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— wEREA

GNM E1A 5% F DNA Frllli7) 62— & A B4 HEK293 K HATAEANM R 1) E1A 78 DNA 11
Bt L&

KR GRHH T 2 H qPCR ZOGIREHEIAR, w2 NFESHEIA 558 DNA. R, RBUEs. &
SR, SRR AT LA 10copies/ 1 L. RFIGACER EIA EESH N, HEHER. SAFEEEHEI
PEVESERRI S0 ERETRAEAR , 8 3k IR B AG I 55 SRR M A A SR BRI BC A P2, 3 G R B P 5
.

AR £ T 5 A A F R E L AUASE B DNA FE S AT AR SRR B A, R e &R EIA
5% DNA.

A Y SR e

1. TEEEE-20£5°CFE T itA7, ARG 12 MH.
2. WK E/FEINTUKER K &g, TP S BEE-20+5°C it fF
3. RS AFEH ML S

=. AR KA

Hor 2R HCD0119-100 (100T) 1347
E1ADNA E&2Z% i (1x107copies/pL) 20pL -20+5°C
2xqPCR reaction buffer 800uLx2 -20+5C
IC mix 150uL 20£5°C, Bt
E1A primer&probe mix 400uL -20£5°C, Y
DNA #iBEil 1.5mLx4 20+5C

. EHIE (BFEERRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4= HZER] PCR i 5 4¢

hi. MRBEFEM

—UMELATFE. 1.5ml TR EOE . qPCR & H TR JCHE ) \IHEE B 96 FLAR. 1000pL. 100pL.
10uL B3 &5 ATC AR B Ak . O E & PCR A, FEABONL. IRfiEiR 54,
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GENOMES ——

AN AL WIS
(—) ZFMEREMHE (FERLEX)

1. E1A DNA BE&S% 5 KRB f 225 &

FHRI & A (1) DNA B E1A DNA JE 527 i (1x107copies/nL) AT IR FERERE, BBEHAFEAR I 1 X
105copies/ul. + 1X105copies/uL « 1X10%opies/uL « 1X103copies/uL « 1X 102copies/uL « 1X 10'copies/uL, &
U4~ ST1. ST2. ST3. ST4. ST5. ST6. HAKIE{EMIT:

(1) HRFEN K EIADNA € E2 % 50 8 Tk Lok 2~8°C Nalth, fFoeamb/aieaiis), Bnse, &

Fuk E&H.

(2) HL 6 LT AR RS O, /3 lAric oy STL. ST2. ST3. ST4. ST5. STé6.
3) BAFE AN ELIADNA 2 ESH A STO, BN E.L, ERIGESIMX EIRY 10s IBEHEA R, B

IRIGEI B
(4) 7£ ST1. ST2. ST3. ST4. ST5. ST6 &AM 9OULDNA Wik, 4438 1 BT

& 1 E1ADNA EEBZ% Ak

WRE REAARR WE
ST1 10 pL STO+90uL DNA FiFEi 1 X 106copies/uL
ST2 10 pL ST1+90uL DNA FFEiH 1 X 105copies/uL
ST3 10 pL ST2+90uL DNA #F%H 1 X 10%copies/uL
ST4 10 pL ST3+90uL DNA FHF&H 1 X 103copies/uL
ST5 10 pL ST4+90uL DNA FF&H 1 X 102copies/uL.
ST6 10 uL ST5+90uL DNA Fifeik 1 X 10'copies/uL

Ye. RMIMRIE R 4°CRLZ Wt R
2. hoeEICREZE ERC HIf]%

Wil 5 2514 BL RS ERC o4 ELA DNA. fATREAIE (U1 1000copies E1A DNA HEHOEA ERC Xy
By, BAREAEIT
(1) B 100pL RRIURE RN 1.5mL IR B B0
(2) A 10uL ST3, &%), PRICAFEA ERC.
E: FEA ERC MFERLAFIREA TR E, % M A ERC 4146

3. FAMEF#E NCS HIf] &

HY 100puL DNA BN 1.5mL AR F 500 A, bnic A B #% NCS.
Y BIMERE NCS RIS A MRE A — RS db A7 AT AL TR, )4 BB M B 4% NCS ALk
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GENOMES ——

(Z) qPCR RMAEREE GAFHESX)

Lo AR PR M E 822 o SRr DA Sl B, THS R S ML, — RN RE 3 M EREAL.
R BALE= (B0 € B 22 k6 I I TUAENCS* 1 + RO FENTC* 1+ i + B #5ERC)%3+2
Ve AR IURE RS IIIN HOSL RN % FE A ERC, LA ZREA IR BlaiR 2R B LI 2 FLBKE.
2. qPCRURRALHE: &XFE T UK LR, RORBIEIRS, %R 2WE, MAREN M.
# 2 qPCR 1A R

oy B
2xqPCR reaction buffer 15ul
E1A primer&probe mix 3ul
IC mix /DNA FBl 2uL
FEZS DNA (EBS % H/ERC /NCS /NTC /45 IEE ) 10uL

VE: AXTHE IC R EMBFEAFREEE PCR MNIHY, TREFEMAN. WRIMAZHFEE 1C, A AMBRREBLEK
AN EAH AR

(=) ke (FEARLERX)

1. FE5r3E0 PCR BRI PCR MBI 10ul AFIFFFEA DNA. ERC. NCS. NTC. #i/¥
TEESH N, R 3 NS BRS] .

2. DGUFEBOBL, AR,

3. ERBERRMX, BAMMNEZOE PCR AIACA, CFFEAIEBN .
R 3 FERL RS B B R

1 2 3 4 |5 6 7 8 9 10 11 12

A | ST1 | ST1 | ST1

B | ST2 | ST2 | ST2 S1 Sl SI | SI(ERC) | SI(ERC) | SI(ERC)
C | ST3 | ST3 | ST3 S2 ) S2 | S2(ERC) | S2(ERC) | S2(ERC)
D | ST4 | ST4 | ST4 S3 S3 S3 | S3(ERC) | S3(ERC) | S3(ERC)

E | ST5 | STS | ST5

F | ST6 | ST6 | ST6

G NCS | NCS | NCS NTC NTC NTC

H

¥E: ol ST1~ST6 Fantailiftie N 1) EIADNA FrifEiZk, NCS 4 1 MR, NTC 5 1 MR, S1~S3
NEEIREARFIARENFEAS () ERC MG 3 NEE AL,
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S
(M) PCRYHE Rl X)
1.qPCR BFix &
L ABI7500 A1
(1) Hrasess, iEFE<Absolute Quantification”.
(2) FANSLIGHAFR, kPR E B, TaqMan reagents fl Standard #5.
(3) &P E1A MR EHE A FAM, ¥ KFE 1A None.
(4) & 1C (A1) G RIEEB A VIC, ¥ KIEH]H None.
(5) ZPe N ROX (W) o
(6) 76 PCRAX L, %3k 4 WEW T, RMAARGEE 30uL, HiGistr.
% 4 gPCR MNFEfF
i¥='d BE it 1] TEHH
WAt 95°C 10min 1
, 95°C 15s
{Eﬂ: 60°C Imin 40

H:

D #5128 5 AT ARYE FT DL B0 T 1 B R SR T«

DIC F=ZEUTI A A R B AR D 3, TR 900 S A DLk R i E .

(D#hs BIA fERIKE T, BT PCR YT, PIbs IC 9 CT SRR, (WS IEH 4.

(R R

PL ABI7500, #KAERCAS 2.4 19451

1. briksE: & E R (Threshold=0.2), 4k (baseline) Ay 3~15 TR BN ASERINFELL, BET WL E S
1B

2. 1E Plate B bRUE I ZE LI B N<S?, FHLE Quantity 7351 BFEELE Jy: 10000000, 1000000, 100000
10000~ 1000 100, ALY copieso HRHEFRAEHH 2 1T HAFMIRE AR B BRALY copies/10uL, AITEAS IR 2
HH 5N copies/ul.

3. BEMEMLZE R SYEYCRREFAIrME. a2 ErREN: R2>0.98, §IEX0K Eff%: 90%~110%.

4. HALIA Ct{EMZE<0.5, FHARK DNA brdEf 2 [0/ ACT fENAE 3.1 2 3.6 FIVEHE W . AR {RHERME, =)
PIRYE DNA bR F R 4G CT BT HHE L)

5. XFFEAEAOW B NTC FIRA 14532 NCS B, H FAM EIESE RN 1Z 2 R4 H (Undermined) B34 K
THe/RUERZE (4l ST6) 1) CT fH+3.

6. # Ct (ST6) +3>Ct (NTC) , UMK RIFEITYL, THEPTERE.

Y HROTISEOR BV S H, B TR S SN e A P A0 B A AT
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. EREH

L ARHIEABRIHE R, A T ImARZ I, A AR TR0 B 132 U B 45 R0 250 M6 2 [ U B F b AT #24
2. BIHE BRI BT AR N AT A

3. IR EMALANER X FEALBEX . RSRECE X §E I X R . TARRRE: R
RETAEMR. 1B, B PESFRGTE, SXWRHANEH, MM, BRisi

4. SRS RGN N B G AR, FRER MR, DL s G

5. B AR HIARA BN S Je TAE G KAy, BRI 10% K SIERINER 75% IR A BE . SIEIR 45 TR
Ja NSLEEE TAE G, FFE W TAE G K& RS ] dh BEAT I 75

6. AN A RO, AN EREK P A RETR

7. JNFERTFHERDINRE S 5 B AN, PRAUEINRE AR 15

8. AT EGFEA PR A SER, AR NN BAT (R Qe IR, 8 S 21 BB AN RN A
R A B A VAR T B LTS AR A ) 2 AR P A, AR R IX I A s WRCK 5 TN BRAT T B I
B, SR RKEE T ER, RIS TR ISE IR, TR (b e s
S AL A HE ) R CBEIT IR E BRI .

s RITFEH

B EMBEE FLE, AMSH TIRR SRS NARSZSS, SWP LR V)RR, hsi® &, KAH
BEA ST, R PR, SR i S U M A5 R, R IR SR AR
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