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—. WA

E1B 5% B DNA KR 7 & /e — 35 e BRI HEK293 K HATAEYNI R ) E1B 5% B DNA it ii%

R FIE
ARG T 2 H qPCR FORIREIBIAR, @ EAMIAE S E1B 7R DNA. Rrlltid . REBE S, FF
SR, ARSI PR AT LAk 2 10cop|es/uL RAGERES EIB € &&%5 8, WfEE. ARF&aSH 4
VRVERERR 5P PRETRRINR, 3@ 5 AR BE b s T 5 SRR M IR AR R A A R AR, e S fR B 1 45

R
AARFVE T 5 A w8 LRI B DNA B i AT A Bl S (R ) BCE (M, HERf 2 B b E1B

5% B4 DNA.

= G RAERH

1. 7EBEG-2045°C o6 T hgfE, AW 12 M H.
2. WER BT UKEIK &I, FFI G 8E-2045°C At A7
3. Faitts . ArFH LML

=, E R A5

Hor B TRS0120-100 (100T) | TRS0120-050S (50T) RAF
E1B DNA E&#Z % (1X107copies/pL) 20uL 20uL -20+£5C
2xEQPCR reaction buffer 800uLx2 800uL -20+5C
IC mix 150uL 150uL -20+£5C, #
E1B primer&probe mix 400uL 200uL -20+5°C, g
DNA FiREil 1.5mLx4 1.5mLx2 -20+5C

M. &R (BFEERRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4xHZFEEM PCR 73T &%

fi. MKRBEFEM

—WHETAFE. 1.5ml TR KR 208 . gPCR & HE B EHE )/ \ BeHEE 5 96 FLAR . 1000pL 100pL.
10pL FE 2% FIOG B ARIR B A 8O3k . 286 E & PCR AN, BB O, IR 511X
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A MBI

(—) Z2HHmEREMHE ERLERX)

1. E1B DNA ZEZS% 5 IR BERbR 1 H 22 1 5] &

FHF & P9 ) DNA RB 0K E1B DNA JE 5275 il (1X 107copies/nL)BEAT 1R BERRE , MREbh LU 1X
105copies/uL « 1X10°copies/uL. 1X10*copies/uL. 1X 103copies/uL. 1X10%copies/uL. 1 10'copies/uL, &
A4~ ST1. ST2. ST3. ST4. ST5. ST6. HAKiE{EIIF:

(1) EIRFIE AN EIB DNA E&EZS% i E FUk Lok 2~8°C Fafk, frocafib/s7eiRs, B,

BTUKESH.

(2) HL6 LRI MBSO, hmlbRid y STL. ST2. ST3. ST4. ST5. ST6.
(3) KRFIE A E1B DNA 5B S kit N STO, BRI B0, ERIERSMX EHRY 10s IR E¥ AR,

URIGRIN B0 o
(4) fE£ST1. ST2. ST3. ST4. ST5. ST6 B4 HlMA 9OuLDNA FBEM, 143K 1 #-AT MR A

& 1E1B DNA EBS% SR
R WREARER WE
ST1 10 uL STO+90pL DNA & 1 X 108copies/uL
ST2 10 uL ST1+90pL DNA Fi B 1 X 105copies/uL
ST3 10 uL ST2+90pL DNA Fi & 1 X 10%copies/uL
ST4 10 uL ST3+90uL DNA FBE 1 X 10%copies/uL
ST5 10 uL ST4+90uL DNA FB 1 X 10%copies/uL
ST6 10 uL ST5+90pL DNA Fi B 1 X 10'copies/uL

VE: FCHI PR AE AR 4°ClZ nIfEfiE— K.
2. JEEE R ERC K&

MR 7 ZE B 5% ERC 1 E1B DNA B BIFENR (LA 4500 1000copies E1B DNA EHIFE4A ERC 4
), BARERAEAR .
(1) HC 100puL FRMEE SN 1omL ARMR PR 2500
(2) FAO 10uL ST3, %1, i AFEA ERC.
¥ FEAS ERC AR MRE A — RS HEAT HTALEE, %% BUFE A ERC A4

3. BAMERF#E NCS K&

HY 100uL DNA BB 1.5mL AR B B0 v, Anid NI 4% NCS.
TE: MBS NCS R R R IRE A R HEAT RTALEE, 1) 4% BB R T 12 NCS 4tk
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(Z) qPCR REMFRE CRANMESR)

1. FREEFTER I E S5 R S R, TR OSALE, — MR 3 M E AL,
S BEALE = (B P 8 22 %6 + [ 1 T 4% NCS*L +TE BRI NTC*L +FFIIFE & +[E1iUT # ERC)x3+2
Ve HEFRAE AR RE S AR U HORE I HOZREA ERC, LI ZREA MR, Bl R EFR B L 2 LIk R,
2. OPCRUARME: KiulMETIK LAk, b5y, %R 20E, MAZIEA ML,
R 29PCR PR

Aoy LR RN
2xgPCR reaction buffer 15uL
E1B primer&probe mix 3uL
IC mix/DNA Bl 2uL
FEA DNA (FE &2 % ih/ERC INCS INTC /45U FE i) 10pL

H: XTI IC EEMPEFEA TR 55 PCR SN, RS & ZAN . WA RS 1C, W] AR R ks 4K
AR RLAAAR

() ke (REALLERX)

1. fE4r%EF PCR KBV PCR M4 HIMA 10uL AFELFHIFEA DNA. ERC. NCS. NTC. i/
BSH T, £ 3 IR BBTRE
2. WHIFEBUEE, MEEO.
3. HBIRIMX, BAMBIRN PCR AMCA, d AR BURT .
3 B BRR ¥ E R
1 2 3 [4]5] 6 7 8 9 10 11 12

A | ST1 | ST1 | ST1

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

E | STS | ST5 | ST5

ST6 | ST6 | ST6

NCS | NCS | NCS NTC NTC NTC

VE: Zonflth ST1~ST6 Rl 6 NN ELB DNA AR#ERIZE, NCS A 1 MM TS, NTC N 1 AN BRI, S1~S3
RARFMREAR RGN REA ) ERC. &AM 3 N EE AL,
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QD PCR}'TIEE R IX )

1.gPCR BERFFixHE

L ABI7500 944 :

)
)
3)
(4)
Q)
(6)

:

Bridsng, kPR Absolute Quantification”.

ISR ARK, PR M &, TagMan reagents F1 Standard X

4% E1B i SO HH Y FAM, 7 KEEH] 4 None.

W IC (A ey D6y VIC, B KEE R None.

Z N ROX (AT .

PG PCRACE, %R 4 WEW TR, RMNARRES 30uL, JTIRIET.
#* 4gPCR RPNFEFT

BB BE b ] EER

Wizt 95°C 10min 1
P 95°C 15_s 20

60°C 1min
Q@ % 5256 == AT KR T FI LR R AT B R AR
QIC £ T W ARG R0 B A R e 26, AR e S U R Bk E.
QbR EIB 7ERKE R, T PCR #4152 4+ 3%, WAF IC 19 CT (a4, R IE % 1.

(F) &Rt

LL ABI7500, #AFRA 2.4 A

1. M. %EBIME(Threshold=0.2), FtZk(baseling)ly 3~15 {HIFEUAXARERINSLLE, EEY WML T
EH .

2. 1F Plate [HHCK bRk i 26 FL 1 B N“S”, FE7E Quantity 7371 5 & #i B4 & 24 10000000 1000000 100000.
10000, 1000. 100, HA7A copies. MR HEbRAE e vT HAFIFE AR FE 547 A copies/10ul, AT 7EAS IR 2
rh 84 copies/uL.

3. EEMWMEMZ R? 5P AR R BTG AR E ARt th 2 hr itk : R2>0.98, 7 HE A% Eff%: 90%~110%.

4. STALIA] CtIEMMZE<0.5, AHALM) DNA bRk St A1) ACT MERNAE 3.1 %2 3.6 HIVEHIN . NHifR R, o]
DAFRHE DNA Frifedin 1) )56 CT (ER7 it )&

5. X T IGHIROG R NTC A p#E NCS futail], H FAM @I L RN Z & AR H (Undermined) B3 K
Tie/MrEfiZe (a1 ST6) 1) CT fE+3.

6. # Ct (ST6) +3>Ct (NTC) , KEMARIEIEITH, THEHLLR.

B SRANINSEENRS %, BT Rl L U R A% B B AR A AT B

A
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(72 Yot dd B
b EEEE

L AR OCERHIMEF, FE TR IR, P 0 4 DA 50139 A 7 e e ) A R
2. RE1 S L B R A K0 A BT

3. Y EBHAAME SIS, HARIIK, REGERCE . A T X AR, TIRRR: Sfed
RITARMG W B FESFEGE, GBI, TR, Bk

4. IRBIYHM RUR LR £ 0, JFHEREDA LG, LA ST MRS e 28

5. SCHRNTRE A IR A S AT e T €3 SRS R I 10%UCSRRMASR TSGR AL R . STk
ISR TR G, IS MR LA A SR AT I

6. NEAEIILA NN WRAL, R B AR

7. NRETI e S R, (ROEMRE RO R

8. N THEG A E TN, KMREARIIN S (P EVIIR, S RSN R
(KA B T L AN AR 5 A M, REAHI D L IO WUBE s WSk AT A B A R 0 0 2
B IR SHI RKEE TR FEASRMERAL IR S AGERIER: TR (IS 275
Yo B A I 0 CEEST EADEF SRR

N BITFEH

BB TR, A T IR SR BN AR S, ST R — VR R, s &, AAR
BEAT DT, ARG SRR, IR E I S Ul S RAE, R IR SR A .
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