running, you cannot edit the Project being used by the experiment.

@ Click the General tab on the left and enter the general information for your project in the screen:

> Project Name: Enter a project name. The string length of the name ranges from 1 to 50.

Project Type: Select the type of project in the Project Type drop-down list.

>  Reaction Volume: Enter the reagent volume. The allowable reaction volume is 15~50uL.

v

(Optional) Comments: Input note information for your project if necessary.
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9 Input target information in Target Information area. A target is a nucleic acid sequence that you want to
amplify and detect. It is identified with a probe labeled with specific fluoesence dye. Probes/dyes that are

supported by the instrument are listed in the following table.

Channel Excitation-emission wavelength | Fluorophores
Channel 1 470nm-510nm FAM, SYBR-Green
Channel 2 530nm-565nm HEX, JOE, VIC, TET
Channel 3 585nm-620nm ROX, Texas-Red
Channel 4 630nm-665nm CY5

In terms of the quantity of targets, samples can be divided into single-tube and multi-tube samples. The
Single-tube samples refer to those samples, with fewer nucleic acid sequences to be detected (for example, 1 or 2
targets), which can be measured in one reaction system (one PCR test tubes). During the development of the
real-time PCR technology, more and more complicated experiments have more than 10 target genes to be
detected. However, given the limitation of the dye spectrum, there is a limitation of detection channels in the
real-time PCR instrument. In this situation, users have to put one sample into several tubes and detect them
simultaneously, which is called multi-tube samples, for example, the 13 high-risk types of human papillomavirus
(HPV).

Define targets of a single-tube sample

> Accoding to your kit protocol, determine the appropriate channels by selecting the checkbox [ | below
channels.

> Enter target names. Please note that a target name must be exclusive. Click color-box and select a colour
for this target.

> (Optional) If you need to modify the information of dyes, click the fileds of Fluorophores/Dyes, and then

select dye names in the drop-down menu or enter names of dyes.

Define targets for a multi-tube sample

> According to your kit instructions, enter tube number in the Tube Couts per Sample; then new tubes
“Tube 27, “Tube 3”... are added. Change the tube names if necessary;

P> Setup the tube order by checking the radio buttons of Tube Order. There are two sequences of
arrangement of multi-tube samples;
®  Horizontal: Tubes of one sample are arranged from left to right in the Well Selector;
®  Vertical: Tubes of one sample are arranged from up to down in the Well Selector;

P> Check the right detection channels and enter target names. If there is no target to be detected in one

channel of a certain tube, click its field to open the drop-down menu and selected “N/A”.
i-!__,l There should be at least one target for each detection channel.

0 Click on the Program tab to go to the thermal program screen (Fig 5- 4). A PCR thermal Program usually

contains 2 to 3 segments, each containing several steps, and sometimes with a Melting Curve.
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The basic items of a thermal program are listed in the following table.

Item Descriptions Valid values
Temperature cycles composed of 1 or more 1-9
Segment
steps.
The number of times that the current segment 1-99
Cycle

is to be repeated.

Step Contains target temperature and holding time. 1-99

The target temperature, including denaturation | 4°C -99C

Target .
temperature, annealing temperature or
Temperature ) . ) .
extension temperature in PCR amplification.
Holding time, the length of time the 00:01 - 99:59
. . temperature is maintained when the
Holding Time )
temperature in the block or tube reaches the set
temperature.
Fluorescence ) ) Only one step can
. Detect the fluorescence signal in the step. )
detection be set in a segment
. The process of temperaure rising slowly from 1
Melting Curve ]
one temperature to another. During the whole
Segment

process fluorescence signals are detected.

Edit a Thermal Program

>  Insert Segment: Click on Insert Segment menu to add one segment at the end of the currently selected
segment (marked in red). In the drop-down menu of Insert Segment, you can choose to insert the new
segment before or after the currently selected segment or even at the end of all segments. You can also

insert segments through the right-click command Insert Segment.
?:] If you need to modify the name of a segment, double click the name field and enter a new name.

»  Modify Cycles: Click on the Cycle box “It® 12 below the segment and enter the number of cycles.

> Insert Step: Select a step in a segment, and then click Insert Step menu to insert a new step after the
currently selected step. In the drop-down menu of Insert Step, you can choose to insert the new step before
or after the currently selected step or even at the end of the current segment. You can also insert steps

through the right-click command Insert Step.

?:] If you need to modify a step name, double click the name and edit it.
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>

>

>

Modify Target Temperature: Click on the temperature box-@ and enter a temperature, or drag the
blue line below the temperature box to change temperature.

(G010 B

Modify Holding Time: Click on the time box and enter the time;

Set Fluorescence detection: If you need a step for the detection of fluorescence, click the box D and

then the icon turns bluen , showing that “acquisition” of fluorescence will be performed at the current

step. A common thermal program is shown below (Fig 5- 5).

@ In a segment, only one step can be set for “acquisition” of fluorescence. A step with the holding time
of less than 15 seconds does not support the acquisition of fluorescence.

< | Right click the thermal program; select “Save as Figure” to save the current program as a picture.

Program.

Segmentt Segmentz
95.0 © 950 ©
/|03 :00 00:15
/ [&] =]
{
i 54.0 ¢
/' 00 : 40
/ =
Step1 Step1 Stepz
Cyole 1 Cyele 40
Fig5-5

Advanced Program

The Advanced Program function is used to set the TouchDown PCR or control the heating and cooling rate of the

instrument. Select a step and click Advanced Programming menu to open the following screen (Fig 5- 6).

I AdwncedProgmmEditor KA
TouchDown PCR sefting:

Starting Cycle: |1 |

Time Variation: | +| = = K-
Temperature Variation: | + = 1] =i e
Ramp Rate
Ramp rate from last to current target temperature 0.1 | | 'Cfs

Fig 5- 6

»  Set TouchDown PCR: TouchDown PCR can increase the amplification specificity by gradually reduce the

annealing temperature. Select the TouchDown PCR Setting box and enter the appropriate number of starting

cycles as well as values of temperature/time variation.

Starting Cycle: The starting cycle is used to determine in which cycle the TouchDown is to be
performed. The starting cycle should not exceed the number of cycles of the current segment.

Time Variation: From the Starting Cycle, increase or decrease the holdin time in every cycle.
Temperature Variation: From the Starting Cycle, increase or decrease the target temperature in every

cycle.
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When setup TouchDown PCR, make sure that temperature and time values must be within a
reasonable range (the temperature ranges from 4 to 99°C, while time ranges from 00:01 to 99:59).

> Ramp Rate: It means the rate at which the instrument heats up or cools down to the target temperature. Select

Ramp Rate box and enter an appropriate value. The range of ramp rate is 0.1~4.0°C/second.

The example demonstrates how to edit a thermal program, which is shown below:

Segment Temperature Time Cycle

50°C 2min 1
Segment 1

95C 10 min

95C 15s 10

65°C~56°C, dropping by 1°C
Segment 2 . PPIE DY 15s
during each cycle.

76C 20s

95C 15s 40
Segment 3 55°C acquisition of fluorescence | 30s

76°C 20s

850 T

»  Click on the Program tab, the default segment is shown as follows (Fig 5- 7); Click the Time box ** = of

Segment 1- Step 2, and change Time value to “10:00”;

Segrment 1 Segment 2

950 © 950 ¢
/ 05:00 00:15
o

/

B0.0 ©
00 : 40
500 T

02 :00

o

Step 1 Step 2 Step 1 Step 2

Cycle 1 Cycle 40

Fig 5- 7

P> Click to select Segment 1, which turns red; click Insert Segment menu and you will find that Segment 2 is
added after Segment 1. Click on the Cycle box at the bottom and enter "10" (Fig 5- 8 left). Click to select

Segment 2-Step 1, then click Insert Step twice, and you will find 2 new steps (Fig 5- 8 right);

b
| Seqmart 1 [ Seamemz

s | 950 ¢

[Tom | o0 10

00
/Te2im

Sup 1 Siwn T Step 1

Sepments Sepnent |

850 c ss0c ss0¢

15 10:00 10

800 ©

0050 /
sunc /

0200

Segmen 2

a0 a0
o010 o010

Segroert3

a0
s

Sien |

\ monc
BT

Slep 2

B
Gl 1 0]
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> Click the Time box of Segment 2-Step 1 to enter “15”s; click the Temperature box and Time box of Segment
2-Step 2 and input “65” and “00:15” respectively; similarly, click Segment 2-Step 3 and input the
Temperature values of “76” and “00:20”;
> Click on Segment 2-Step 2, and click the menu Advanced Program. Check TouchDown PCR Setting; enter
“1” in the Starting Cycle box, select in the Temperature Variation box and enter “1”. Press Confirm
button and the screen is shown as follows (Fig 5- 9).
| TouchDown PCR sefiing: % = —
swtng oyte:[1 2] :
Time Variation: | +| = HE Fie] -~ W -
Temperature Variation: | - | ~ o[z]© s/ L
S
| Ramp Rate
Ramp rate from last ta current target terperature (01| = | 'Cls
Fig 5-9
> Select Segment 3- Step 1 and click Insert Step menu. In the newly added Step 2, input Temperature value
“55” and Time value “00:30.” Click & to change its color to blue.Input Temperature value “76” and Time
value “00:20” in Step 3. Finally, the thermal program screen is shown below (Fig 5- 10).
Gegmant 1 Segment 2 l Gegmant 3
[Ew] TEE ‘ /o
/o a
S g o e | oo DO
Fig 5- 10
Apply Thermal Profile

You can apply the thermal programs of other experiments or projects in the following two ways:

»  Click on Import menu to import thermal programs of other projects (Fig 5- 11).

Select Project File

Preview Therm

HINT
HBY
HCY

project!

Segrment]

85.0 T
03:00

(o]

Segrient2

950 ©
0015

o

580 T
00 - 40

Slept
Cytle 1

Stepl
Gyele 140

Step2

Fig 5- 11

> Right click the thermal program area in either screen; then select Set to Default Thermal Program to set the

current thermal program as default.

e (Optional) Click on Parameter tab to enter parameters screen where all analysis parameters are displayed. The

parameters may vary with different projects.
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The default parameters provided in the software are usually compatible with most commercial kits. You

can also modify the parameters according to test results or the protocol of your reagent kits.

If you need to copy and paste the parameters, click on the parameter cell and select Copy menu; then select

the cells to be pasted and click Paste menu. The copy and paste functions are available in right-click menu

too.

If you need to restore the current parameters to default values, click menu Revert to Default.

For more information on analysis parameters of different types of projects, please refer to Chapter 7

Software Application.

& I Targat | Channel | AnsheisTyipe | BaselinaStal | BaselneEnd  |Baseline Opimization| AuloThrashold | hanuaiThrashold Digial Fiter
1 HEY 1 Qualitative & 12 Aute 012 L
Target | Channel | |
000 |
A Project Manager /\  HEWw @ [
Fig 5- 12

6 (optional) If necessary, click Rule tab to edit interpretation rules or apply external advanced rule file. The

interpretation rules are used to analyze experimental data and then to obtain conclusions of the sample. Please

contact the reagents provider for result interpretation rules. Enter comments in the box of “Result Interpretation”.

A ProjectWanagar /\ HEVI @/

Fig 5- 13

o Click Save menu and then click Close menu to close the project.

E Close the project file after creating or editing it, or you cannot apply it in the experiment.
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Chapter 6 Tools

The Tool module of STC-96A PLUS Real-time PCR System software is composed of three functions: Software Option is

used for configuring the software; Data Query is used to query certain data in multiple reslts; System Information is used to

view the LOG information of the system. This version of STC software only provides the Software Option function. For

more information about other functions, please contact the manufacturer.

6.1 Software Option

The Software Option function (Fig 6- 1) in the Tool tab is useful in modifying the interface display and the default modes

of operation. You can customize the Well Information Table, the Well Selector and the operation and display modes of

curves to your preferences. The Software Option function is valid for future experiment files but invalid for currently

running or existing files.

0

6.1.1
6.1.1.1

| 2

Preferences

Data uery

System nformation

U‘ Preference || Table Column |

For currently running or existing files, you can modify the software options by clicking menu Preferences and
Table in the Experiment Wizard (effective only for the current experiment file).

Well Information Table Opt

amples: (o) Vertical (U Horizontal

et JWell () Sample () Cell

m Large

() Horizonta,blockaA priorty

(UBoid | Cure Color

() Selected Channels () Selected Projects

() Light (©) reguiar
-Auds Sealing Auto-adjust By: (&) All Curves

7] Show details when hovering over curves

Value Normalization

[ ] 8how selected wells on Standard Curve chart

[/] Show baseline on Ampliication Curve chart

Melting Curve

[ ] 8how peak marks on Melting Peak chart

Well Selector

( Selected Wells

() Absolute Fluoresence Value Normalization

Selection of Mulitube Sample = (e) Sample |/] Press Cirlswellto select single well

Resortto Default

Fig 6- 1

Well Information Table Options:

The default order of samples: To learn about how to configure the order of samples in the Well Information Table,

please refer to Page 19.

®  Vertical: The samples in the table are sorted in a top-down mode in the Well Selector (A1, B1... G1, H1).

®  Horizontal: Samples are arranged from left to right in the Well Selector, that is, A1, A2... A11,A12;

®  Horizontal and Block A Priority: Samples are arranged from left to right, starting from Block A to Block B,
that is, Al,....,A6, B1, ...H6, A7, A8...H12;

Data Selection Mode: For more information on how to configure data selection in the Sample Information Table,

please refer to Page 19.

® Target: Click on a cell to select the row that contains the cell. In this way, you can select the infrmation of a

target;

®  Well: Click on a cell to select its corresponding well;

® Sample: Click on a cell to select its corresponding sample. If the sample is single-tube, one single well is

selected; if the sample is multi-tube, then multiple wells of a set of samples are selected.

®  Cell: Click to select a cell.

Table Font Size: Set the font sizes of Well Information Table.
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Using line-marks to delimate samples: If the current samples are multi-tube ones, they are separated by line marks.
Please refer to Page 19.
Display concentration values in scientific notation: If there are concentration values such as concentration and

average concentration in the Well Information Table, they are displayed in scinetific notation.

6.1.1.2  Chart Options

>
>

| 2

Curve Style: customize the thickness of curves in curve charts.

Curve Color: customize the color of curves for each channel in curve charts (Fig 6- 2).

Channel

Chaone -

Channel 2: | [N

Channel 3:

Chaonet s | I |5

Chavoes: |
Confirm

Channel 6

Fig 6- 2
Y-Axis Scaling auto-adjust by: Determine how Y-axis displays in curve charts when selecting different wells.

Please refer to Page 21 for more information.

®  All Curves: The Maximum value of Y-axis is the maiximun value of all curves in the Well Selector.

®  Selected Channels: The Maximum value of Y-axis varies with selected channels.

®  Selected project: The Maximum value of Y-axis varies with selected projects.

®  Selected well: The Maximum value of Y-axis varies with selected wells.

Show details when hovering over curves: Hover the cursor over the curve to display all detailed information of the

curve (such as the well No., channel). Please refer to Page 21.

Amplification Curve normalization algorithm: You can modify the default normalized algorithm of the

amplification curve. After switching the algorithm, you need to adjust the threshold value.

® Relative fluorescence algorithm: The normalized amplification curve is made of the relative fluorescence of
each cycle. The fluorescence of raw data divided by the fluorescence of baseline is the relative fluorescence. The
default algorithm of STC system is relative fluorescence algorithm.

®  Absolute fluorescence algorithm: The normalized amplification curve is made of the absolute fluorescence of
each cycle.The fluorescence of raw data subtracts the fluorescence of baseline to obtain the absolute
fluorescence.

Display selected well on standard curve: If the Ct of a selected sample falls within the range of standard curves, this

sample (concentration and Ct) will be displayed in standard curve chart. Please refer to Page 51.

Show baseline on Amplification Curve chart: To learn how to display the threshold line onto the amplification

curve, please refer to Page 50.

6.1.1.3 Well Selector Options

| 2

Selection of Multi-tube Sample: To learn about how to setup the selection mode of multi-tube samples, please refer

to P17.

®  Sample: In multi-tube experiments, when selecting a well in the Well Selector, all wells associated with this
well are selected, that is, a sample is the minimum unit of selection. If you select the checkbox of Press
Ctrl+well to select a single well, you are allowed to select a single wel by clicking it meanwhile pressing the
“CTRL” key.
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®  Well: Click the wells to select them.

Well Display: Modify the default information on the Well Selector.Please go to P18 for more information.

®  Project Name: Displays the project name.

® Name: Displays the names of samples of “Unknown” or “Retest”; for other types of samples, the property of the
samples are displayed in the Well Selector.

®  Label: For “Unknown” and “Retest” samples, labels of samples are displayed. For other samples, the Property
values are displayed.

® Tube Name: Display the tube name of the samples in the Well Selector.

6.1.1.4 Others

>

>

6.1.2

Channel Selection: Customize the Channel Select mode according to your preferences. For more information, please

refer to Page 30.

®  Press CTRL + Channel Button to Select Multi-channels: When pressing the channel button, you only select
the data of the selected channel; if you want to select multiple channels simultaneously, hold on the CTRL key
and click on channel buttons.

®  Press Channel Button to Select/Deselect: Click the channel button to select the channel and click again to
cancel the selection.

Hot lid settings: After the experiment, the instrument will automatically open the lid. This funtion is used to set the

wait time before the lid opens automatically. Please refer to Page 29.

High-light Related Information on Hover: Hover the cursor on a specific value (well plate, curve or table), and all

information related to that value is high-lighted (data are shown in boldface while curves are boldfaced and black.).

See P30 for more information.

Use Parameter Table: To set whether to display the analysis parameter table on the Analysis screen or not. See Page

31 for more information.

Custom Export: Export experiment data based on an external configuration file.

Table column options

The Table Column option (Fig 6- 3) is used for setting the Well Information Table. Through Table Column, you can set the

information to be displayed or concealed under different types of analyses or define new columns.

P roeene || Tablocoumn |

ExperimentTye : | Qualtatveiabsolute Guanttatve

Solect Fislds EdtFiala

FisidName: | Wil

Fisid Type

Fisid Cortert

Fig 6- 3
Set the default display columns: Select Analysis Type in the drop-down list of Experiment Type and check the
appropriate field(s) from the field list. To relocate a filed, select it and click Move Up or Move Down button. To
resume to Default, click default button at the bottom of the screen. Please refer to Page 18 for more information.
Create new columns: If you cannot find the required column, click the Add Field button to add a new one. To learn

about how to add a column, please refer to Page 27.
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Chapter 7 Software application

The STC-96A PLUS Real-time PCR System supports multiple assay applications, including absolute quantitative /
qualitative detection, endpoint allelic discrimination, melting curve analysis, and high resolution melting curve analysis.
This version STC1.0.0 supports qualitative/absolute quantitative as well as melting curve analysis. This chapter describes

how to perform these assay applications.

7.1 Qualitative / absolute quantitative experiment

7.1.1 Introduction to qualitative / absolute quantitative experiment

Qualitative / absolute quantitative experiments are the most basic and commonly used functions. A qualitative experiment is
to detect whether target genes are existed in unknown samples, in other words, to make positive/negative judgments of
samples. An absolute quantitative analysis, which is useful in detecting the content of virus in clinical diagnosis in vitro, is
to determine the concentrations of target genes in unknown samples (for example, the number of copies per mL). The
following section introduces the theory of qualitative/absolute quantitative analysis, and explains the meanings of the

analysis parameters involved in the software.

About Real-time Quantitative PCR Test

During the initial phase of PCR amplification, the target sequence of DNA segments increased exponentially. However,
with the accumulation of amplification products and the degradation of enzymes activity, the amplification efficiency
declines. As a result, the reaction reaches a plateau period. The system monitors and records the whole PCR process and

draws the amplification curve. The following figure shows a typical amplifiction curve (Fig 7- 1).

7
222222 Linearity Region

Base-line Region

Fig 7- 1
The above graph shows that real-time fluorescence PCR Melting Dev Curves are divided into 3 phases:
Baseline period: The baseline period refers to the initial cycles of PCR in which there is little change in fluoresece signal,
usually the first 10~15 cycles. The baseline is used to normalize the fluorescence signals. At the initial stages of PCR, given
the limited number of amplification products, the fluorescence signals are rather weak and are therefore buried in the
fluorescent background. As a result, the baseline period generally reflects the background of the whole system (including
the instrument and the reagents).
Linear period: As the PCR reactions proceed; the fluorescence signals of amplification products keep increasing and
ultimately go beyond the fluorescent background into the linear period. This is represented by an upward slope on the
amplification curve graph. The slope of the linear period can basically reflect the amplification efficiency. Efficiency of
amplification ranges from 0 to 1.
At the initial stages of the linear period, the fluorescence goes into a certain level, called the fluorescence threshold. The

fluorescence threshold is set to be above the baseline and sufficiently low to be within the exponential growth region of the
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amplification curve. When PCR amplification reaches the levelof fluorescence threshold, the corresponding number of
cycles is called Ct value, with C for cycle and t for threshold. Ct is negatively correlated with the raw template amount of
samples.

Plateau period : As the PCR reactions proceed, the amplification efficiency declines and the reaction reaches a plateau

period.

About absolute quantitative experiment and Standard Curve

In the real-time PCR, there is a log-linear relationship between the Ct value of each template and the initial copies of the
template. The more initial copies, the smaller Ct value is.

Absolute quantitative analysis is an analysis that tests a set of gradiently diluted standards of known concentrations and
unknown samples at the same time. At the end of the test, the Ct values of standards and unknown samples are obtained.
With the log value of the concentrations of standards for the X Axis and the Ct values of standards for the Y Axis, the
system draws a standard curve automatically. After the Ct values of the unknown samples are obtained, the initial
concentration of these samples can be easily calculated by means of the standard curve. This approach assumes that all
standards and unknown samples are similar in amplification efficiency. The concentration of of gradiently diluted standards
should include the range of clinical sample concentration and should fall within the linear ranges of the real-time PCR

instrument and the kit protocol.

7.1.2  Create Qualitative / absolute quantitative project

o Click Create button on the left of the Project Manager screen.
9 Then click on the Gerenal tab to go to the following sreen (Fig 7- 2). Enter “HBV” in Project Name field; in the
Project Type drop-down menu, select Qualitative/Absolute Quantitative. Input “30” in Reaction Volumn field. If

necessary, edit the information of unit and comments.

| " =
Sawe  Glose  Encmoion Export 7]
e
(o enerat | §
e ety Projectiame | v
(=) parameter. ProjctTyps | Guallalvebsonte Guaiaive | Reactonoiume: 0w unit: | copissmt

P 2

£ ProjectMensger )\ HEY @ e

Fig 7- 2
e Define the target information. Select the checkbox of Channel 1and enter the target name “HBV”. Similarly, enter “IC”

in channel 2.

©

Click on the Program tab to edit the thermal program.For more information on how to create a thermal program,
please refer to P31.
e Click Parameters tab to modify experiment parameters according to your kit protocol. The parameters involved are

introduced as follows.

Basic Parameters
| Target Channel Analysis Type Baseline Start Baseline End iElase\ine Oplimizal\unl Auto Threshold Manual Threshold ‘ Digital Filter
1 HBv 1 Quantitative 6 12 Auto [v] 012 O

Ic 2 Qualitative 8 12 Auto 0.12 ] |

Fig 7- 3

[=]

Basic Parameters
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The above table is the Basic parameters for Qualitative / absolute quantitative experiment (Fig 7- 3). Every target
defined in General screen has below parameters.
®  Analysis Type: If Quantitative is selected, the concentration of the target is calculated by means of an
internal or external standard curve; if Qualitative is selected, the concentration of the target is not
calculated.
®  Baseline: Setup the parameters of Baseline Start, Baseline End and Baseline Optimization for the
current target. Given the influence of the probe or other factrors, the baseline of some samples may slope
upwards or downwards slightly, which could be optimized by Baseline Optimization.
> Baseline Start/End: By default, the Baseline Start is “6”, while the Baseline End is “12”. The
Baseline Start should avoid the initial cycles whose fluorescence values are still unsteady; the
Baseline End should be ahead of the linearity region of amplification curves.
> Baseline Optimization: The default Auto optimization will automatically selects the appropriate
baseline start/end values for each target. The Manual Optimization will use the manual baseline
start/end value. If you don’t need to optimize the baseline, select N/A.
®  Threshold: The default Auto Threshold will calculate the optimal thershold value automatically. If you
want to determine thershold manually, deselect the checkbox of Auto Threshold and enter the proper
value in Manual Threshold ficld. Beginners are recommended to useAuto Threshold or input the
appropriate threshold according to the kit protocols. The principles for setting the fluorescence threshold
are:
>  The fluorescence threshold must be within the linear region;
> If the threshold is too low, detection errors will have a great effect on the experiment results;
- If the threshold is too high, the difference between tubes becomes exaggerated and a weak positive
result may be missed.
> The fluorescence threshold is adjusted to obtain the best linearity of the standard curve. .
® Digital Filter: Digital filter is used to remove jitter errors during detection and apply filter algorithm to

make fluorescence data smooth. “Digital filter” is generally applied when fluorescence signal is weak.

Quantitative Linearity Range

Quantitative Linearity Range is used to set the max/min detection limitations of reagents. Usually, the
quantitative range of a commercial Kit is usually from 500IU/mL to 50,000,000IU/mL. If samples exceed the
detection limitations, the sample concentration will show “Beyond limitations”. You can input the linear range of

quantitative detection by the kit protocol (Fig 7- 4).

Quantitative Linearity Range 5,
| Target | Minimal Concentration Maximum Cancentration |

-

|
& HBV _ 500/ % 50,000,000 |

Fig 7- 4

Crosstalk Calibration

The Crosstalk Calibration Table is used to calibrate the potential crosstalks between channels of a multi-color
experiment (multi-channel experiment). You can enter proper crosstalk calibrator values (Fig 7- 5) by following the
kit protocol. In a multiplex experiment, the wavelengths of light emitted by the dyes overlap, causing one channel
to pick up signals from more than one dye. This so-called crosstalk, which varies with diferrent kits, can cause
misleading data. Crosstalk calibration (also called color compensation) is required to correct for this bleed-over

between channels in multiplex experiments.
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Crosstalk Calibration

Channel 1 Channel 2 Channel 3 Channel 4
hannel 0.00 0.00 0.00 0.00
hannel 0.00 0.00 0.00 o.o0
hannel o.0o o.00 0.o0 o.oo
hannel 0.oo 0.0o 0.0o0 o.oo

Fig 7- 5

Use Copy and Paste menu in the menu bar (or the right-click commands) to make the editing more
convenient.

e Click the Rule tab to go to the screen of interpretation rules.If the result interpretation rules of the kit is simple, select

Use Basic Rule. If the interpretation rules are too complicated to be performed by Basic Rule, you need to select Use

Advanced Rule. Please contact the reagents provider for advanced rules of the kit. The basic rule (Fig 7- 6) is divided

into three items: Experiment Control is used to determine whether the experiment is vaild or not; Sample Control is

used to determine whether the sample is valid or not; Result Interpreation is used to analyze sample results and

generate conclusions.

s cus Enenplen Bwon .7}
e

Basc Rl Advaned R

[

Ci ==

(=) passmctess

(G "]

Fig 7- 6

Here is an example of a quantitative detection kit for B Hepatitis nucleic acid:

Quality Control: The result of the negative control should be “No Ct”. The concentration of the high positive

control is higher than 1000000 copies/mL.

Results Interpretation: If the concenration of a sample is within 5000 ~ 500000000copies/mL, then the sample
is “Positive”. If the concentration is over 500000000, the conclusion of the sample should be “>500000000. If

the concentration is less than 5000, the sample is repported as “Negative”.

The following steps display how to edit the above basic rules:

>
>

Click to select Use Basic Rule.

Select Use Experiment Control and Click Add button to add a new rule. Select “Negative" in the
drop-down menu of Sample Type. Select “HBV” from the drop-down menus of Target. Select “Ct” from
the drop-down menus of Data Type. Select “=" from the drop-down menus of Comparison. Select “NoCt”
from the drop-down menus of Value (Fig 7- 7). This rule represents the fact that the result of the negative

control should be “No Ct”.

| Sample Type ‘ Target Walue ‘ Comparison Data Type Compatison Walue
1 Megative HBY Ct = Mot

Fig 7- 7
Click Add button again to create a new rule. Select “Positive" and “HBV” for the Sample Type field and
the Target field. Enter “100000000” in the field of Value. In the drop-down menu of Comparison, select
“<”. Select “Cn” for Data Type field (Fig 7- 8). This rule represent that the concentration of the high

positive control is over 1000000 copies/mL;
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| sample Type Target Value Camparison Data Type Comparisan Value
il Hegative HBY ct = Mot
Z Positive HBY 1,000,000.00 == cn
Fig 7- 8

> Select the checkbox of Use Result Interpretatin. Click Add button to create a new rule. Select “Sample"
and “HBV” for the Sample Type field and the Target field. Enter “5000”, “500000000” in the two fields
of the Value respectively. Select “<” for two Comparison fields. Select “Cn” for Data Type field. (Fig 7-
9). Enter “Positive” in the field of Conclusion. Select red color in Color box. This rule represent that the

samples with the concentration within “5000-500000000” are given “Positive” conclusions.

‘ Sample Type ‘ Target | Walue | Comparison ‘ Data Type ‘ Comparisan ‘ Walue | Conclusion ‘ Caolor |
ki Unknown HBY 5,000.00 <= cn <= 500,000,000.00 Fositive .
Fig 7- 9
»  Similarly, edit the rest rule as follows (Fig 7- 10).
| SampleTpe | Target Yalue | comparison | DataTwe | Comparison Value Conclusion | Calor |

1 Unknaiwn HEY 5,000.00 = cn <= | 500,000,000.00 | Positive | |

2 Unknovn HBY 500,000,000.00 < cn >500000000

3 Unknown HEY cn < 500.00 Negative ]
Fig 7- 10

e Click the Save button; then click the Close buttons to close the project.

7.1.3 Create Qualitative / absolute quantitative experiment
0 Click Experiment Wizard button on the Experimental Home screen to create a new experiment. Select
“Qualitative / absolute quantitative” from the Experiment Type, input general information of the experiment,
and configure the instrument as needed.
9 Click Plate tab. Select the well to define on the Well Selector; then select the previously created project “HBV”
from the project list on the top right of the screen. Define the property of the selected wells on the bottom right.

Sample types and properties of qualitative/absolute quantitative experiments are shown in the table below:

Sample Type Descriptions Property
Standards Samples with known quantities, used to generate concentration
standard curves
Unknown Samples to be tested
Retest Suspicious samples to be retested
Negative Negative control samples
Positive Strong positive control samples
Low Positive Weak positive control samples
QC Positive quality control samples with known quantities | concentration
NTC No template control samples

Create standards by Auto-Standards:

Select multiply wells in the Well Selector and click Auto-Standards menu in the menu bar to open the
following box which is used to create serial dituted standards. Enter the number of replicates in the Replicates
box.Then enter the appropriate values in the boxes of Initial Concentration and Dilution Factor. As shown in
the figure below (Fig 7- 11), 5 wells are selected, with the concentrations being “1000 ”, “10000”, “100000”,
“1000000” and*“10000000”, respectively.
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Count of Selected Wells : 5

Replicates : 1

Initial Concentration : [ 1DIJU|J

Dilution Factor [ncrease |5 10
Fig 7- 11

e If necessary, click the Sample tab and enter the patient information.
e Click Run tab and then click the Start button on the right of the menu bar to start the experiment.

e After the run is finished, a dialog box hinting that the experiment is completed pops up; and the result file will be
saved to the previous defined path. Then push the sliders open gently and remove the reactions tubes. Finally,
close the blue sliders by gently pushing it back. Cover the instrument with a dustproof cover.

For more information about how to perform an experiment, please refer to4.3 How to Create and Run an
Experiment.

Analysis of qualitative / absolute quantitative experiment

o After the experiment is complete, the program will automatically analyze data and switch to the Analysis tab
(Fig 7- 12). You can view the experiment data on the Analysis interface. On the top left of the interface is the
Well Information Table. In qualitative analysis, Ct and conclusion will be displayed. In quantitative analysis, Ct,
concentration and conclusions will be displayed in the table. The curve chars displayed on the right include Raw

Amplification Curve, Amplification Curve, thermal program and Standard Curve.

VWell ¥ Project ¥ Channel ¥ Target ¥ Color| Type ¥ Propety ¥ Ct ¥| CtCV(%) ¥, Concentrai *
M Uninown NoCt <5000
1 W unknown NoCt <5.0008
shupan 1 1 E Unkown NoCt <5000
L]
-
-

Unleromn 3000 1021E
Senderds  TO000ES 3012 015 9907E: =

2
- 2104
| et s e it Treshapiania 1
[ s = = & B
auanttave wo | ]| oa | [] .
L]
s

T3S TSN BRI RN BB BN B HT R
G

[Fl@: @5 0ceouE@r@cer

Fig 7- 12

>  Amplification Curves: show the normalized amplification curve and the fluorescence threshold line. To
hide the threshold line, click menu Preferences and deselect "Show baseline on Amplification Curve
chart" in the Chart Options. If there are curves of a single target displayed in the chart, users are allowed
to modify the threshold values by dragging the threshold line (Fig 7- 13).
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Fig 7- 13

> Raw Amplification Curve: The Raw Amplification Curve (Fig 7- 14) shows the original fluorescence

curve of the selected sample, which is the actual fluorescence signal detected by the instrument.

experiment.

Amplification Curve ]

Rawamplifcation Curve '\ L]

5735.76
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Fig 7- 14
m For more information on viewing experiment information, please refer to 4.4 View and analyze an

® In quantitative analysis, the program will calculate the concentrations of samples (Fig 7- 15).

el ~
Well ¥ Project ¥ Channel ¥ Target ¥ Color Type ¥ Propery ¥ Ct ¥ CtCV(%) ¥ Concentrafion ¥ Lable ¥ N*
1 Al | shuiyuan 1 1 B unknown NoCt <5.000E2
2 Bl | shuiyuan 1 1 Bl Unknown NoGt <5.000E2
3 A2 | shuiyuan 1 1 B unknown NoCt <5.000E2
4 B2 | shuiyuan 1 1 Bl Unknown 3009 1021E5
5 G2 | shuiyuan 1 1 B Swndads 1000E5 3072 015 9.997E4
6 A3 | shuiyuan 1 1 B Unknown 3004 1060E5
7 B3 | shuiyuan 1 1 B unknown NoGt <5.000E2
8k F4 | shuiyuan 1 1 B  Stndards  1000E5 3015 015 9.847E4
9 B5 | shuiyuan 1 1 B Sendads  1000E5 304 015 9.876E4
10 H5 | shuiyuan 1 1 B Sondads  1000E5 3018 015 9583E4 5
< >
Fig 7- 15

Standard Curve

On the top right of the screen is displayed all the standard curves (Fig 7- 16) of targets of quantitative analysis.

Standard curves can be classfied by sources into external standard curves and internal standard curves. The

internal standard curve refers to the standard curve drawn based on standards in the current experiment. To

export data of standard curve, right-click and select “Export Data”.

[»}

.St'andardﬁuwa_\Therma\ Program 2|

32.22 ISlope: -3.48451

Intercept: 47.59823
3082 Linearity: -0.39580
2942 Efficiency: 0.93255
28.03
26.63
2523
23.83
2243
21.04
19.64

4.0 5.0 60 70 8.0
Lag{Canc)
Fig 7- 16
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If the selected sample falls within the linear range of the standard curve, the sample will be displayed on the

standard curve. To hide this function, click on Preferences and uncheck "Show selected wells on Standard Curve

chart" in the Chart Options.

Save as external standard curve
To save the internal standard curve, click the Save button in the External Standard Curves menu; check the

project whose standard curve to be saved, input a name and reagent batch information, and then click Save (Fig 7-

17).
[ ——
P —
| vee I Project Name. 1 File Name. Bawh irfgrmation
lal v shuran sT01
e
Fig 7- 17

Import External Standard Curve

If no standard is set in the experiment or the number of valid standards is less than 2, the software will pop up
the following box (Fig 7- 18 left) to remind users to apply an external standard. When you click Confirm, the
dialog box of Apply External Standard Curve will pop up (Fig 7- 18 right). Check the option Use External
Standard Curve behind the project name, select an appropriate external standard curve in the drop-down menu
of the File Name, and then click Confirm.

_ Project | Use osoranat stancarc | Fie Nama

!
The standard samples of below targets are less than 2, standard curve I i = utyem
could not be calculated and quantitative analysis failed!
| Original Project | Targets
4 ihi 1 P Seected Esernl Standaras Cure
fyuan Baich nkormaton

Kl

Do you confirm to apply enternal standard curves?

Fig 7- 18

E If not satisfied with the internal standard curve in the experiment, you can apply external standard curves.

External Standard Curve Management
Click External Standard Curve Manager in the drop-down menu of the Standard Curve to open the following

window (Fig 7- 19). The screen shows all of the standard curves aved by the software. Click Import to import a

standard curves to this folder; select a standard curve in the list and click Export to save it to another path.

Preview
HCY Project : shuiyuan
abpan Baten information
e 15
™ vt 13 72508
)
$aid [icsency. 076630
ns
™
war
1883
52
1385
= 1200
ooty e Bpote -
- v m 7 0
i Conc
Fig 7- 19
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7.2 Melting Curve Experiment

7.2.1 Introduction to melting curve analysis

The purpose of Melting Curve analysis is to determine the characteristic melting temperature of the target DNA and to
identify or genotype products based on their melting temperature.The temperature at which a DNA strand melts when
heated can vary over a wide range, depending on the sequence, the length of the strand, and the GC content of the strand.
The melting temperature (or Tm) of a sample is defined as the point at which half of the DNA has melted or half of the
probes have melted off the DNA. It varies with different sequences of DNA. Based on the differences in melting

performance and Tm values, we can discriminate the different samples, for example, checking the specificity of PCR
amplification products, genotyping analysis.

7.2.2 Creating Melting Curve Project
0 Click Create button on the left of the Project Manager screen to create a new project.

Click General tab (Fig 7- 20) and select “Melting Curve” in the drop-down menu of Project Type; Enter project

name and reaction volumn. If necessary, enter comments information.

s
Encopton Eot 7]

@m- Project Name : | HBB ]
(=) parameter. ProjectType | Meling Cunve 5]  Reactonvolume %) unit,_[ copiesimi ]
Ol ‘

Tube counts per Sample pl%|  TubeOrer O]
1 [ 2 3 4 5 6
470510 530565 585620 030665 N Nis
Fam vic Rox s 70610
o] v v %]
Aora (I B eRx W kv ]
Bra I 8RO Bovs ]

Fig 7- 20

e Define target information (Fig 7- 20) in the table of Target Information according to the kit protocol. More
information on target defining, go to 5.2 Create Project.

e Click on the Program tab.Follow the kit protocol, edit the thermal program. The thermal program of melting

curve ususlly composes of a PCR program and a melting segment. To see how to edit the PCR program, please

400 ¢

refer to Page 36. To modify the melting segment, change the temperature of the melting box by dragging it.

Then select proper scanning mode at the bottom of the melting segment. The following table explains the

meaings of the two scanning modes.

Type Descriptions Parameters Description
While the reaction block of the instrument The ramp rate of the reaction
. heats up at a given rate, the scanning module.
Continuous system keeps scanning and collecting Ramp Rate Input value within the range of

signals. 0.01 ~0.06°C/s.

The scanning intervals of
temperatures for the scanning

. Scanning
The scanning system scans and collects Interval system. o
Step signals at certain temperatures, when the Input value within the range of
reaction module sustains the level of 0.1~1C.
temperature for some holding time. Holding time of each step
Holding Input value within the range of

8~99s.
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e Click Parameters tab to modify experiment parameters. If PCR amplification is included, you may need to

adjust basic parameters. For multi-plex melting curve experiments, sometimes Crosstalk Calibration is necessary.

For more information on Basic Option and crosstalk correction, please refer to Page 47.

The Melting Curve Parameters tab is used to analyze the melting curves, their functions are introduced as

follows:

>  Min temperature: define the minimum temperature of the melting curve. All melting peaks below that
temperature are ignored.

>  Max temperature: define the maximum temperature of the melting curve. All melting peaks above that
temperature are ignored.

> Peak Height Threshold: it is used to exclude non-specific peak.
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Fig 7- 22
If necessary, click Rule tab to apply the advanced rule file obtained from the reagent manufacturer.

Save and close the project.

o0

7.2.3 Creating Melting Curve Experiment

To create a new experiment, click Experiment Wizard button on the Experimental Home screen.

Click the Setup tab, select “Melting Curve” from the Experiment Type, input general information of the

experiment, and setup the instrument as needed.
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e Click Plate tab. Select wells to define on the Well Selector; and then select the previously created project from the
project list on the top right of the screen. Define the properties of wells.

CSMERMAMN | | vt ¥ Proioct ¥ TuboName 7| hannel ¥ Dye 7| Toet ¥ e 7| Propery 7] Replld ]| [ siec: a
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Fig 7- 24

9 If necessary, click Sample tab and enter the patient information.

e Click Run tab and then click the Start button on the right of the menu bar to start the experiment.

6 After the run is finished, a dialog box hinting that the experiment is completed pops up. Push the sliders open
gently and remove the tubes. Finally, close the blue sliders by gently pushing it back. Cover the instrument with

a dustproof cover.

For more information about how to create an experiment, please refer to 4.3 How to Create and Run an
Experiment.
7.2.4 Standard melting curve analysis
0 After the experiment is complete, the program will automatically analyze results and switch the Analysis
interface. On the top left of the interface is the Well Information Table, which displays the Tm value and the Rm

value of the target.

]
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For more information on viewing experiment information, please refer to 4.4 View and analyze an
experiment.
@ The curves charets displayed on the right include Melt Peak Curve, Normallized Melt Peak, Raw Amplification
Curve, Amplification Curve, Raw Amplification Curve and Thermal Program.
>  Raw Melt Curve: The Raw Melt Curve shows the actual temperature Vs fluorescence value curves of the

selected sample.
Raw Melt Curve N\amplification Curve \Raw amplification Cunve L3}

-778.02
40 42 44 46 48 50 52 T511 56 58 ﬁ_ﬂ_)ﬁZ 64 66 68 70 72 74 76 78 80

= mperaturs{ T

| | Channel = | @ Channel1 () Channel 2 | Channel 3 @) Channel 4

Fig 7- 26

> Melt Peak Curve: It is also called derivative melting curve. In the chart, the max/min temperature
threshold curves are shown. If the chart only shows curves of a single target, you can adjust the temperature

threshold by dragging the temperature threshold line.

v2 \Normallized Melt Peak \Thermal Program | | Melt Peak Curve \Normallized Malt Peak \Thermal Program |
387.544 387544
252,063 292.083
196.562 196 582
o 101101 o~ 101101
] =
= 5620 = 5620 -
= =4
¥ 89861 ¥ 89861
-185.342 -185.342
-280.823 -280.823
-376.304 -376.304
471.785 471785
40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72 74 76 78 80 40 42 44 48 48 50 52 54 56 58 80 52 B4 65 88 70 72 74 78 78 80
‘=mperature( ) Tamperature(TC)
Fig 7- 27

>  Normallized Melt Peak: The raw melting curve, after the deduction of fluorescent background in the
baseline period of PCR amplification, derives into the normalized melt peak.

Melt Peak Curve  MNormallized Melt Peak \Thermal Pragram )

145687
123.360
102232
80.504
58.777
37.043
15.322

iR )T

5.408
-28.134

-49.861

40 42 44 46 48 50 52 54 56 5B 60 62 64 €6 68 70 72 74 76 78 80
‘emperatura{'C)

Fig 7- 28
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Chapter 8 Maintenance

8.1 Cleaning the Instrument
Cleaning the Instrument
P The surface of the instrument should be cleaned periodically with a soft, lint-free cloth dampened with water. If

necessary, use 70% ethanol solution to wipe off dirt.

Cleaning the Sample Wells
> Dust or other impurity fallen into reaction wells may interfere with fluorescent signal collection. Use blow brush

provided by manufacturer to clean the reaction wells per 3 months.

v

To prevent dust from entering the sample well, always keep the blue slider closed except when inserting sample tubes,
and cover the instrument with dustproof provided by manufacturer when the instrument is not in use.

If dust falls into reaction wells, clean the reaction wells with a soft, lint-free cloth dampened with 70% ethanol solution.

Always turn power off and remove the power cord before cleaning the instrument.
Never pour fluids into the reaction wells or the interior of the instrument.

Consult the manufacturer or distributors if users use cleaning solutions which are not recommended by the
manufacturer.

BB

oo
&}

Instrument Protection

Do not turn the instrument on and off frequently. There must be an interval of more than 30 seconds between turning the

v

machine on and turning it off.

v

Do not power the instrument off immediately after running as the reaction block is still hot, wait an appropriate time
period (the fans in the instrument will cool down the reaction block ) to let the temperature falls to room temperature.

> Always use power cords provided by the manufacturer.

A Boiling the instrument at 99°C or holding at 4°C is strictly prohibited.
A Users are forbidden to disassemble the instrument.

8.3 Replacing Fuses

The STC-96A PLUS instrument contains two 10A, 250V fuses located at the rear panel of the instrument. To replace a fuse:
Use a screwdriver to unscrew the cover of the fuse box in counterclockwise direction, then exchange the blown fuse with a
replacement fuse (O5%20mm — 10A, 250V) and insert the fuse together with the cover. Plug the power cord after the fuse is

replaced.

A Always turn power off and remove the power cord before replacing fuses.

8.4 Handling of Waste

There are a lot of amplification products in the PCR tubes after running, which should be disposed of as quickly as possible.

& Do not open the PCR tubes as this will give rise to laboratory contamination.

8.5 Overheating Protection

The thermal cycler unit of the instrument is equipped with an overheating protection device. When the thermal cycler unit
breaks down and its temperature reaches beyond the temperature threshold, the overheating protection will disconnect
automatically and will not resume heating automatically when the device cools down. When this happens, the thermal unit

fails to work properly to control the rise and fall of temperature.

A Users must immediately stop using the instrument and contact manufacturer once the above failure occurs.
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Appendix I  Patient Report Template

1. Patient Report Manager

In Experiment Wizard screen, click the drop-downn menu of Print and select Patient Report Manager menu to enter the
Patient Report Manager (Appendix 1- 1). Here the software provides multiply templates of patient reports. Click on a
template for a preview. Click Import to save other style templates to the default path; click Export to save the selected

style template to another path.To delete a patient report template, click it and click Delete.

Appendix 1- 1

: Please refer to 4.7.1 Print Patient Report for information on how to print patient reports.

2. Create Patient Report Template

Click the drop-downn menu of Print and select New Patient Report Template to create a new template. In the pop-up box,
enter the file name. Click Confirm to open a blank Microsoft word 2007 file, in which you can create the patient report
template. The software locates information by way of finding/replacing keywords. The following table shows all the

information and keywords of a patient report form.

Name Key words
Sample label $label#
Name $name#
Sex Ssex#
Age Saget#
Hospital Shospital#
Case ID $caseid#
Bed ID $bedid#
Out-patient ID Soutpatientid#
In-patient ID $inpatientid#
Date Collected Scollectdate#
Test Date Stestdatett
Report date $reportdate#
Department Soffice#t
Diagnosis $diagnosis#
Specimen Type $sampletypet#
Doctor $doctor#
Operator $operator#
Auditor Sassessor#
Target $targetname|extension#
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Ct $ctlextension#
Concentration Scnlextension#
Unit Sunitjextension#
Target Conclusion $targetconclusion|extension#
Well Conclusion $wellconclusion|extension#
Sample Conclusion $sampleconclusion|extension#
Threshold $threshold|extension#
Remark $remark|extension#
Amplification Curve $curve#t
Project Name Sproject#

Note: The format of the extension is “project name | tube number|channle number”. If there is only one project in the report,
the name of the project is omitted while the extension is written in the format of “tube number|channle number;” if you need
to print several projects into one report, the project name cannot be omitted.

The following example shows how to create a patient report template (Appendix 1- 2). This report provides information of

the hospital, the patient, the diagnostic conclusion and the PCR Amplification Curve of the patient.

Real-time PCR Report

Name: Liy Case ID: 456338 Diagnosis Label: 562037
Sex: Female  BedID: Inpatent: Date: 20157612
age: 67 Outpatient Depariment: Wedicine Type: Seum
Project Result Threshold Unit Conclusion
1 1.020E5 500 copiesimi Positiee
FE
2310%
Lenss
189951
& 127
207382
20347
gates
2
2633
T35 7 smMnEy Ba BB mEs 8 n TR
Cron
DoctorLin Report daie 2015612 Operator

Appendix 1-2
In the opened word screen, input information and keywords by following the figure below (Appendix 1- 3).

S$hospital#.
Real-time PCR Reporte
Name: Sname#. Gase D+ Scaseicé: Disgnosi: Sdagnoss#,  Label; Siabets,

Ser Sk, SediD: Shecidt. npatent Sepsteridh.  Date Sealecdal
hge Segeh.  Oupatient Sayipslinidh.  Depurimerts Sofist.  Typer Ssampleunst.
ETE Ao Q=TT T o
Stargetnamel|1[1%#. Stargetcondusion|1[t#. Sthreshald|1]1#. Sunit# $samplecondusion| 11 +

Insert Curve
Doctor:Sdoctor.. Report date:Sreportdate. . Operator: Soperator# .

Appendix 1- 3

Insert any picture in the appropriate location. Right-click the picture, select “Size...” to open the following dialog box.
3

Si

[size AItTex(‘

Alternative text:

saurves

Web browsers display alternative text hie pictures are loading
orif they are missing. Web search engines use alternative text to
help find Web pages. Alternative Textis also used to assist users
with disabiities.

Appendix 1-4
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Click the Alt Text tab and input “$curve#” in the text box. When the editing of the style template is finished, the template

appears as follows (Appendix 1- 5).

$hospitak#.
Real-fime PCR Report+
Name: Sname#. CaselD: Scaseid#. Diagnosis: Sdiagnosis#, Label: Slabei,

Sex: Ssex#. Bed ID: Spedid#. Inpatient: Sinpatientid. Date: Scollectdates.
Age: Sage¥. Outpatient Soutpatientic Department: Soffice#. Type: Ssampletype#.
Project. Result., Threshold . Unit.. Canclusion..

1%, 1] S Sunit, Ssamplecondusion|1[1#,
Insert Curve
Doctor-Sdoctor# , Report da N Operator

Appendix 1-5

3. Setup Patient Report Template

Click on the Print drop-downn menu and select Patient Report Setting (Appendix 1- 6). Input the appropriate information

in the Hospital Name field, which will be displayed in the title of the patient report form. Match the right printing form for

the project by clicking the field and selecting a report.

[ petientReportSeting KX
Hospital Neme : |***"Hospita|
I Project | Patient Report Template
1 HV ReportZdocx
) HING Reportt.doc
Ia HoV Reportt.docx
I« projectt Ragrortt.docs
s project Reportt.docx
6  Hesrmew Reportt.docx
|7} Hes Reportd.docs
_9— shuiyuan Report doex
L Confem. | | Concel |

Appendix 1- 6

Click the Print Option tab. You are allowed to give marks to each channel when you print reports by a black-and-white

printer (Appendix 1- 7).

Hospital Name

civinsiog Option.,

) Black-and white Printer

Channel 1:| Circle

Channel 21| Square

Channel 3:| Nene

Channel 4:| Crons

HHHEE

Channel 51| Non

Channel 61 Non

| Coofem | Cancel

Appendix 1-7
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Appendix 11 Fundamental Algorithm

1. The Fundamental Algorithm in Quantitative PCR Detection is derived as follows:
F1 - Original value of fluorescence intensity in reference well 1 at Ctl cycle
F2 - Original value of fluorescence intensity in reference well 2 at Ct2 cycle
fl - Fluorescence intensity after normalization in reference well 1 at Ctl cycle
f2 - Fluorescence intensity after normalization in reference well 2 at Ct2 cycle
KO - Background fluorescence coefficient
K - Signal fluorescence coefficient
I1 - Exciting light intensity of reference well 1
12 - Exciting light intensity of reference well 2
C

Ctl - Ctvalue of reference well 1

—_

- Initial concentration of reference well 1

C2 - Initial concentration of reference well 2
Ct2 - Ct value of reference well 2
E - Efficiency of amplification
If amplification efficiency of reference well 1 is equal to well 2 and their background fluorescence coefficients are also the
same, fluorescence intensity of the two wells are,
F1 =KO0*I1 + K*I1*C1* (1+E) Ctl
F2 =KO0*I2 + K*12*C2* (1+E) Ct2
Where KO*I is fluorescence intensity in base line.
f1=LOG (F1/ (K0*I1) ) =LOG (1+ (K/K0) *C1* (1+E) Ctl)
f2=L0G (F2/ (K0*I2) ) =LOG (1+ (K/K0) *C2* (1+E) Ct2)
Since normalized fluorescence intensity at Ct cycle of every well is equal, that is to say, fl1 = f2 = Fluorescence Threshold,
the following expressions are obtained,
LOG (1+ (K/K0) *C1* (1+E) Ctl) =LOG (1+ (K/K0) *C2* (1+E) Ct2)
I+ (K/K0) *C1* (1+E) Ctl =1+ (K/K0) *C2* (1+E) Ct2
C1* (1+E) Ctl =C2* (1+E) Ct2
Cl/C2= (1+E) Ct2-Ctl
Taking the Log of the above converts it to
(LOG (C1) -LOG (C2) ) / (Ct1 -Ct2) =-LOG (1+E)
The above formula shows that: The LOG value of the initial concentration of the sample under detection is in inverse

proportion to its Ct value. Its slope is -LOG (1+E).

2. The formula to calculate R-Value
The best R-Value is -1, which means all the points of Standards are located in the standard curve. Please refer to reagent
guidelines for the acceptable range of R-Value. Generally the R-Value is -0.99 ~ -1.
The formula to calculate R-Value is:
= X=X ~-Y)
v X=X?2 (Y=-Y)?

Where: r Value in the X axis
Data in the X axis
Average value of all the Data in the X axis.Data in the Y axis

Data in the Y axis

< =< X< X

Average value of all the Data in the Y axis.
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3. Algorithm for CV Value
CV Value indicates the repeatability of detection. After detecting n tubes with the same initial concentration, the CV value of
these tubes is calculated to check the repeatability. The best CV value is 0% where all values are identical.

The formula to calculate CV-Value is:

_V X=X%/(n-1)

cv X x 100%
Where, CV CV Value
X Data
X Average value of all the Data
n Data count
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Appendix II  Troubleshooting
No. Observation Possible Cause Recommended Action
1 Unable to install the STC1.0.0 software or 1. Operation System 1. Reinstall the Windows
the software running improperly corruption. operating system.

2.  Computer hardware does | 2. Replace your computer
not meet the minimum with one of better
requirements. configurations.

2 Error Message: “Cannot connect to the 1. The instrument is 1. Turn on the instrument;
instrument!” powered off; 2. Check the cables

2. The RS232 cable or between PC and

USB-t0-RS232 is not instrument;
securely connected; 3. Install USB driver
3. The USB adaptor driver manually
is not installed
successfully.
3 Error Message: “Locating Slider failure!” The slider of the instrument is | Push the slider to the right
not in place. location.
4 Error Message: “Failed to close hot-lid!” 1. Communcation failure 1. Check the coomunication
2. Hot-lid malfunction connection between PC

and instrument and then
restart the run;
Contact the distributor or

manufacturer.

5 Error Message: “Failed to heat up hot-lid!” Hot-lid malfunction Contact your distributor or

manufacturer.

6 Error Message: “Hot-lid temperature out of Hot-lid malfunction Contact your distributor or

range!” manufacturer.

7 Error Message: “Failed to open hot-1lid!” Communcation failure Switch off the instrument;

wait a few minitues and then

switch on the instrument

8 Error Message: “Block temperature out of Thermal cycler unit Restart the instrument and

range!” malfunction. contact the distributor or

manufacturer.

9 Error Message: “Sending commands failed!” | Data communcation failure. Restart the instrument/PC.

10 | Error Message: “Communication Error!” 1. PCrun out of menory; 1. Close unnecessary

2. Instrument malfucntion applications.
2. Contact your distributor

or manufacturer.

11 | Error Message: “Instrument Connection 1. The instrument is 1. Verify the power of the
Failure!” powered off; instrument;
2. The RS232 serial cable or | 2. Verify the cables
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No. Observation Possible Cause Recommended Action
USB-t0-RS232 converter between PC and
cable is not properly instrument;
connected;
12 | PC/instrument Suddenly loses power during | External power failure. Turn on the instrument/PC,
arun. and resume the run from
breakpoint.
13 | Unsatisfactory correlation coefficient of 1. The inaccuracy of 1. Redo the serial dilution
standard curve standard’s concentration of the “standards”.
caused by repeated 2. Standardize the
= freeze-thaw steps. operation.
2. Operational error. 3. Contact the reagents
- ' PCR reagents not provider.
functioning correctly. 4. Contact the reagent
? 4. The reagents used are provider or the
j incompatible with the manufacturer.
N : N " L STC-96A PLUS 5. Reenter the
instrument. concentrations of the
5. Wrong input of the standards.
concentrations of the
standards.
14 | Real-time fluorescence curves in early cycles | 1. High thermal capacity of | STC-96A PLUS software has
are not clear olefin oil. been optimized to eliminate
2. Poor quality of the effects caused by uneven
: fluorescence probe. curves in early cycles.
: 3. Air bubble(s) in PCR However, users are still
: tubes required to centrifuge before
‘ PCR test to remove the
bubble(s) or residue reagents
- = ’ on the tube wall.
15 | Some sample(s) with severe slope of 1. Improper sampling or 1. Remove impurity, avoid
fluorescence baseline pretreatment (hemoglobin hemolysis, centrifuge to
release caused by remove sediment.
; hemolysis, or 2. Be careful when
: contaminated by other collecting supernate.
- impurity) 3. Standardize the
AR e 2. Protein/impurity was pretreatment of samples.
T HENRRRRaSR L included when collecting
2 Rl supernate.
3. No standardization of the
pretreatment of samples.
16 | All sample(s) with slight slope of Poor quality of fluorescence Select Baseline

fluorescence baseline

probe.

“optimization” to minimize

unwanted slope.
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Sporadic sample(s) with slight slope of The tubes are leaking or the lid | Select Baseline

fluorescence baseline is loose. “optimization” to minimize
unwanted slope.

7
Sporadic sample(s) with severe oscillation of | Low fluorescence signals, Designate the free sample
fluorescence curves empty well(s), empty tube(s), wells as “Blank”.
or no fluorescence substance,
" such as water, etc.
N liiitli
v ] |
RV
All sample(s) with slight oscillation of Low fluorescence signals. Select “Digital Filter” to
fluorescence curves smooth the curves
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Appendix IV~ Index

A

Absolute Quantitative..........cceeevveeeieecrieecieeeieeeie e 46
Advanced Rule............ooovviiiiiiiiiiiiiccecc e 48,54
ANALYSIS TYPC..uveivieiieiiiieii ettt 47
Apply Thermal Program.............ccccocevieviicienienecienienns 40
AXIS ZOOML .ottt 20
B

Baseline End.........cccoocevenininininininececee 47
Baseline Optimization...........cccoecvereeeiereeneeseesrenieeneneens 47
Baseline period..........ccvevueeienieeieeieneeie e 45
Baseline Start.........cccooevereneneneneneeeseeeeeene 47
Batch import the Label.........ccccocivieniiiiiieiceeee 26
C

Channel........c.oooiiiiiieiiiee e 30
Cleaning the InsStrument............ccceevvevieneenenieneenienienne 57
Column Filtering..........cooveveverienieniinieniee st 18
Conventions Used in This Manual............ccccceceeveriennnnee. 3
Create Project......cceecveviereeienienieeieeeeeeteee e 35
CroSStalK...c..eeeiiieeiieieeeseeee e 47
CtVAIUC. ..ot 46
CYCIC. ettt 37
D

Digital Filter.......ooieiieieriieieeieseee e 47
E

Efficiency of amplification...........cccceveeveeneeniniencennnne. 45
Electrical Safety.........coceevievieneniinieeeieneeeeeee 4,5
Experiment Template.........cccoceevervenieninnenieneeceeeeen 30
Exporting Result Data...........ccooeeviiieniiiiiieneceee 31
F

Fluorescence detection...........ccoevererenenenenieneneniennenne 37
H

Handling of Waste.........ccccovveviiiinieniiececee e 57

Handling Requirements............cccocuereeeieeeeniieniesienie e 4
HoIdINg TimMe.....ccovvieiieiieiieieeieeeee et 37
HOt Lid. oo 24
How to Create and Run an Experiment........................... 22
How to view and analyze an experiment......................... 29
1
Import External Standard Curve...........cccoccvevvererieennnnne. 52
Instrument Protection...........c.cooveverenenenenenenenenenenne 57
L
Linear period.........ccccevievieienienieeiereeeeeseee e 45
M
MaINEENANCE. ......eevieiieiieiieiieiieiteieeiteitetee ettt 57
Melting Curve SeZMent...........cceevereeerieererreeienreneeenens 37
Modify Analyze Parameters............ccoecuerveveeeienienieennens 30
Modify PCR Program...........ccccceeveienieniiienieese e 28
Multi-tube SAMPIES.......ccvreriiieiieieiienieeie e eee e 36
N
NTC ettt 49
O
Overheating Protection...........ccecvevveeieneeriesieneeieeeeenne. 57
P
Parameters.........coevvervenienienienienienenenenrere e 40
Patient Report Template.........ccccoeceveenenienienienieneeiene 58
Plateau period........cocvevueeierienieiieeiecceeeeeee e 46
POSTHIVE. ...ttt 49
Preferences. ... ..c.cooevivininincncnnsseee 42
Print Patient Manager..........cccccecvevvenerienieneeenieneeene 58
Print Patient Report..........cccevieviiieniiniiienieeceeee 32
Print Test FOrM......ccooeniniinienininiieieerceeeens 32
PrOJECE ettt 34
Project Manager..........coceeveeienienieeienieniceie e 34
Project Properties.........cceveeierieneeienienieeieeienceeeeee 35
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Requirements on PC configuration.............ccoccvervrennennen. 10
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S
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SAMPIC....eiiiiiiiieceee e 53,49
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SEEMENL..c..eiiieiieiieiieieeeeee e 37
Select Reaction BIOCKS........ccevieviiiinieniiiiiieceicee 24
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Single-tube samples.........cccoceerieiirieninienee e 36
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Software OPtion.........cccceveereerieiieneee e 42
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TouchDOWn PCR........ociiiiiiieieieeeeee e 38
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