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MDCK T EAMASREE DNA F B Mk & UE gPCR-ZIEHRENE) £ LT TH T2 B & 249
R AL R DUR R T MDCK i 4R B DNA BN A 1 — 3t i &

RRFNEIZH T2 5 qPCR ZIGHRETBIAR, it T VIR ANIE 4™ 18 Fr Bt (85bp. 140bp. 205bp. 505bp) ,
PR & EATI I E AT MDCK 5% B DNA F BUFR/N A O FEA R RIS . RS R R
PESRIRE L, RACKIIBR REO5 153 fg 200, ZXAIRFTER MDCK E &2 % it O VR 2 [ XK AR it i,
HA RS R « AR S & SNEEREAR I 514 . PR%ET DURASAR , 383 SR SEARAS I 45 SR R o A A
PEEL U B AR FC ) i FE AT I, B Lkt B B

AR R S A AR 178 FAMIGREE DNA FE 5 AT BT & (BRI BCE/R, A SEB R i
H MDCK %% DNA R € &

= G RAERH

1. 7EBEG-2045°C o6 T kA7, AW 12 M H.
2. WE BT UKEIK &8s, FFI G 8E-2045°C At A7
3. it s ArEH M S,

=, E R A5

Hoyr IR TRS0601-100 (100T) | TRS0601-020S (20T) 1745
MDCK DNA € #Z%# i (3ng/pL) 40uL 40uL -20£5C
2xgPCR reaction buffer 800uLx8 800uLx2 -20+5C
IC mix 150pL 150pL -20+5°C, #E
MDCK-85bp primer&probe mix 400uL 200uL -20£5°C, ikt
MDCK-140bp primer&probe mix 400uL 200uL -20£5C, #k
MDCK-205bp primer&probe mix 400pL 200pL -20+5°C, #E
MDCK-505bp primer&probe mix 400uL 200uL -20£5°C, ikt
DNA FiBail 1.5mLx4 1.5mLx2 -20+5C

M. &R (BFEERRT)

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

fi. MKRBEFEM

—WHETLAFE. 1.5ml TR KR 208 . gPCR £ HE B CHE )/ \ BeHEE 5 96 FLAR « 1000pL 100pL.
10pL @iﬁ%&%n%ﬁ%ﬂ&ﬁﬁ%ﬁ&m%\ POtE R PCR AL, HEXE LN IR I
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1. MDCK DNA Z&Z% & IR R b4 28 R ) %

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 FRFECE MDCK DNA 5E 5 52%5 ff (3ng/ul ) HEA T8 FE A% %, B PR EE 4K Yl 300pg/ul
30pg/uL. 3pg/uL. 300fg/ul. 30fg/uL. 3fg/u L, fKikHAr4ly ST1. ST2. ST3. ST4. ST5. ST6. #AEHIF:
(1) &N MDCK DNA & B2 i B Tk Lok 2~8°C Rk, FFoe il /e 78/ s], BB,

BTUKESH.

(2) HL6 LRI MBS O, 2rmildRid y STL. ST2. ST3. ST4. ST5. ST6.
(3) KIRFE N MDCK DNA SE=3 % fhbric h STO, WEr &0, TERIER M R 10s IR &5,

PRI B 0
(4) fEST1. ST2. ST3. ST4. ST5. ST6 437NN 180uLDNA Wk, %3 1 AT HREERAE

# 1 MDCK DNA EES % 1R
WRE R WRE
ST1 20 uL STO+180uL DNA Fis et 300pg/uL
ST2 20 puL ST1+180uL DNA B 30pg/uL
ST3 20 puL ST2+180uL DNA ikl 3pg/uL
ST4 20 pL ST3+180uL DNA Fis Bl 300fg/uL
ST5 20 pL ST4+180uL DNA Fis Bl 30fg/uL
ST6 20 puL ST5+180uL DNA ki 3fg/ulL

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

HY 100pL DNA FRINN 1.5mL /IR B BS0 H,  fid A B PEFi#%E NCS.
VE: BHEFHE NCS Fl[EIHERF IR AR — R 3E T AT AL, 6% S v 4% NCS 4tk
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(Z) qPCR REMFRE CRANMESR)

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 +BA MRS % NCS*L + BRI NTC*L +£5 IRE ) x3+2
2. OPCRUGCRACE: #ulfETIK LAk, momib/aiRs), % NRERE, MAZEARNALF.
% 2 qPCR MDCK -85 R vifk &

Aoy LR RN
2xgPCR reaction buffer 15uL
MDCK-85 primer&probe mix 3uL
IC mix /DNA #fi 2uL
FEA DNA (GEES % INCS INTC /AFIIFE &) 10pL

# 3 gPCR MDCK -140 Jx WAk R

Hoy LR
2xgPCR reaction buffer 15uL
MDCK-140 primer&probe mix 3uL
IC mix /DNA # R 2ul
FEA DNA (GE 8275 il INCS INTC /55 IIFF i) 10pL

& 4 gqPCR MDCK -205 J% Rtk &

Hay iR
2xqgPCR reaction buffer 15uL
MDCK-205 primer&probe mix 3uL
IC mix /DNA iR 2uL
FEA DNA (GEES % i INCS INTC /AFIIFE &) 10pL

% 5gPCR MDCK -505 J% Mk &

Aoy LR RN
2xgPCR reaction buffer 15uL
MDCK-505 primer&probe mix 3uL
IC mix /DNA i f 2uL
FEA DNA (GEES % i INCS INTC /AFIIFE &) 10pL

AR IC T E RIS FEA TR A S PCR NN, FIHRYER ZMA . 4R IC mix, w MBS KN 2
FHRLARFR o
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(=) M REARER)

1. fE/r30F PCR M PCR B 43 AN 10ul AEEEFIFEA DNAL NCS. NTC. FhEE &S
H i, 3R 6 N BRI .
2. WHIFEBUEE, MEEO.
3. HEBIKIMX, AMBIRN PCR AMCA, dF AR BUNT .
6 B NRR B E R

MIX-85 MIX-140

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

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
MI1X-205 MI1X-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 sS4 sS4 sS4
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 Fnkillfit) 6 MKE R MDCK DNA FreEfizk, NCS A 1 MR, NTC RN 1 AT,
S1~S4 NRFEEA . ST 3 MEE L.
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QD PCR}'TIEE R IX )

1.gPCR BERFFixHE

L ABI7500 944 :

)
)
3)
(4)
Q)

Bridsng, kPR Absolute Quantification”.

ISR ARK, PR M &, TagMan reagents F1 Standard X
et MDCK #i 5 563 Hy FAM, VK] None.

W IC (A iy 56y VIC, ¥ KEE R None.

Z RN ROX (ATHE) .

(6) W PCRAX L, %R 7 WEW FREF, RMNAERFIER 30uL, HFHIET.
% 7qPCR MR
BBt BE B 1) TEAEL
Wizt 95°C 10min 1
95°C 15s
&P 60°C 30s 40
72°C 1min
Ve (D)% 5206 = ] R AT LR AT U B R AR
Q@IC £ T W MR R B AN R e 26, ATARYE e S R Bk E.
Q#libr MDCK 7E Bk R, 1T PCR 4 841052 4+ 205, AR IC [ CT 21K, MR B IEH 4.
(R &Rt

PL ABI7500, #KAFRRAS 2.4 -

1.

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

£ Plate THACK brifE th 25 FL1 B N“S”, FF7E Quantity 7)) 15 B #BEBH & 4. 3000000, 300000, 30000-
3000, 300. 30, Hfi N fg. ARAEFRHERNZETFEARMEE AR EE F4078 fg/l0ul, ITERINH S Fh e 5h
pg/uL, 5% fg/ul.

A bk 2 R? 59120 R T A hm e  FrdE th 2240 8 bRtk v : R2>0.98, 7 Y A0 Eff%: 90%~110%.
S FLIA) CtEM2<0.5, HIATH) DNA bRk Sh 2 (5[ ACT {ERAE 3.1 & 3.6 (NN . NHIfRAERGME, o]
LIRS DNA ARtk it )56 CT E AT HE g g

o F oA 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.

: GRS HRENRSH, BT U5 SRS AL ] (AR A AT BEE -
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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 PRI A SE R, A TREA B B AT A Gt o, et e R 1 BRI R M HEA
(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
o5 A e Al HEN Y A (BT IRV B

NS RITFH

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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