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MDCK T EAMASRE DNA FBHTAi & CUE gPCR-ZEEHRENE) &L T TH T2 B &4
H SR A S R B R T MDCK 75 4R B DNA F BoR/AN A5 1 — & R

KAFIEIEH 72 H qPCR ZOGIREHHOR, Wit 1 DUMANE 143 J+ Bt (85bp. 140bp. 205bp- 505bp ),
PR & BAI I E AT MDCK 7R DNA F BUFR/N A . FEA R RIS . RS R R
PESREORE AL, BRI IIRBEREIL R fg 0. ZXAEPTELER MDCK & 822 i Ol ik 2 [ 5K brik i,
HA R RIHERRRE . AR S & AN PESERR I 514 BREF DLR AR, 8t AR SE ARG 25 SR A 6 X RE A

SR HR Lt e e A AT

W, B 1k BB 4

ARG RE S5A A T K18 R ANMGREE DNA Ff 5T BRI & (HEERYE) BCEAE A, MO SEEBUHEE i
i MDCK %% DNA KR EE.

= G RAERH

1. 7EBEG-20£5°CE6 4 T hgfE, AW 12 M H.

2. RGN TUKSK G, TR DE-20£5°Ch A7 -

3. Akt A AN G

=, E R A5

Hor 2K TRS0601-100 (100T) | TRS0601-020S (20T) RAF
MDCK DNA E&Z# i (3ng/pL) 40uL 40uL -20£5C
2xgPCR reaction buffer 300uLx8 800uLx2 -20£5C
IC mix 150pL 150pL -20+5°C, #Eh
MDCK-85bp primer&probe mix 400uL 200uL -20+5°C,
MDCK-140bp primer&probe mix 400pL 200pL -20+5°C, #G
MDCK-205bp primer&probe mix 400puL 200puL -20£5°C, ik
MDCK-505bp primer&probe mix 400uL 200uL -20+5°C,
DNA 1.5mLx4 1.5mLx2 -20+5C

M. &R (BFEERRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4xHZEEH PCR 73T &%

fi. MKRBEFEM

—WHETAFE. 1.5ml TR KR 208 . gPCR £ HE B CHE )/ \ BeHEE 5 96 FLAR « 1000pL 100pL
10pL %iﬁ%&%n%ﬁﬁ%ﬂ&ﬁﬁ%ﬁﬁm%\ POtEE PCR AL, HEXE LN IRl 51

ZHAREEARETRAF ‘
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(—) ZHmEREM & (FERLEXD

1. MDCK DNA EEZ3% i FIR R AR 2% 1 %

FBATRAFIET S/ NAREKERY 85 B, s fin, T3 AR Bk E v,
FEARYEXS B2 38 Fr B A B SR TR R BRI AR &

A7 85 P9 ) DNA FEFECE MDCK DNA 52 5225 (i (3ng/ul)E AT 86 FE AR B, AR B FE 4K Yl 300pg/ul
30pg/uL. 3pg/uL. 300fg/ul. 30fg/ul. 3fg/uL, #KIKAr4 N ST1. ST2. ST3. ST4. ST5. ST6. HAEUIF:
(1) &N MDCK DNA & B2 i B Tk Lok 2~8°C Nk, Froe ik /e 7e /i s], W e,

BTUKESH.

(2) HU6 ST B 0, 4rilbridy STL. ST2. ST3. ST4. ST5. ST6.
(3) KIRFE N MDCK DNA E=Z3 % fhbric h STO, Wl B0y, TEIRIER M IR 10s IR &2,

FER IR B 0
(4) f£ST1. ST2. ST3. ST4. ST5. ST6 B4l 180uLDNA Wik, %% 1 TR

# 1 MDCK DNA EES % 1R
WRE R WRE
ST1 20 uL STO+180uL DNA FisBeii 300pg/uL
ST2 20 puL ST1+180uL DNA Hikeii 30pg/uL
ST3 20 puL ST2+180uL DNA ikl 3pg/uL
ST4 20 pL ST3+180uL DNA Hikeii 300fg/uL
ST5 20 pL ST4+180uL DNA Hikei 30fg/uL
ST6 20 pL ST5+180uL DNA Bk 3fg/uL

W B PR RIATR 4°CERZ A FfiE— K.
2. BRI NCS B &

HY 100pL DNA #BERINN 1.5mL KA B0 &, bric ABA T $% NCS.
YE: B NCS FIRHEAS IR A —EAT TR, )4 B M i 32 NCS 4tk i .
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(=) gPCR REMEREE GEFHERRX)

1 ARAE AT EAG I 2 RS2 b R S R, THE T R IR AL, — AR 3 AN E R AL,
SNFLE= (BB 5 5% %6 + A PR % NCS*L + I BRI NTC*1 +A5IIRE ) x3+2
2. OPCRUERACE: #ulfETIK LAk, omib/miRs), % NREE, MABEARNALF.
% 2 qPCR MDCK -85 R bifk &

Aoy LR RN
2xgPCR reaction buffer 15uL
MDCK-85 primer&probe mix 3uL
IC mix /DNA #%:) 2uL
FEA DNA (B &S 5 INCS INTC /FFIIFE i) 10pL

# 3 9gPCR MDCK -140 Jx M AR R

Tl BT
2xgPCR reaction buffer 15uL
MDCK-140 primer&probe mix 3uL
IC mix /DNA FiRE i 2ul
FEAR DNA (ERS % 5 INCS INTC /45 JUEE i) 10pL

& 4 gPCR MDCK -205 JX Rtk &

Hay iR
2xqgPCR reaction buffer 15uL
MDCK-205 primer&probe mix 3uL
IC mix /DNA Fifif 2uL
FEA DNA (B &S 5 INCS INTC /FFIIFE i) 10pL

% 5gPCR MDCK -505 J% Mk &

Aoy LR RN
2xgPCR reaction buffer 15uL
MDCK-505 primer&probe mix 3uL
IC mix /DNA #%:) 2uL
FEA DNA (B &S 5 INCS INTC /FFIIFE i) 10pL

E: WO IC BRI AR BS54 PCR RNAMEIY), AIARIE RS ZEIAN . WRAN 1C mix, A FAR R G 207Kk A2
AR AEFA .
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(=) ke (BEARAERX)

1. {E5r%&0F PCR M PCR M4 AN 10uL ALHLFHIFEA DNAL NCS. NTC. BhEERES
H i, 3R 6 NS RBUR B .
2. WHIFEBUEE, EEO.
3. ERIRMX, FMAMBIRA PCR AMACA, dF AR BURT .
6 B R NRR ¥ E R

MIX-85 MIX-140

A | ST1 | ST1 | ST1 S1 S1 S1 ST1 | ST1 | ST1 S1 S1 S1

B | ST2 | ST2 | ST2 S2 S2 S2 ST2 | ST2 | ST2 S2 S2 S2

C | ST3 | ST3 | ST3 S3 S3 S3 ST3 | ST3 | ST3 S3 S3 S3

D | ST4 | ST4 | ST4 S4 S4 S4 ST4 | ST4 | ST4 S4 S4 S4

E ST5 STS STS ST5 ST5 STS
ST6 ST6 ST6 ST6 ST6 ST6
G NCS NCS NCS NCS NCS NCS
NTC NTC NTC NTC NTC NTC
R 2
MIX-205 MIX-505
A | ST1 ST1 ST1 S1 S1 S1 ST1 ST1 ST1 S1 S1 S1
B ST2 ST2 ST2 S2 S2 S2 ST2 ST2 ST2 S2 S2 S2
C | ST3 ST3 ST3 S3 S3 S3 ST3 ST3 ST3 S3 S3 S3
D ST4 ST4 ST4 S4 S4 S4 ST4 ST4 ST4 S4 S4 S4
E ST5 ST5 ST5 ST5 ST5 ST5
ST6 ST6 ST6 ST6 ST6 ST6
G NCS NCS NCS NCS NCS NCS
H NTC NTC NTC NTC NTC NTC

W ZoRfld ST1~ST6 Fnkillft) 6 MKE R MDCK DNA FrefEffizk, NCS A 1 MR, NTC K 1 AT,
S1~S4 NRFMEEA . ST 3 NMEE L.
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QD PCR?TIE% R X )

1.gPCRERFRE

Ll ABI7500 14 :

@)
)
3)
(4)
Q)
(6)

H:

B oend, kHE“Absolute Quantification”.

Wy NSEIG SRR, efbr i £4550, TagMan reagents 1 Standard £ .

et MDCK #5563 Hy FAM, VKL None.

HEFEIC (Al REZOGEERTN VIC, K E:H N None.

Z PN ROX (AliE) .

POLPCRAX b, %R 7 WEWMTFEF, RMAEHUIESE 30uL, FFIHIEAT.
#* TgPCR R PNFEFT

BB BE b ] EER

W 95°C 10min 1
95°C 15s
&M 60°C 30s 40
72°C Imin
(@ % 52562 Al KR T P WL AT 15 B s AR Y
DIC =T WK A R B DB S s 2%, FUARR e i S S e PR Bk E .
®#k7 MDCK 7E &Kk EE R, 1T PCR ¥ B35 4308, AT IC i) CT AR, 5 1EH .-

(F) &Rt

LL ABI7500, #AFRA 2.4 A

1.

o

SATRE: BEEBIME(Threshold=0.2), 34k (baseline)’y 3~15 {EIAEAXZRERINILLE, AFHY W AhLL 2R
EH.

7E Plate THRRCKE AR ifE M 26 AL B B 9“S”, FEAE Quantity 437l & B #iBeBA % y: 3000000 300000, 30000
3000. 300. 30, AN fg. ARIEFRAE ML T EAFMFE AWK IE AN fg/l0ul, FTAEA IR & kN
pg/uL, BX fg/uL.

A bk M2 R? 547 10 8008 2 0 75 G b o bRt 2240 58 ARty : R2>0.98, 97 19 44 Eff%: 90%~110%.
S FLIA] Ct{E R 2<0.5, FH4BHT DNA ARUE S 2 [ ACT {EMAE 3.1 & 3.6 VLR . AtRdenitt, AT
LIRS DNA #rifk it )56 CT AT HE g g

S FJOAEAROG B NTC RIBAME 4% NCS FOARI, e FAM i 25 Nz R A (Undermined) 50 K
Tie/MrEfiZe (a1 ST6) 1) CT fEH+3.

4 Ct (S6) +3>Ct (NTC) , KRMMKRMIEIGR, T HEBLLK.

: RS WTISEOR BN S T, BRI 5296 SR AL A AR A HEAT V€ -
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1L ARG BRHMER], ASH T I RIS W, A A P 40 52 10 I 5 I 25 W6 422 B 5 W A5 AT # 4F +
2. HTE L2250 s RIS A% BN AT R AE

3. SEI = MAEGHHER X . BEAKCBEX . RMNRIECE . IR e X R . AR B EdiE
RETARRR. WE. % FEEFESTE, SXMMBNERH, MEUEM, #5553,

4. RIS S A G ARG, IR R IR, DR TG S s

5. SERE A B A SRS G TR & AR MAS, BRI 10% SRR BN ER 75% I FE AL B . SEER 45 TR
Ja RESLRIE R LAE G, IR It LAE & K& Fh s i F wh gt 17 1 2

6. AEfE A RO, A FRRLKE P fh AN BRI 5

7. ANFERTH INRE & 75 B A, DRAE IR RHERR

8. N T MERFEA LA SE R, AR N B AT M G o, 8 o e 3 B IRAN R I FEAS
(1AL FR AR AR T B R AMR M A 2 AR A, AR R X B . WK AT N AT T BT 7
& SRFY KRG T 5 FEARAE AL IR 7 A7 S A OOE IR TR (e B 2 sk
o 28 AR e AE I EID) A CBEIT IR E BRI .

N BITFEH

BRI T, NS T IR AR BN AR SR, B 2R i — D) e R, hsede & &, AAH
BEATT . AR U ERAE, Seie i R R, e R SR R
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