E1A&SVA0LTA % DNA EEiXFIE (qPCR)
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[=mEN]

AAFEATEERNEDF S8 R IAK SR E1A F1 SVA0LTA EF 9558 DNA.
RRXFIEHEEEE DNA MUMAEXRF, FAEESHEARLIE DNA REAAEXRT . HREAR
DNA $RERE9IX I, 15215 ACROBiosystems 1926 DNA F A #I& A= (#H%) (OPA-R005) .

KXFIERF AL E TagMan-gPCR [F3E, 7EE— qPCR REAREN LA 5 HFFHANRE T
HARICHY Taq 75T, FEIRSH Y E1A 0 SVAOLTA 5% B8 DNA, o EHEBME M E1A 70 SVAOLTA %%
BONAMRE, T—ME. REES. MeETE.

RRFIZHRNEE: 4x10° copies/pL~4x10°copies/pL.

NF BRI L E (copies/ul)=6.02x10™ < Brh i B (ng/ L)/ (BT s £ 41 < 660) .

[E==m]
1 REFENBEIMARER, AR TIRKIZH.
2. WA ELIEFRHARER.
3. MAIZENAE A, BNARENRRAERMA.
4. FrEERRIEABRETE £BEARNKHEEEXFNFRIERELNER.
5. BIEAHIROEK, TR ERRSL, BRI 5H, R KAETE.
6. RAMBERSHANBEMN, BREZNRETELARTEETIARX,
7. AERMRAEARG MR, AN EEAZIRFIZMERNFABRENT, BREAERATR
DEBHANTREMRE, FEMHAE.
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[AFELH 5]
= LIRFIEHD
4 » RE EEEM
2xqPCR Master Mix 1.6mLx1 &
-15 ~ -30°C&3*:

E1A&SV40LTA Primer & Probe Mix 550uLx1 &

; B
Z M1k DNA EES %S (Linearize DNA Primer &Probe Mix %
Control, 4x10°copies/uL) 50uLx1 & BRTE
DNA ##% (DNA Dilution Buffer) 1.5mLx3 &

P

RFIERET-15 - -30°C, RFNEHLEFZBEENE N 12108, BRHHINBLEERE,
[ & B &8 4#]

KILEE PCRAY 1.5mL TERRMIE OE, gPCR T HLELE/\EXE S 96 L1k,

1000pL, 100pL, 20uL, 10plL #%i&=%; 1000ul, 100pL, 20pl, 10uL FLERER M EEAe K
[EEHE (BFERRT) ]

ABI 7500 Real-Time PCR System; {8 H LineGene 9600 Plus s X E& PCR 1Y,

ABI QuantStudio® 5 SERF S FE & PCR X
[#MFIEDER]

Prepare the DNA control serial dilutions for the standard curve.

$

Preparation of Negative Extraction Control (NEC) or Extraction/Recovery Control (ERC) (Optional)

Prepare the PCR reaction mix
Create the plate document and run the plate

\ 4

Analyze the results



OPA-R007-CN02

1. %1t DNA EES% MmN RIIRE R h0Hl &

f# IR FIE A DNA # 8% (DNA Dilution Buffer) 64k 41k DNA E 8% 7% f(Linearize DNA

Control) (4x10°copies/pL) FHITHERRE, BEIREMRK A 4x10'copies/uL, 4x10°copies/uL,

4x10°copies/pL, 4x10°copies/pL, 4x10°copies/uL, 4x10°copies/uL, 4x10'copies/uL, fX#An %

% SDO, SD1, SD2, SD3, SD4, SD5, SD6, E{&iE{EanT:

BT ERL ML DNA EESERET K LR, FEemtERD#R%E (5-10s) ES,
FREBOKARREZEER, BT KEEMA, DNABRERTT=EML.

WME 1R FERRETE O E SN 90 uL DNA ##E% (DNA Dilution Buffer) 110 pL £
1k DNA EE%S % f(Linearize DNA Contro)## & 4x10'copies/ul, &A% (5-10s) B
FEBEUER, BUEAEHSEMOR 10 FRELEHBEZE 4x10°copies/uL, 4x10°copies/pL,

4x10°copies/puL, 4x10°copies/uL, 4x10°copies/uL, 4x10'copies/ul. ¥&: SHE 1 M
EXAESRIEEETHRE, RIEBENDSER.

¥ ¥ 47H SDO, SD1, SD2, SD3, SD4, SD5, SD6 T[4 i & F 4°C{R7%.

1: 21k DNA EE5 % S (Linearize DNA Contro)fZLt %R EE

2 . I EIYREE ERC MFI&E (TTi)

RIESLFREMTE R, % B ERC (Extraction/Recovery Control). IMHI& ZHIN 8x10°copies

F1A&SVAOLTA DNA Ji#EE /) ERC 44, BAEREDT:

EY 100pL 2 MREA AN 1.5mL (KRBT B
BN 20uL HRE A 4x10°copies/ul HIZk 14k DNA EBSE 5, RS, #RCHRA ERC,

> HA ERC FIRIH{FWIFL —EHTIEK, HEMFIFEL ERC LR,



3.
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BAMEEIE NEC iyl & (TTiE)

B 100uL #EAREBUR (K 1x PBS (pH7.4, & Ca2+#1 Mg2+) = 1xTE (pH7.0~pH8.0)} I

1.5mL FEABOER, R HBBMERTE NEC (Negative Extraction Control)
> BIMEREE NEC FITHIFNHFL—EHTER, #HEMBMREE NEC ZHR.

4.

qPCR R R {& R ECHI

REILECTE: RIBERNNEESERRSNEARE, (TERAFTREILE, BMI|E
BIL/H,
REAE= (BBEEHEETESEM+1 DRI R NTC+FNHER+ERC) %3
> L 1 FHEHBELIEN DNA EES#45 SD1-SD6 F{TMHE.

FURRAEITE: AMUSBRRIERNERY—M, BiSHK 2xgPCR Master Mix 1 E1A
&SVAOLTA Primer Probe Mix BCA{ E1A&SVAOLTA gPCR Mix FUR&; BRIELWBEITE
E1A&SV40LTA gPCR Mix FURR RN E1A&SVAOLTA gPCR Mix FUBBRRNEN = (R
FLE+253) , 28 3 ATNBMKE,;

BEANETIKERML, Frerits BRUKHES/ERER 2 #17 EIA&SVAOLTA gPCR
Mix FURRECH], FRMES. "EHEL

%< 2. EIA&SV40LTA gPCR Mix Fi& #& Bc 1

ik BIAE | AE

2xqPCR Master Mix 15ul | 15uLxN

E1A&SVAOLTA Primer &Probe Mix 5uL S5uLxN

AARECH: TREX ELA&SVAOLTA qPCR Mix FR#& 20uL R IBHIR R EIFFL, LAY
£ DNA 10uL:
% 3. PCR RN AR

85 B EEER 30uL
E1A&SV40LTA gPCR Mix HUE & 20uL
R DNA (B85 7% M/NTC/NEC/{HMAEA/ERC %) 10uL

»NTC (No Template Control) EX(E/HFE#HHEK (DNase/RNase-Free Water) fEX#E#k.
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5. PCREFEESIEST

I3 ABI7500, 7500 software v2.4 A451:

FELE (New experiment) , BIALIFFR, EFEFRMEEERI (Quantitation Standard
Curve) , TagMan reagents 1 Standard &I,
7t Plate Setup SR, B ® Target-E1A, EIREXILER (Reporter) i FAM, ERE

(Quencher) & None, Z %% Target-SVAOLTA, EREFIEEHE (Reporter) A CY5,

RREHR (Quencher) 3 None., ZLbik)t (Passive reference dye) & ROX;
7£ Plate Setup 5*MH, BIRERLFL Task 1218 B AS", 7 Quantity 1= BIREHE D HIRE
A 4x10°, 4x10°, 4x10°, 4x10°, 4x10°, 4x10" (BN DNA JRE B AL copies/ul) ;
RELR: RELLFEHTHR REREESERMAERFNERD FFHAS, B0

HisREmENER (0% 4 FR)

& 4. F AR Al

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

ERC=Extraction/Recovery Control



o IRK5EE gPCR RNEF

*=5 RNERF
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PrEx | fEER | RE BfE | EHESRE
UDG JEfk | 1x 50°C 2min &
mEM | 1x 95°C 20s &
BRI | 40x | 95°C 3s &
60°C 30s 2

RNAARFRESE 30uL, & Run 53 &5 Start Run”FF 151547 gPCR,

[ZER717]

1L TRE: SHREFTERRER G RERMAIRA;

2. 87 CtEER—M: F7lj8 CtEER<05;

3. AR R H AR R’>=0098, Eff%=90~110%;
4. NTC B98N R ¥ E N A Undetermined = Ct {& > 35;
5. NEC Ct E R THrEi &K E Ct 18,

6. IRIBIRE B ITESNFEARE (copies/ul) FMHESE Ct {BERIRIESREMABZCEER T
RAFRETE., B7NERREREBICEEZMN Ct ETTEFNHERNIRE,
7. IRIBEFMAEARFFEAR ERC A9 M5 RITEINFEEIBCR, IR EIBCRE SR ZE 50%~150%2 (8] .



