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—. BRI

FEURGR B DNA KA F) & — 3K & o e A U 25 A AR i) S R A TE) s 21 B S B R 8 U DNA 5%
BT & A &

ARFE R T 2 HE gPCR RCEREHIAR, AN & 55 DNA 5 . Al g, R & . Hr
SRR, RARKMIBR AT CUA R fg AKF. WFEEREAHEE®SH 0 ORE E e, EfEE. K
A BB B SNSRI 510« SRET FRSEAR , T8 e &80 B oA ) 5 SR R 1 A A g B R A7) B 1 ek
Tt o {2 B 14 45

ARG T 5 AR A ETE E 4005 DNA FE 5 T BT & (R LB, HERf 2 24 TP S VR
DNA 5%/ .

= G RAERH

1. 7EBEG-20£5°CE6 1 T higAE, AW 12 M H.
2. R BN TUKE K G, FFI G 8E-20£5°C it A
3. mitts . AFFH MR &

=, E R A5

H oy 2R TRS0123-100 (100T) | TRS0123-050S (50T) 1775
¥ UH DNA &S % (30ng/pL) 40uL 40uL -20+5C
2xqgPCR reaction buffer 800puLx2 300uL -20+5C
IC mix 150uLx2 150uL -20+5°C, #H
¥R primer&probe mix 400uL 200uL -20+5°C, #k
DNA 1.5mLx6 1.5mLx4 -20+5C

M. &R (BFEERRT)

ABI 7500/Q3/Q5 Real-Time PCR System
SLAN-96P/S/H 4xHZIEH PCR 73#T &4t

fi. MKRBEFEM

— XML AFE. 1.5ml LK R0 gPCR & H T Tl \IEHEE EL 96 FLAR . 1000uL 100uL .
10pL F& V28 F1JG B ARIR B A 8O3k . 9806 e & PCR A, BB O, IR 511X
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A MBI

(—) ZHmEREM & (FERLEXD

1. J5JR DNA EBZ75 i KRR bR 1 28 A ] 2

FHAF &5 P9 1Y) DNA RO S8 TR DNA E 5575 i (30ng/ul )i 176 FE A e , AR RE B0 2 A1 1l 300pg/l
30pg/uL~ 3pg/uL. 300fg/ul. 30fg/uL. 3fg/ u L, fKikAr4 vy STL. ST2. ST3. ST4. ST5. ST6. #AEUIT:
(1) FRFEA KGR DNA E RS %0 E TUK Lok 2~8°C TRk, e &b/ e /riRs), B, &

Tk B
(2) HL6 LRI N B O, 2rmldRid )y ST1. ST2. ST3. ST4. ST5. ST6.

(3) 7E STL N 990uLDNA Fi%i, FIA 10 uL DNA &S % 8, RIS G M ] P 2.0 3-5

Fb, EEEG O 3 XUUHIREESE S DNA Mkl 73RS .

(4) 1 ST2. ST3. ST4. ST5. ST6 &I 450uLDNA FiRei, KAHN IbrUE bt rfRE, A

R 1

X 1 ¥ DNA EBSX LR

WY PR WE
ST1 10 uL DNA & &5 % [i1+990uL DNA F Rk 300pg/uL
ST2 50 pL ST1+450uL DNA FRE 30pg/uL
ST3 50 ul ST2+450ul DNA ik 3pg/pL
ST4 50 pL ST3+450puL DNA # R 300fg/pL
ST5 50 pL ST4+450uL DNA FRE 30fg/uL
ST6 50 pL ST5+450ul DNA FRE 3fg/uL

Y. WU TR -20°C I T2 6 -
2. fkEER I ERC Kt %

R T EE 1 B T % ERC AR DNA IR B (LA %0 30pg #% VR DNA & [FIFF 4 ERC Jy ),
HARRAEUTT
(1) L 100pL FEMAE SO 1.5mL R B B850 H
(2) FIA 10uL ST3, B%1, Fric NFEA ERC.
¥ FEA ERC FHFRIHLARIARE A — R HEAT RTACEE, 4% BufFE A ERC Aifb i

3. B #E NCS K&

HY 100uL DNA FRBEBMA 1.5mL IR ES O, Anid AT 4% NCS.
VE: BIHEFHE NCS Fl[EIHERF IR AR — R 3E T AT AL, 6% S P4 NCS 4tk
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(=) gPCR REMEREE GEFHERRX)

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 + oA I NTC*1 +FFIIFE & +[E1iUT # ERC)x3+2
PE: HERERR M RE SRS I # R R 2R A ERC, DA RE A IR s B iR 2 T 25 2 FLIBk .
2. OPCRUARALHE. #ulifE T UK Labth, momib/miRs), %R 2WE, MAZIEA RN,
R 29PCR PR

Ha FAER
2xgPCR reaction buffer 15uL
JUE primer&probe mix 3pL
IC mix /DNA B 2uL
FEA DNA (G2 8227 f/ERC INCS INTC /AFIIFE &) 10pL

AR IC T ERIEFEA TR A A PCR NI, FIHRYE R ZAN . 4R IC mix, WP KN 2
EIVALNA

() ke (REALLERX)

1. fE/r%Etf PCR B PCR JSE 40l 10uL AELFHIFEA DNA. ERC. NCS. NTC. #fE
SERSH N, R 3N RS
2. WHIFEBUEE, RO,
3. HEBBRMIX, BAMPBIDE PCR MIALA, 1 AU .
R 3 FE R IR B 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 | SI(ERC) | SI(ERC) | SI1(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

ST6 | ST6 | ST6

NCS | NCS | NCS NTC NTC NTC

VE: %R ST1I~ST6 Koty 6 MNMREZIIETR DNA FRIHERZE, NCS N 1 AR, NTC N 1 AR, S1~S3
RARFMREAR RGN REA ) ERC. &AM I 3 N EE AL,
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&9 st ™

QD PCR?TIE% R X )

1.gPCRERFRE
BL ABI7500 A4
(1) BrEesese, wPEAbsolute Quantification”.
(2) WAL, EEArhE 280, TagMan reagents 1 Standard #:5X.
(3) EFIEIREIR T FF BN FAM, ¥ KEEFA None.
(4) #®FFIC Tk WEWEEFN VIC, EKEB] N None.
(5) SR AN ROX (k)
(6) 6 PCRAX L, %% 4 B FFERF, KMNARFIER 30uL, FFUHIELT,
# 4 gPCR S NFEFF
BB BE B 8] MEA L
WAz 95°C 10min 1
2 95°C 15s
&% 60°C 1min 40
e (OS2 % TR A P ML AT B B S N TR o
QIC =W R B 5 S A 7 g R 3, ATARIE S RIE e R R B E .
QEEFBIFAE = IRE T, BT PCRYMIMISES AN, PAR IC [ CT LMK, (B IEH 8.
() E&RHHr

LL ABI7500, #AFRRA 2.4 A

1.

SHTRE: BEEBIME(Threshold=0.2), 34k (baseline)’y 3~15 {EIABAXZRERINILLE, A FHY W AhLL 2 A
EH.

1 Plate THIACK AR 1L i 22 7L FAM @38 ¥ & “S™, HAE Quantity 73 71l 1 B # B 46 £ 24 : 3000000+ 300000
30000, 3000, 300. 30, Hfiy fg. HLAEARHE ATt FAFMAE AWK L BA )y fg/10pL, PR IR &
s )y polul, 2% fg/ul.

H: ABI RHI00E, WH Q-PCRIAREMMMA T IC mix, fEFREIFLI VIC BENBE N “U”

B bR 2 R2 518 30 A S bR

S F IR B NTC B 4% NCS FOARI, e FAM BB 25 R 122 KA H (Undermined) B0 K
Th/MRHERIZE (a1 ST6) ¥ CT fE+3.

4 Ct (S6) +3>Ct (NTC) , KWMARFAAEIGE:, FHHRLIEER L.

: RGPS EOR BN S T, BRI 5296 SR AL A AR A HEAT V€ -
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£ ERIT

1L ARG BRHMER], ASH T I RIS W, A A P 40 52 10 I 5 I 25 W6 422 B 5 W A5 AT # 4F +
2. HTE L2250 s RIS A% BN AT R AE

3. SEI = MAEGHHER X . BEAKCBEX . RMNRIECE . IR e X R . AR B EdiE
RETARRR. WE. % FEEFESTE, SXMMBNERH, MEUEM, #5553,

4. RIS S A G ARG, IR R IR, DR TG S s

5. SERE A B A SRS G TR & AR MAS, BRI 10% SRR BN ER 75% I FE AL B . SEER 45 TR
Ja RESLRIE R LAE G, IR It LAE & K& Fh s i F wh gt 17 1 2

6. AEfE A RO, A FRRLKE P fh AN BRI 5

7. ANFERTH INRE & 75 B A, DRAE IR RHERR

8. N T MERFEA LA SE R, AR N B AT M G o, 8 o e 3 B IRAN R I FEAS
(1AL FR AR AR T B R AMR M A 2 AR A, AR R X B . WK AT N AT T BT 7
& SRFY KRG T 5 FEARAE AL IR 7 A7 S A OOE IR TR (e B 2 sk
o 28 AR e AE I EID) A CBEIT IR E BRI .

N BITFEH

BRI T, NS T IR AR BN AR SR, B 2R i — D) e R, hsede & &, AAH
BEATT . AR U ERAE, Seie i R R, e R SR R
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