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GNM MRC-5 5% B DNA A 752 — i E Ju g A I 48 At A ] it B TR B0 s 78t B Bt

MRC-5 15 E4Huv% B DNA 1%t % Bk &

ARFIGR T2 HE qPCR ZOLHREEOR, ERAGMFEF T MRC-5 15 L4 DNA. filltiE, R
B R, SRARAIIBR AT LA R fg /K. BUIEECER MRC-5 & B 275 i O 2 E bR e b,
LA ST ARG 25 A AR A SRS ik

MR . A S B S G INEVESEAR I SI ). PREE AR ,
SR, G RS

ARG AT 5 AL A I 40 5R B DNA FE G i A B R S (REERIZ)BC B, R E S -PMRC-

5 7% B DNA.

N Y L&

1. TEBEG-20485°C A R A7, AREH 12 MH.

2. WK G/A T VKUK & f, TS B6-20+£5°ChliA7 -

3. it S AP H AR

= AFIERAE A5

HorBFK HCD0109-100 (100T) il
MRC-5 DNA E&®Z%f (3ng/pL) 20pL 20+5°C
2xqPCR reaction buffer 800uLx2 -20+5C
IC mix 150uL -20+5C, B
MRC-5 primer&probe mix 400uL -20+5°C, @
DNA #iBEif 1.5mLx4 20+5C

. EHIE (BFEEART)

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

hiy MRBEFEM

—UMELATFE. 1.5ml TR EOE . qPCR & H TR JCHE ) \IHEE B 96 FLAR. 1000pL. 100pL.

10l A ATC T IR T 8 ek . e & PCR X,
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(—) ZHEREREMHE EARLEX)

1. MRC-5 DNA &S 5 iR R fn 78 fh 28 7 i) &

FHR 7 & M IFIDNA FR VR MRC-5 DNA S 275 5l Gng/uL) A TR LGRS, FRREBEIE KU 300pg/ul
30pg/ul ~ 3pg/uL . 300fg/ulL 30fg/ul, Kk 4 9 STl ST2. ST3. ST4. ST5. HAKEEIEMT:
(1) HIRFE A MRC-5 DNA E®ZSH 5 E TUK 8k 2~8°C N alth, FEocaiib )5 7e/miRs], i B,
BTk E&H.
(2) HUS5 TR B0, 3 lbsidy STL. ST2. ST3. ST4. STS.
(3) HRFE N MRC-5 DNA EBS % MhFric )y STO, BB, ERERSIMX EIRY 10s IBAHAE,
FHRIBEIS B 0 o
(4) fE£ ST1. ST2. ST3. ST4. ST5 EH7rmlMA 9OULDNA Wik, 1%3% 1 TR ERAE
# 1 MRC-5DNA BES% TR

R R WE
ST1 10 uL STO+90uL DNA FifR 300pg/uL
ST2 10 uL ST1+90puL DNA FH 30pg/pL
ST3 10 uL ST2+90uL DNA FHR 3pg/uL
ST4 10 uL ST3+90uL DNA FHER 300fg/pL
ST5 10 pL ST4+90uL DNA Fi i 30fg/uL

Ve ECHI AR SR 4°CIRZ T 1 — K.
2. InEEEICUR#E ERC HIH] %

A 7 21 B BB #% ERC o MRC-5 DNA (R IIFEACEE (LA £ i1 30pg MRC-5 DNA E¥FEA ERC K
), BARERAEMTR:
(1) B 100uL AFIAE SN 1.5mL IR B 25008
(2) HIMA 10uL ST3, B2, ARid NFEA ERC.
E: FEA ERC MFEHEAFIFEA R HEATRIALEE, ) % BFE A ERC 20407

3. FAMEF#E NCS HIf| &

B 100pL DNA FREnN 1.5mL (KW F B0 E R, pnic NER P NCS.
Y BT NCS F RIS A MRE A — RS A7 T AL TR, )4 BB M B 42 NC'S AL .
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(=) qPCR RMAAREE GEFMESRX)

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

415y I
2xqPCR reaction buffer 15pL
MRC-5 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

G NCS | NCS | NCS NTC NTC NTC
H

Y ZoRPlT STI~STS Ftailify 5 MRER MRC-5 DNA FrfElizk, NCS 5 1 MHIMEREE, NTC N 1 NIRRT,
S1~83 ANRFMBEA A EFMNMEAR ERC. BN 3 NEE AL,
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SIS
(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) 1EFE MRC-5 R H 8 FAM, ¥ KFE 4 None.
(4) & 1C (A1) G RIEEB A VIC, ¥ KIEH]H None.
(5) ZWPJe N ROX (AL
(6) 76 PCRAX L, %3k 4 WEW T, RMAARGEE 30uL, HiGistr.
% 4 gPCR MNFEfF
7¢=1d BE gkl TEHE
WAt 95°C 10min 1
4 95°C 155
{Eﬂ: 60°C Imin 40

(OS50 5 AR T LA T 15 B SN R
DIC F=ZEUTI A A R B AR D 3, TR 900 S A DLk R i E .
(®#Eks MRC-5 TERIKIE T, HF PCR ¥ MMSES, Pbs IC () CT SR, (WS IEH (K.

(R R

CL ABI7500, 3AERRAS 2.4 R

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

2. f£ Plate B FRUEIZEALIX B NS, FFTE Quantity 7> B B BB EEA: 3000000 300000 30000
3000, 300, SN fg. ARIEARAERIZETHEAFMREAVR BESRALA fo/10uL, PIZEATIIAR & Fh 508 pg/ul,
5, fg/ul.

3. TEWMEMLZL R 5P AR E R OrrE. frikiZA e : R2>0.98, ¥ HR0% Ef%: 90%~110%.

4. ZALIE Ct{HImZE<0.5, AHABMH DNA brififh 2 B[ ACT {ERNAE 3.1 & 3.6 VG N . AfftRHERTE, AT
DAFRHE DNA Frife SR AE CT AT a1k 6

5. XTI R NTC MM % NCS (S, H FAM @iELE RN iZ 2 A& H (Undermined) 3(# K
T/ MMrdEfZE (i STS) /9 CT {H+3.

6. #r Ct (S5) +3>Ct (NTC) , RIIKRRAEITYL, 75EHEBTELK.
F: SRS EEBNES S, BARTE KIS0 S WA A A B RR 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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