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— wEREA

GNM E.coil 5% DNA Kl i 75| &2 — 3k & Ay g Sl & Ff AR Wb il v (] s 24 B B i
E.coil 75 £ ZHAFkPH DNA it & &,

AR ERH T £ H qPCR HREHHAR, wEANFES + E.coil 15 E4UILE DNA. b, =R
B RE SRR, SRARAIIBR rT UL H] fg KF. IRFIEECES E.coil &S5 O E E Fbrik i,
R e AR G AL A AR VESEAR I 51 W PRETRIRSIAR , 83 &R P B AR AR 225 SRSk M I AR Sk
FIECHLIRE, B RYI R R .

AARFN G AT 5 A A T A7 A0 5% B DNA FF 5 5k B G (kIR O 2, e R s SRE & P E. coil
5% DNA.

A Y SR e

1. fEBDL-2045°CH M T, ARON 12 A .
2. WIRGAAINTUKEVK &, TS E6-20£5°Chili77 -
3. it s s A I LA

=. AR KA

Hor 4K HCD0101-100 (100T) e
E.coil DNA SE %% i (3ng/pL) 20uL -20+5C
2>EQPCR reaction buffer 800uLx2 -20+5C
I1C mix 150uL -20+5°C, B
E.coil primer&probe mix 400uL -20+5°C, #
DNA Hifei 1.5mL>4 -20+5C

. EHIE (BFEERRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4= ZhEEMH PCR 73 #4t

hi. MRBEFEM

—IKETLATFE. 1.5ml LECHR B0 . gPCR & JCH Tl \IBCHEE 51 96 FLAR. 1000uL. 100uL.
10uL A2 A4 AT BRI PR s D8 A Sk . 28 & PCRAX. E A E LML IRHER I,
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ANIR 2/ p 7S
(—) ZHEREREMHE EARLEX)

1. E.coil DNA &S i IR A il 22 1 1) &%

FHFIEE N 1) DNA #BF E.coil DNA EH525 fhGng/uL) A TREERGRE, BB KA 300pg/uL.
30pg/ul + 3pg/uL . 300fg/ulL 30fg/ul, fKikfr4 v STL. ST2. ST3. ST4. ST5. HAREEIEMT:
(1) BRFE N E.coil DNA &S % 5 E TUK Ll 2~8°C Fltt, froeafmib/a 7amiRs], B,
BTk E&H.
(2) HU5 TR B O, 4 albrid oy STL. ST2. ST3. ST4. ST5.
(3) BHRF BN E.coil DNA EEZSH bric N STO, BB, fEMFERSMX EIRY 10s IBAHI51E,
FHRIBEIS B 0 o
(4) f£ ST1. ST2. ST3. ST4. ST5 &EH 737NN 9OuLDNA Mk, %3 1 #ATHRERAE
& 1E.coil DNA EBS% HhFikE

R FREARTR WE
ST1 10 pL STO+90pL DNA FisPeit 300pg/uL
ST2 10 pL ST1+90uL DNA FiBeil 30pg/pL
ST3 10 pL ST2+90uL DNA FiBai 3pg/ul
ST4 10 uL ST3+90uL DNA H# R 300fg/uL
ST5 10 puL ST4+90uL DNA R 30fg/ul

Ve, TR i 4°CRE 17— K.
2. IREECB IR ERC I &

R 7 2B E P ZERC HE.coil DNA FRBIFEAREE (LA %1 30pgE.coil DNA & [ AERC ),
BARERAEQT
(1) B 100pL FAEE SN 1.5mL {RIRBR 50 b
(2) A 10uL ST3, JR%], Frid NFEA ERC.
E: FEA ERC MRHLRHNFE A — AT AT AL, il & P A4S ERC 40ALIT -

3. BT NCS HiHl &

B 100uL DNA FRnN 1.5mL (KW B B 0E R, pnid NER 5% NCS.
Y BIMERE NCS F RIS A MRE A — RS db A7 T AL TR, )4 B M B % NCS ALk
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GENOMES ——

(=) gPCR RPifAREE (AFMEEX)

1 ARAE TR E 5 A A R, TSR RN LR, — AR 3 N EE L.
RBALE= (B0 € B 22 %6 +I 1 TUAENCS* 1 + RO FENTC* 1 + AL i + B 5 ERC)>3+2
Vs HERERRANERIURE S A T #OE RN 2% RE A ERC,  LIME REA IR Bisit 2 HEm L5 2 fLifitkd.
2. OQPCRUARME: k& Tk LAk, 7o/, #E 2WE, MASEA RN,
# 2qPCR RpifE %

44y BILER
2>gPCR reaction buffer 15uL
E.coil primer&probe mix 3uL
IC mix /DNA FisBeii 2uL
FEA DNA (G225 % f/ERC INCS INTC /£5UFE i) 10uL

VE: AXTHE IC E BB EEEH PCR MNINH YT, "ARMEFREIN . WA IC mix, AR EGEA K 2
AR o

(=) ke (FEARLERX)

1. {E4r%EF PCR MK PCR MBI 10uL AbFEIFHIFEA DNA. ERC. NCS. NTC. HfFF
SERBEN, F 3 NFES NS .

2. MHEFEPARUEE, R

3. ERBREMX, BAMMKZOE PCR M, CFFEAIEBINT .
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 s1 S1 | S1(ERC) | S1(ERC) | S1(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

H: 2Rl ST1~ST5 Kokl 6 MK E.coil DNA FrvfEhZk, NCS O 1/MFIPESE, NTC Jy 1 AJCKEMRo I, S1~S3
FFREARFIRAN AR ERC. AN 3 M EESL.
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S >
(0> PCRYH CRrilIx)
1.gPCR BFixE
L ABI7500 A5 :
(1) FrEsess, iEFF<Absolute Quantification”.
(2) WINSEZIRAAHR, ERbRiE &85, TagMan reagents fl Standard 1= .
(3) iLHE E.coil I ICHEM N FAM, ¥ KFH:[H4 None.
(4) EHE1IC (WHE) MEFIHEHAA VIC, #KE[H]Y None.
(5) ZbwE N ROX (AL o
(6) L PCRAX L, #%3% 4 WEW TR, RNAABILESE 30uL, JTIHRIEIT.
% 4 gPCR MR
BB B i ] TEFRH
AR i 95°C 10min 1
4 95°C 15s
1F 60°C 1min 40

(OS50 5 AR T LA T 15 B SN R
DIC F=ZEUTI A F A R B AR D 3, TR 900 S A DLk R i E .
(#Eks E.coil 7ERGKE T, T PCRYMIMTESA, PIbx IC I CT SR, (B EH 1.

(R R

CL ABI7500, BRA{ERCA 2.4

1. AHrisE: WEBIE(Threshold=0.2), JEZk(baseline)y 3~15 fEHE X SR INTELE, BEY WEhLL R T
1EH .

2. 7E Plate THIHCK brite Hh 2 FL % B vS”, FF7E Quantity )5 B FBAERE Jy: 3000000, 300000. 30000
3000, 300, Ffiky fg. HRHEARAE LR T EAFNEE AR EERALN fg/10uL, AT ERTIR 2 3558 pg/ul,
5, fg/ul.

3. EEWMEMLZL R? 5P MR R B ObE. bR e N : R2>0.98, ¥ HIRCK Eff%: 90%~110%.

4. HALIA) CtIE M Z<0.5, AHARIK DNA Frifk il 2 [0 ) ACT {ENAE 3.1 & 3.6 (BN . NHfRAERTE, W]
DAFR I DNA FRifE S JR 4G CT AT £ a1k 6

5. XF IR IR NTC FIBIPEF ¥ NCS (ORI, H FAM i g RN %2R A (Undermined) B3 K
T/ MrdERZE (i ST5) 9 CT {H+3.

6. # Ct (S5) +3>Ct (NTC) , RWIKRRFEGY:, FEHLK.
Y SRS EOR BAUES %, BRI S22 WA S A8 F B3R AR A HEAT 5
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. EREH

L ARG HRHER, AR TR W, (8T TR0 D 150 A5 I 250 4% 12 I U B 5 14T #R A 5
2. A ST ERBEE G ST B AR

3. IR EMALANER X . FEALBEX . RSEICE X § I X R . TARRRE: iR
RETAEMR. 1B, B PESFRGTE, SXWRHANEH, MM, BRisi

4. SN HE N B AR, FRER MR, DL v G

5. SRR MIARA SN S Je TAR & KAy, BRI 109K SIRINEL 75%I RS A BE . SIEIR 45 TR
Ja NSLEEE TAE G, FFE W TAE G K& RS ] dh BEAT I 75

6. AN A RO, AN ERER P A RETR

7. JNFERTFHEROINRE S R B AN, PRAUE IR AR 1 5

8. N T GAEA P IEDSER, AIFEA NN BAT G, e e fiefih 3 B RN AR
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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