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—. BE R

VBRI BEIR B DNA KRB0 — 3K 1 Sy Sk DU 45 A 2 ) ot 0 o 0 24 it B i v M 7 e 5
16 F 40 M % B DNA T8 iE i & R &

ARG T 2 H qPCR FIREHEAR, @ EAIIAE 5 b BR 7R REE - 401 7% B DNA. Al P
RPPE S Re o), SACKIBR T LA fg K. RXFIERCER /R BEE &5 % i O IR 2 1 Kbk
dt, HERRE e AR B S AR VERERR 51 P R RIS , S I AR B AR I 5 SRR s A A B
FARFIEC AR, B R s

AR £ T 5 A A F ) TE L AUASE B DNA B 5 A BT S (BRI R ) BC B, AR e SR i P R R
B#RESR B DNA.

= EEFG AR

1. {EBESE-20£5°C o6 M, ARUH 12 MH.
2. WK B/ARINTUKE K Iy, FFI G BEE-20£5°C it A7 o
3. et . A H LML S

=, WRIEHE KA

YA L2 H HCD0110-100 (100T) RFE
2xqPCR reaction buffer 800puLx2 -20£57C
IC mix 150pL -20+5°C, #E
e FRE2EE primer&probe mix 400uL 20+5°C, &
DNA #ifilR 1.5mLx4 20%5C

M. EANE (BFEESRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4=H#IE PCR 73HT &4t

fi. MRBEFEM

—RMTELTFE 1.5ml TCRRR B0 . qPCR & TG el )\ BCHEE 8K 96 FLAR . 1000uL+ 100pL.
10uL F& 28 A0 TG BRI Bt oy 85k Sk D86 & PCR AN FEUE 0L IRIEIR A1
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7N~ RETT
(—) Z2HRBEREME FERLERXD

1. HREERE DNA EBS5 5 KRR bR v i £ ) 2

RGN DNA FBHURK FE 7R DNA 58 553 5 (30ng/uL) AT #R BERRRE, BRREBR BEAK I
3ng/uL. 300pg/uL 30pg/uL. 3pg/uL~ 300fg/uL. 30fg/uL, #KIK#F4 N STO. ST1. ST2. ST3. ST4. ST5.
BRI
(1) K7 &N e REER) DNA €855 58 TUK Lol 2~8°C Rk, 558 ARk 5 78 IR A1, RS B0,

BTk &R
(2) H6 SZHFHIMRIR P 0%, 3 lFRicy STO. ST1. ST2. ST3. ST4. ST5.

(3) £ STO &t FH DNA MUK DNA E &S WMk 42 3ng/ul, IR IR S G RN APus .0 3-5 70, &

23 IRLMAIR E 5% W5 DNA MBI .

(4) f£STL1. ST2. ST3. ST4. ST5 EH4rHlMAN 9OuLDNA FREl, %3 1 #ATRBERAE .
X 1 KB DNA EESE BB

iZia R WE
ST1 10 pL STO+90uL DNA FiFeii 300pg/uL
ST2 10 pL ST1+90uL DNA Fi B 30pg/uL
ST3 10 pL ST2+90uL DNA Fi B 3pg/uL
ST4 10 pL ST3+90uL DNA FiFeii 300fg/pL
ST5 10 pL ST4+90uL DNA FiFeii 30fg/uL

W EHI bR SRIATR 4°CIRE A — K.
2. IEEEISUR S ERC K%

MRS T B E B E ERC AP EEARIERE DNA BUBNFRIR FEE(LARI 4N 30pg HE7RHEEE DNA S IFEA
ERC Hfil), BARERAEMT:
(1) B 100pL A5 IUEE SN 1.5mL {5 B B O .
(2) PN 10pL ST3, JB%1, Fric NFEA ERC.

3. BAMEF#E NCS B &

HY 100pL DNA #BERIIN 1.5mL AP FE.0 8, Anid A BH M3 NCS.
¥E: FEA ERC. BYEFHS NCS FRHEARIRE A — AT BT AL T, 4 B4 ERC AP R 3 NCS 20167 -
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(=) qPCR RNAREE (AFHERX)

1.

2.

AR T 0 B2 i S AR S O, VBT R S OSALEL R 3 AR L.
I NALE= (B e B2

qPCR A RFCE : HilAIE Tk baif, maomtb/EIRA), %R 2EE, MAZEN N,
& 2qPCR KRR

O GENOME m—

6 RV % NCS* 1+ TR I NTC* 1+ LSy +[EUsUR 3% ERC)x3+2
VB TR R SRS I B R R % FEA ERC, DA E ZREAI IR, B RETE LI 2 ALk,

Hay B AR
2xqPCR reaction buffer 15uL
EeJRI¥BE primer&probe mix 3pL
IC mix /DNA Fifi 2ul
FEA DNA (GE 2% fi/ERC /NCS /NTC /A5 JIIFE i) 10pL

H: AR IC EERIFFHEAT R G PCR RNINEI, FIRYETZIA . AR IC mix, A FHAMFRECHE K 2
FHRLAAFR o

(=) ke (BEARAFEX)

FE5r 350 PCR SN PCR R tH SN 10pL ALFREFHFEA DNA. ERC. NCS. NTC. H6fF
EEBH M, 3 NRE SR

2. WHEFEBUR, RE L.
3. HEREFBRMIX, BAMBZOE PCR AN, CRAEAIETBUNT .
R 3 FE NI B E A
1 2 3 4 | 5 6 7 8 9 10 11 12
A | ST1 | ST1 | STI
B | ST2 | ST2 | ST2 S1 S1 S1 SI(ERC) | SI(ERC) | SI(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 | STS
F
G NCS | NCS | NCS NTC NTC NTC
H
: ZRBIT STI~STS Rl 5 MRS RIERE DNA briEizk, NCS A 1 ABIMERE, NTC A 1 AR,

S1~S3 ARFNFEAFEFAFEARK ERC. BRI 3 AN EE L.
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(F0) PCREH CRWIX)

1.qPCR BfF i E

L ABI7500 Jyf4i:

(1)
)
€)
(4)
©)
(6)

i

FEESEEG, kP Absolute Quantification”.

FINSEIR AR, EFEbR e 8, TagMan reagents Al Standard #5.

PR IRE RIS 2O Ay FAM, K [14 None.

HHFEIC (AliR) R FOLHEMIN VIC, ¥EKFEH]N None.

Z PO ROX (AL

706 PCR AL, %&£ 4 WEM TR, RNAKIESE 30uL, JTIRIETT.
#* 4 gPCR RMFEF

e RE i ] TR E

Pz 95°C 10min 1
) 95°C 15s
ﬁﬂ; 60°C 1min 40
(D % 925 5 AR T LB EAT Ve B SRR «
@IC = W RR A 15 280 B RIS B Wi R 2, AR Se b s s ik PR R 5 E .
QFFEEABEBEFIKEE R, T PCR ¥ M54 208, PIkR IC 1 CT M2k, RES I 1H.

(3 ZRDH

PL ABI7500, #AFRA 2.4 A

1.

5.

vE:

SINTE: BEE BI{E(Threshold=0.2), %k (baseline)y 3~15 {EIAEAX A ERINILLE, AEY WML 2 E
1EH

1E Plate THIRRCK AR vE 2R 7L B A“S”, JEAE Quantity 4518 B FRBEHEAE : 3000000~ 300000~ 30000+
3000, 300, $AA fgo HRHEARME M 2 T SRR MIRE AR FE BN fg/10pL, AT FAERS IR 5t 5509 pg/ulL,
5% fg/uL.

HAEIER Z R? 5 1R 2 BT S haiE.

o T JOAEAROG B NTC FIBA M 4% NCS AR, e FAM il 25 R M iZ & KA (Undermined) B0 K
T/ MrdER 2k Can STS) 1) CT 1.

4 Ct (ST5) +3>Ct (NTC) , KWMARIEAETG Yy, T8I g s o se .

SRS SERE NS, BT RS =R A AR AT BOE .«
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+. EERFEIH

L ARFGRERIE R, A T IR PRI W, 8P 5 V4 B 132300 B 5 JF 0 2007 A% 2 J 5 W PR adE AT 451
2. BB LA I GRS N ST A

3. SIS N ABUIER DX FEAKEILIX . RNRECE X § IR A X R . AR iR
R TARMR 18 4. PEFFRGTE, ST, AMEUEH, BRi5T;

4. SRy A I IR G A, IR R IR R, PLR OIS G

5. SRR A AR A SR FTG S TAE & RAB WS, NN 10% K SUIRINER 75% MR A B . SEIG 45
Ja BSZEIEVE TAE G, 5 0 TAE G L2 & Ah St/ i BEAT 1 75

6. ANEAE A ROWRI G, A FEREKE P A REIR T 5

7. JNFEFTF RIINRE &5 75 2 I, DRAE IR A e L

8. N T BERFEATALFELE R A ER, KA B AT R AP0, 8 S e fih 3 S RN BEE: AEA
A 2R A LA T B R RS AMR R A 2 AR A, RIS XL BE . R AT AR TH 2551 &
e HEIRFY) KW G5 E 55 FEARAEAAL B R S AR ESR . AR (e E R 258
Sy A @ EID) A BRIT IR E B .

N BT

B S BEE FER], AEH TR SR BN ARSI B — VR R, SR A&, AAH
BEAT DT, ARG R AR, SEIRE S S U R, R IR i se A kA .
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