resDetect' " EEFEER%RE DNA EEiXFE&E (qPCR)

$8S: OPA-RO17

g 100 Tests

ERRT: AH#TREZ B FARRATHS.
FRFERATHAER, Ao AT ISEE0aTT V.
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[t a]
FAFNERTEERNED T REPE S FRA UK MTEREERETMIBEE DNA. K
HFAEPEE5E DNA NAMAXIHF, FAEAARTIE DNA IZEUAIHRXIAF . B KA DNA
REAIAF, 15550 ACROBiosystems B &7 DNA A #& it 7IE Il (#E%) (OPA-R024)
KRAFZERH A TagMan-qPCR [RIE, 7 qPCR EE P IIA—XI 5| ¥EIE I BIMIA— KRR
) TagMan 28 IRsT, ZRSTSRMBFMMES, AESMURAEMFSIYZE, PCR AT
HES, NTDERESNRPERESZE DNANESE, T—ME. REES. HETE.

KAIXFIERNSEE: 3 fg/uL~300 pg/pL. Limit of detection A 1 fg/uL.

[E==Em]
1 RAFIEREEIMARER, FRATIRRKISE .
2. WA BB IEFRHARER.
3. MAIZENAE AT ZNAREIRRAERMA.
4. FrEERRIEABRETE £BEARKFEEEXFNFRIERERNER.
5. BIEAHIROEK, TR ERRSL, BRI 5H, B KAETE.
6. RAMBERSHAMNBEMN, BREZNBRETERLARTEETIARX,
7. AERMRAEARG MR, AN EEAZAFIZMERNFABRENT, BREAERATR
DEBHANTREMRE, FEMNHAE.
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[XFEEHH]
* 1LAFEA D
4 9 EEHE ®E EFEMF
2xqPCR Master Mix 1.0mLx2 &
Pichia Primer & Probe Mix 700uLx1 &
-15 ~ -30°C &&:
Pichia DNA E25 7% i
(Pichia DNA Control, 3ng/uL) 100pLx1 & | Primer &Probe Mix 7
S L F K (Dilution Buffer) 15mLx3 & BENRTT
TR EE/K (DNase/RNase-Free
Water) 1.0mLx1 &

*: B E# Pichia DNA Control J8%], RIEGAXXBFESFKINGEF -15 ~ -30°CH17.
[H&H]

HFEREFT-15~ -30°C, KFEELE~ZBERFXEAN 12108, BN IIBESHRE,
[ & B &8 4#]

WIEER PCRAYL, 1.5mL TERKME(VE, gPCR T L ELE/\BLE = 96 FL1K;

1000pL, 100pL, 20uL, 10pl #%i%&a%; 1000uL, 100pL, 20ul, 10ul EE{RWKHMH R ek,
[EEHE (BFEFRT) ]

ABI 7500/7500 Fast Real-Time PCR System; f&H LineGene 9600 Plus %t E= PCR 1%,
ABI QuantStudio® 5 Real-Time PCR System; 2% SLAN-96S S5t E & PCR 1%,
Bio-Rad CFX96 Real-Time PCR System; Roche Light Cycler 480 I,

[t (ESR]
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1. PichiaDNA EE5% N HREMIRAE & H &

FRRFIETSERFHERZE (Dilution Buffer) ¥ Pichia DNA EE5 % S(DNA Control) (3
ng/uL) HITHERRE, BEREMRKA: 300 pg/uL, 30 pg/uL, 3 pg/uL, 300 fg/uL, 30 fg/uL,
3fg/ul, HRRAEEA: SD1, SD2, SD3, SD4, SD5, SD6, EFIEEMT:

o BAFEF Pichia DNA EESERET K LR, FTEERUEENIREES 30s £4,
HEEROEIRREZER, ETKEER SELHBERTERML,

o WA 1M AERKMEEOCEFRIAN 9 uL &% Zi#EFER (Dilution Buffer) 110 pL Pichia
DNA E &% % f(DNA Contro) % ZE 300 pg/ul, EHRFES (BIIRFSRES 30s £4)
BEUEH, RIEFAEREEMOR 10 ZELE#HBFEZE 30 pg/uL, 3 pg/uL, 300 fg/uL, 30 fg/uL,
3fg/uL, AE: SHBLMEELAXIRIGEETHERE, RIEFENDHIER.

o WHiFHySD1. SD2, SD3, SD4, SD5, SD6 & T 4°CiEERTF.

1: DNA E2%% T (DNA Control\fEtt R~ =&

2 . InEEE UL BRE ERC By &I & (BT 3% 10)

RIESCLESE | 1% B ERC(Extraction/Recovery Control), %10 600 pg Pichia DNA £yt
AN ERC A, BAEFREMT:
o B 100uL FEMAAMAN 15mL KM B OE S,
e FFSAN 30 pg/uL B9 Pichia DNA 25 % m (SD2) 20uL, 85, #RICAEAR ERC,
> A ERC FIFHFF A —EHITIER, HEHLIEL ERC ZILR.
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3 . PFAMERRIE NEC 9818 (TT%&IR)

Y 100Ul BEARFRE (1x PBS (pH7.4, 7 Ca”F1Mg™) 3t 1xTE (pH7.0~PH8.0) ) A
1.5mL FEABOER, R ABBMRIE NEC (Negative Extraction Control),
> BIMEREE NEC FITHIFNHFL—EHTER, #HEMBMREE NEC ZHR.

4 . qPCR R A RECH

o« REFLEUTE: REBRNNETESEDRGSNUEAHE, HERRRNILE BMIITE
BIL/H,
RRFLE= (RBREHETESE R+1 NTRRI B NTC+ERURER+ERC) <3
> L 1 FHEHBEL L DNA EE5 %45 SD1-SD6 #{TH

e WMRRAEUE AMUTBERIEIRNERE—M, BILH 2xqPCR Master Mix H Pichia
Primer &Probe Mix E2BY Pichia qPCR Mix FUEK,; 1ERIELFEEITE Pichia qPCR Mix il
BRI RIEL: Pichia qPCR Mix TUR R RN EI N = (RN FL#+25,3) . 25 3 ATMERK
=¥

o KFRANETKLRM, FEERMLE BHIRHEIERELR 2 #17T PichiagPCR Mix il
RRECH, FREDSRY, WEHL

F= 2. Pichia qPCR Mix TIUE & BC

a5 BILAE EE
2xqPCR Master Mix 15uL | 15pLxN
Pichia Primer &Probe Mix 5ulL 5uLxN

o {ARECH|: IREX Pichia qPCR Mix TR 20uL =2 BHMR & EI 7L, FLIIA R FEA DNA
10puL:

#< 3. PCR RN H

Ao B EER 30uL
Pichia qPCR Mix TR & 20pL
AR DNA (EE5%E S/NTC/NEC/FHMFEZA/ERC &) 10uL

»NTC B {EFTHBEK (DNase/RNase-Free Water) fEX#E#R; T2BEA(KIAANENZE
1.0mL).



OPA-R0O17-CNO1
5. PCREFEESIEST

I3 ABI7500, 7500 software v2.4 A451:

FELLE (New experiment) , AL RZFR, EFEFRMEEHRI (Quantitation

Standard Curve) , TagMan reagents #1 Standard 123\,

e 7t Plate Setup RETH# A Target Name, EIREWILEEHE (Reporter) b FAM, EREH
(Quencher) & None, ZLtb¥cit (Passive reference dye) % ROX;

e 7E Plate Setup i, BFERZFL Task #2IRE AS”, £ Quantity #=IRIBIREHEN FIKE
23 300000, 30000, 3000. 300. 30. 3 (H) DNA REBALA fg/uL) ;

o IREEEAR: RIWLRFEHITHR, FEH NTC. NEC. EESE mEFFNH M FH T,

B RmieNLE R (205k 4 FrR)

a4 FH AR Al

1 2 3 4 5 6 7 8 9 10 11 12
A NTC
B NTC SD1 SD1 SD1
C NTC SD2 SD2 SD2
D S1 S1 s1 S1(ERC) | S1(ERC) | S1(ERC) SD3 | SD3 | SD3
E NEC S2 S2 S2 S2(ERC) | S2(ERC) | S2(ERC) SD4 | SD4 | SD4
F NEC S3 S3 S3 S3(ERC) | S3(ERC) | S3(ERC) SD5 | SD5 | SD5
G NEC SD6 SD6 SD6
H
S=Sample ; NTC=No Template Control ; NEC=Negative Extraction Control ;

ERC=Extraction/Recovery Control
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o IRK5EE gPCR RNEF
*=5 RNERF

PrEx | fEER | RE BfE | EHESRE
UDG JEfk | 1x 37°C 2min &
mEM | 1x 95°C 30s &
BRI | 40x | 95°C 10s &
60°C 30s 2

RNAARFRESE 30uL, 7E Run SR S5 Start Run’FFI8151T qPCR, s {7 EE#H T4,

[R5 7]

1. TR E : ABI7500 £91% B H1& (Threshold) =0.3, &%k (baseline) 4 BE1E % (Auto Baseline) ;
HNBE D SEREFTERBEEMVERRMGRAR, —RB o] B{U=B a3,

2. KRR FIERRE: R°=098, Effi=90~110%;

3. NTC 94 M %5 R ¥ = X 2 Undetermined 5 Ct {& > 35;

4. ARABARAE I T EAFNEARIRE (po/ul 3L fo/ul) FFNHEAE CtERRBEIRVERLARCEE
WA AFRETE. B2ERREREFICEE MY CtETTERFNFEARNIRE

5. IRBEEMIEARFIFEA ERC (Ut NERITEINFERIE, IIFFEIUZRZE K 7E 50%~150%= /8]



