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MR B B DNA ST G — ke g Sk I 45 A A= A ) o 0 o ) it =l B ol 0 1 20
R DNA T Beit 9% A ulii & .
ARG R T 2 H qPCR ZOUHRETHOR, € EATIRE & v 5 400 B DNA. Al Rk R
REFRPEGE, RARAIIR AT LA R fg KF. IXAIGECEA MR EBSH W OIS E R brdEm, #Em
e ARG E A INENEREAR A 51 Y PRE AR, 18 I AN ISR SEAR AR 45 SRR I RE A BRI S X7 e

[ RE, GBS A
ARG T A T 18 LT DNA R AT A B R G (MR OB A, A E B ot b i

5% B4 DNA.

= G RAERH

1. 7EBEG-2045°C o6 T higfE, AW 12 M H.
2. R BT UKE K &I, FFI G 8EG-2045°C it A7
3. it s AFFH MRS

=, E R A5

2 E B
T

Hor B TRS0122-100 (100T) | TRS0122-050S (50T) RAF
JHTE DNA & &Z% i (30ng/pL) 40uL 40uL -20+£5C
2xEQPCR reaction buffer 800uLx2 800uL -20+5C
IC mix 150uL 150uL -20+£5C, #
JHE primer&probe mix 400uL 200uL -20+5°C, E
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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1. JHE DNA EBZ%5 i IR bR 28 A il 2

FAR I P 1) DNA FERECK S DNA 52 5225 i (30ng/uL) BEAT B BERR R, R FE A U 3ngl/plL
300pg/uL~ 30pg/uL~ 3pg/uL. 300fg/uL. 30fg/uL, fKiX#w4 >~ STO. ST1. ST2. ST3. ST4. ST5. #fEun
T
(1) HEFEA RS DNA & E23% 0 E TUK ok 2~8°C Tk, fFoeamib/ae s, BngEe, &

TUK E&H.

(2) W6 ST B0, 4rlbridy STOL ST1. ST2. ST3. ST4. ST5.
(3) fE STO B H DNA iRt DNA & &8 27% WM 2 3ng/uL, &% 1R 5 J5 RS [ PRod s 3-5 b, =

23 UM R E S 5 DNA BRI /RS
(4) fE ST1. ST2. ST3. ST4. ST5EHHHIMAN OuLDNA Fifei, 1%k 1 TR IR,

X 1 JHE DNA BB Rk

Y WREARIR W
ST1 10 pL STO+90pL DNA B 300pg/uL
ST2 10 pL ST1+90pL DNA B 30pg/uL
ST3 10 pL ST2+90uL DNA HFiBe 3pg/uL
ST4 10 uL ST3+90uL DNA Fis Bk 300fg/uL
ST5 10 pL ST4+90pL DNA F&BEi 30fg/uL

VE: FCHIRPRAE AR 4°ClZ nIfifiE— K.
2. JEEE R ERC K&

AR 7 2L B ST 3% ERC I DNA FRIIFEAR B (LA 45 1 30pg M % DNA & [IF:A ERC Jyfil),
HAABAEDTT
(1) HX 100pL £ FE SN 1.5mL IR B B 0 A
(2) FOA 10uL ST3, 2], trid AFEA ERC.

3. BAMERF#E NCS HH] &

HY 100uL DNA BB 1.5mL AR B B0 v, Anid NI 4% NCS.
FE: FEA ERC. BIVER#E NCS AIRIHLARMIREA — AT RTALEL, 4 R A ERC AT E R 7% NCS 204k .
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(Z) qPCR REMFRE CRANMESR)

1. FREEFTER I E S5 R S R, TR OSALE, — MR 3 M E AL,
SN FLEL= (B B 72 5 525 <5 + PR 3% NCS*L + oA AR B NTC*L +ARIIFE S + RO #% ERC)*3+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

Ha BAAR
2xgPCR reaction buffer 15uL
JHEL primer&probe mix 3uL
IC mix /DNA #F& il 2ul
FEA DNA (FE &2 % ih/ERC INCS INTC /45U FE i) 10pL

AR IC T E RIS FEA TR A S PCR NN, FIHRYE R ZA . 4R IC mix, wAMFRECGE KN 2
FHRLARAR

() ke (REALLERX)

1. fE/r30F PCR M PCR M 4 HIINA 10ul AbFEEFHIFEA DNAL ERC. NCS. NTC. FfE
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 | ST5 | ST5 | ST5

NCS | NCS | NCS NTC NTC NTC

VE: %R ST1I~STS RKoRtal 1) 5 MR EZ I DNA fRHERZE, NCS N 1 AR, NTC N 1 AN EHRxT i, S1~S3
RARFMREAR RGN REA Y 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

PR B 15 2O R AT FAM, K 3419 None.

W IC (A iy 56y VIC, ¥ KEE R None.

Z N ROX (AliE)

PG PCRA L, %K 4 WEW TR, RMNARRESE 30uL, JTIRIET.
#* 4gPCR RPNFEFT

BB BE b ] EER

Wizt 95°C 10min 1
, 95°C 15s
ﬁﬂ; 60°C 1min 40
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.
QAR MEETE Bk E R, T PCR Y IIISES 20N, AR IC [ CT MK, e IEH(H.

(F) &Rt

LL ABI7500, #AFRA 2.4 A

1.

SMTBEE: W E BI{E (Threshold=0.2), 3£k (baseline)ly 3~15 {EIFERAXZRERINSELE, EEY ML LR
EH .

£ Plate TARCK bRk th 2 L1 B N“S”, FF7E Quantity 2> 15 B FiBeBH £ 9. 3000000, 300000, 30000-
3000. 300, HA7Hy fgo HRAEARAE HE 2 it SRR MIRE AR FE A7 2 fg/10ul, AT FER IR 2 Hh 4 54 pa/ul,
g% fg/ul.

B e 2k R? 5 80 B R A bR i

o FJOASEAROG B NTC RIBA M 4% NCS FOARI, e FAM i 25 S Mz R A (Undermined) 50 K
TheMrdEti 2 (W1 STS) ) CT {A.

# Ct (ST5) +3>Ct (NTC) , RHIARMAIEIGY, FHIL B EHLR.

: GRS HRENRSH, BT U5 SRS AL ] (SRR A AT BEE -
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1L ARG BRHMER], ASHI T RIS W, A RS P 4 ] 152 0 B 5 I 2™ W6 422 B8 5 W A5 AT # AF: +
2. MHHEZ AR EAE R A% N BT ERAE:

3. IR EMALANER X . FEALRIX . VR EX . §E i IX R . TARRRE: #RiEdie
RETARRR WE. #E. FEEFESTE, SXMMBNERH, MIUEM, #5553,

4. RIS NS A G ARG, IR R IR, DR OGS s

5. SERE A B A SRS g TR & AR IS, BRI 10% SRR BN R 75% ks AL B . St 4h
Ja NSRS TAR G, I It TAE & KA se it w2t 17 i1 2

6. AEEALE A RONREGH, ARSI AR

7. ANFERTH INRE & 75 B I, DRAEINAE A HERR

8. N T MERFEA LA SE R, AR N B AT M G o, 8 o e fih 3 B RN B I FEAS
(AL PR A AR T B RS AMR M A 2 AR A, AR X B . R R AT N AT T BT 7
& IFEEFY K E IR T BT FEABRENAC B TAT S MOGEMER, DA (WUEYIEYEE sk
W= A e AE I AEN ) A (BT IR E ELRBD)

NS RITFH

BRSBTS T I ARSI B AR ST, ST AR — VAR, s R, AAH
BEATT . AR UL ERAE,  Sei i R PR, e R SRR R
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