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OGNV LI I B B DNA A7 G A — R e e G A8 A A i) ot R TR By~ BSGt B pf ity v D08
WERE T EANAAR T DNA Mg % FR A&

AARFIGRH T ZHE qPCR ZOLHRETEOR, & EALIARE i DUR IR LA DNA. Rl sk
REER . R rhom, BACKENIR AT USR] fg K. W &R EA DO REE 8275 O IR 2 [ SR itk
dh, ERARL . ARG &R SH INEEEARI S V). PREDNVERR, S SN B RS I 25 SRR S AR A S HL
FoatGrlchldie, et R PES R .

AARF & 5 AN T K75 EAM0GR EH DNA FE S AT AR S (REERE B, R & A i h G
T RE5% B DNA.

N Y L&

1. TEBEG-20485°C A R igAfE, AREH 12 MH.
2. WK E/ARINT-UKEIK Sis i, PGB G-20£5°Chiti 17
3. FEaitS . AT H ANV RS S

=. AR KA

Y2 HR HCDO0111-100 (100T) A
YX@@(?&%&%%%% 200L 20+5C
2xqPCR reaction buffer 800uLx2 -20+5C
IC mix 150pL -20£5°C,
I EER}F primer&probe mix 400uL -20+5°C,
DNA FiBl 1.5SmLx4 20+5C

. EHIE (BFEERRT)

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

hi. MRBEFEM

—IKETLATFE. 1.5ml TEACRHEOE . qPCR & T Tl \IBCHEE 51 96 FLAR. 1000uL. 100uL.
10uL A2 A4 ANTE BRI B s D8 A Sk . 286 & PCRAX. EAEOHL. IRHER I,
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ANIR 2/ p 7S
(—) ZHEREREMHE EARLEX)

1. JUBEERE DNA e BS2%5 5 RIRRE AR AE ih 28 i ) 2%

A& A DNA RBE o DU EERE DNA € 82 % i (3ng/pL) AT HE FERVRE, PR BE IR IR
300pg/uL. 30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL. 3fg/ uL, KIKAT4 A ST1. ST2. ST3. ST4. ST5. ST6.

BAFIR

(1) KRAIE N RIDGRRERE DNA €82 5 E T UK BB 2~8°C TR, fFoeamib/E 8 iriRs), B e,

BTk ER .
(2) HL 6 ST MR B 504, 43 mlbricy ST1. ST2. ST3. ST4. STS. ST6.

(3) RGN KIDUEEE DNA EEZ% MAricN STO, BERELL, kiR LR 10s REHS

)ﬁ ) EW\H}%H{T%—‘E} °

(4) 7E ST1. ST2. ST3. ST4. ST5. ST6 &+ 7N 9OuLDNA PR, %% 1 BHATHRERIE

£ 1 JUBEYE DNA EES % SR

R R WE
ST1 10 uL STO+90uL DNA FHR 300pg/uL
ST2 10 uL ST1+90uL DNA FHBR 30pg/uL
ST3 10 puL ST2+90uL DNA FisBei 3pg/uL
ST4 10 uL ST3+90uL DNA FHBR 300fg/pL
ST5 10 uL ST4+90uL DNA FifR i 30fg/uL
ST6 10 uL ST5+90uL DNA FHR 3fg/ul

e FCH AR RIE I 4°CIRE AT AFfE — R

2. foEEICRE ERC HIf]&

TSR E BIRi$E ERC HPGEEERE DNA ISR EE(CATI &N 30pg DUDEZEE DNA SIFEAR

ERC Af), HAREEIEMWT:
(1) B 100uL FFIAE SO 1.5mL R B &5 00
(2) FIIA 10pL ST3, JR%1, #rid AFEA ERC.

3. FAMEFR#E NCS HIH &

HU 100uL DNA FRIIN 1.5mL IR &0, i NI % NCS.

H: FEA ERC. BITEG T NCS FRL AR A — AT AT AL R, 1% BURE AT ERC M2 NCS 40
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(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

Hoy BAAR
2xqPCR reaction buffer 15pL
PUBTEERE primer&probe mix 3uL
IC mix /DNA FBl 2uL
FEZS DNA (EBS % H/ERC /NCS /NTC /45 IEE ) 10uL

e W IC B FEACP R 5 PCR RNAMHIY, ARG ZIMA . AR IC mix, A FIHR S A Kb 2
HARIARFA o

(=) ke (FEARLERX)

1. fE4r%E0F PCR MR PCR M HIIIN 10uL AFELFIFEA DNA. ERC. NCS. NTC. Ff/E
EESH N, K3 NFEM N RG]

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 | STS

F | ST6 | ST6 | ST6

G NCS | NCS | NCS NTC NTC NTC

H

W ot ST1~ST6 TRkl 6 MNKERDGIE R DNA ARz, NCS v 1 MAMEFE, NTC A 1 AMTEHEHTR,
S1~83 ANRFMBEA A EFMNMEAR ERC. BN 3 NEE AL,
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1.
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SUSHIEA
(M) PCRy ¥ (RWIX)
qPCR BF R E
ABI7500 913
BrEEsLLS, P “Absolute Quantification” .
FINSZIG PR, bR #H 2 24530, TaqMan reagents fl Standard 155X,
RPN I BT 5L BN FAM, V% K F14 None.
W IC (Alig) R REIF N VIC, #KFEFN None.
N ROX (T .
9 PCRAX L, %3 4 WEW NIRRT, RMAARES 30uL, FFHiE1T.
# 4 qPCR M MFEFF
MrB BE ENpE] MBS
Wi 95°C 10min 1
, 95°C 15s
{Eﬂ: 60°C 1min 40
D% 556 5 AT AR T LA IEA T 1 B S SR

H:

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

HEFF DU B EIE R E R, BT PCR ¥ INSE SR8, bR IC 1 CT &1k, (B EH .

(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. f£ Plate B FRUEIZEALIX B NS, FFTE Quantity 7> B B BB EEA: 3000000 300000 30000
3000, 300 30, HEAH fgo ARIEFRAEMZETHEARNFEAIREE AN fg/10pl, AT PEATIHR & iy
pg/uL, BY fg/uL.
3. EEWAEMZ R ST 8RR G EE. i ebrtEy: R>0.98, F I8 Eff%: 90%~110%.
4. ZALIE Ct{HImZE<0.5, AHABMH DNA brififh 2 B[ ACT {ERNAE 3.1 & 3.6 VG N . AfftRHERTE, AT
DURRHE DNA Frife it 146 CT (BT 504 1 €
5. P ICRESCN FE NTC FIBIPE I # NCS (R, H FAM i g RN %2R A (Undermined) B3 K
T/ MrdEfZE (i ST6) ) CT {H+3.
6. #i Ct (S6) +3>Ct (NTC) , KHMKRIFEIGY, FaEH L.
E: RNV SHOLBENS %, BTS20 S R A0 P R B RRAS HEAT B
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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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