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—. BHEEAN

MDCK %% 88 DNA o a7 6 2 — 3K % g Al R AP il i i (a) s 2 Bl 2 i v MDCK 15
F A5 DNA T3 % A &

AR GRH T 2 H qPCR FORIREIHIAR, EEAGMIFE - MDCK 15 = 4H/15% B DNA. g, =R
R FERvERE, B IIIR AT LUA S fg K F. WA ERCER MDCK & &2 5 LR 2 B S bsifE i,
IR o AR & B G S EVESEAR I 51 P PRETFIRAR , S8 A1 Mk S o 00 425 SRSk M A A U A% ik

R AR, 8 i P P4

AT G 5 AN F 1E FAMIRE DNA F & AT 3R S (k) B/, #Erfe E7E &

MDCK %% B DNA.

= EEFRG AR

1. fEBEE-20£5°CHEM4F Mg, B80H 12 MH.
2. WK B/ TUKE K &Iy, FFI G BEE-20£5°C it A
3. Pt S B HEANME R

=, WIS KA

YA L2 H HCD0117-100 (100T) RFE
MDCK DNA E&Z% i (3ng/uL) 20uL 20+5C
2xqPCR reaction buffer 800puLx2 -20£57C
IC mix 150uL 20+£5C, #E
MDCK primer&probe mix 400uL 20£5°C, #
DNA #ifil 1.5mLx4 -20%5C

M. EANE (BFEENRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4xH#IE PCR 7341 &4t

fi. MIRBEFEM

—RMTELTFE 1.5ml THRR B0 . qPCR & TG el )\ BCHEE 8K 96 FLAR .« 1000puL+ 100uL.
10uL F& 28 A1 TC BRI Bt oy 885k Sk D86 & PCR A FEUE 0L IRIEIR A1
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1. MDCK DNA 5E&Z5 i IR BB 1 i 22 10 1 2
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FHFA & N ¥ DNA # B MDCK DNA JE 8275 (i (3ng/uL)HE 47156 FE R BE , BRIk FE A IR 300pg/uL
30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL. 3fg/uL, #KIKAT4 N ST1. ST2. ST3. ST4. STS. ST6. #AEUIT:
(1) BRFIEN T MDCK DNA & &5 % 0 BT Uk Bl 2~8°C Nalfk, FrsemfbEsamiisl, BRe.,

BTK L&

(2) B 6 ST FHMRM M B 0%, 2 3lFric N ST1. ST2. ST3. ST4. ST5. ST6.
(3) KA N MDCK DNA SE &S % MAric N STO, BERE G, fERIRIE S FIRY 10s IR S AE,

PRI Bl o

(4) f£ST1. ST2. ST3. ST4. STS5. ST6 ‘EH 4 HIMAN 9OULDNA WB, 1% 1 ST MR HRAF

# 1 MDCK DNA EE&% Bk
WY MR 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 FiFeii 3pg/uL
ST4 10 pL ST3+90uL DNA FiFeii 300fg/pL
ST5 10 pL ST4+90uL DNA Fi B 30fg/uL
ST6 10 pL ST5+90uL DNA Fi B 3fg/ul

: BCHIRIARE IR 4°CRE AT — R

2. IIREEIR#E ERC FIH) &

M9 75 B 5 B RISUF 4% ERC H MDCK DNA FINFER B (LA 2500 30pg MDCK DNA & [JF£ 4 ERC A

#l), BARBRAEWT

(1) EX 100pL FEAE S I 1.5mL PR B 250
(2) TN 10pL ST3, JB%1, Fric NFEA ERC.
¥ BEAS ERC HIRISAS MIRE A — RO AT B AR TR, 46 SR A ERC A6 -

3. BHPERIE NCS K&

HY 100uL DNA FREOIN 1.5mL AP B 25008, brid MR #2 NCS.

: PIVEBTE NCS MFEHEAFIREA — AT AT AL RE, )26 IR 4% NCS Zi4E W -
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(=) qPCR RNAREE (AFHERX)

1.

AR T ZE A 0 7€ B2 2% i LA RE OB, ST R RN AL, — B 3 AN EE AL
S NLAL K= (B L€ B 25l * 6 +BAVE % NCS* 1 +JCRBOM I NTC* 1 +ArIIFE S +[E[ S5 % ERC)x3+2
T HEEAE A RHIAE SRS DI R [F) N (B0ZAE A BRC, DA iZFEA [ [mI s BBIRE IR E R 2 2 ALk E.

2. qPCRUARMEE: #iME UK LR, i /ERS, %L 20E, MAZEAN RN,
& 2 qPCR RPIER
Hay B AR
2xqPCR reaction buffer 15uL
MDCK primer&probe mix 3uL
IC mix /DNA Hi Bk 2ul
FEA DNA (GE 2% fi/ERC /NCS /NTC /A5 JIIFE i) 10pL
e X IC EEMEEAEA TR S PCR SHANEIY, AIARIET ZIA . WA IC mix, W] FRRE R B0 40K 4h 2
BB

(=) ke (BEARAFEX)

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

2. MEGFEHREL, FEES O
3. FEREERGIMIX, TEAMMEIZIE PCR A, 105 AR BT .
L3 MRV E R
1 2 3 (45 6 7 8 9 10 1 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 | ST5
F | ST6 | ST6 | ST6
G NCS | NCS | NCS NTC NTC NTC
H
PE: %Rl STI~ST6 Frkalllf 6 AKIEHI MDCK DNA iEfIZk, NCS A | ANBIHER . NTC A 1 A TEBUOR i,

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

1.qPCR BfF i E

L ABI7500 945«

(1) BrEEsess, %F“Absolute Quantification”.

(2) HNSZIRAFR, EFEARE EEN, TagMan reagents il Standard #3.

(3) &+ MDCK i 5 2Ot BN FAM, K %44 None.

(4) EFEIC (W) M RIGEEHRY VIC, #KEHETA None.

(5) ZHFIEHROX (A[ik) .

(6) G PCRAX L, #%3% 4 WEM NP, SARILESE 30uL, JHIRIEAT.
#* 4 qPCR R NAEF

BBt BE it 8] TERE
Pz 95°C 10min 1

, 95°C 15s

ﬁﬂ; 60°C 1min 40

e (O 9256 5 AR T LA EAT BB RN RET
DIC EZ W R4 RSB FRVEEGR Z, ATARYE 250 5 1 e P 75 W
(@®#br MDCK TERIKIE T, BT PCR ¥ MINSES 3N, AR IC [ CT MK, (B EH .

(I GRaH

PA ABI7500, HAFhCAS 2.4 91

1. IyMridsE: %8 BI{E(Threshold=0.2), #:4E(baseline) Ny 3~15 fEFF B SSERINELL, BHEY WAL ET
1EH

2. f£ Plate MiHCK FRERZEFLIX B A“S”, FF4E Quantity 43 5% BFBERE : 3000000, 300000, 30000-
3000, 300 30, FACN fgo RIEARE RIS IT HEAFNME AWK EE AL fg/10pL, A FERIHR 15 5 0h
pg/uL, B fg/ul.

3. AHEMEMZ R? 53 R DR B B h 28] E bR ey : R2>0.98, IR Eff%: 90%~110%.

4. AL Ct{EHRZE<0.5, AHALM DNA ARk S 2 [ ACT {ERTE 3.1 & 3.6 MG N . AmifritEtE, wf
LURRYE DNA ARtk it )56 CT E AT HiE g g

5. X IOAACH IR NTC FIBAPE B #E NCS I, JL FAM J8IE 25 5 M iZ 2 KA H (Undermined) 8(# K
Ti/MriEf 2 (41 ST6) 1) CT fE+3.

6. # Ct (S6) +3>Ct (NTC) , RMKARIFIEIT Y, TFEILK.

B SRS E ERS, BORT Rl SL U R AR B B IR A AT B
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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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