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Vero 5% B8 DNA Rl il 75l & /2 — 3k & 9 8 SR &% ot A A7) o 6 e D6 s 22 i B it o Vero 1 £ 4
5% R DNA T 5 1 & AR &

ARG R 7 2 HE qPCR ZOUIREHEOR, ERRFE M Vero 15 1 40/I5% B DNA. frill tRiE . REK
. RER IR, BARAT IR AT LUE B fg K. XA RRCER Vero 5E 8 57% h Clle 28 B bRt i, ER
e ARG S G INFEIEREAR TSI SRET R, 38 I AR SR AR ARSI 25 Sk W AR AR $ H B 7] e

H] o

Ipu P iR R e
ARG 5 A A R G 405 DNA FE i AT A B R S (R B, #ER E B Vero

I

o

E-FF—

5% DNA.
R Y SR

1. 7EBEG-2045°C o6 T hgfE, AW 12 M H.
2. R BT UKE K &8, F1I 5 8 G-2045°C it A7
3. it s ArFH M S

=, wE R A5

Hor B TRS0113-100 (100T) | TRS0113-050S (50T) RAF
Vero DNA £ &2 il (30ng/pL) 40uL 40uL -20+£5C
2xgPCR reaction buffer 800uLx2 800uL -20+5C
IC mix 150uL 150uL -20+£5C, #
Vero primer&probe mix 400uL 200uL -20+5°C, g
DNA FiREil 1.5mLx4 1.5mLx2 -20+5C

M. &AM (BFEERRTD

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

fi. MRBEFEM

—WHETAFE. 1.5ml TR KR 208 . gPCR & HE B EHE )/ \ BeHEE 5 96 FLAR . 1000pL 100pL.
10pL FE 2% FIOG B ARIR B A 8O3k . 286 E & PCR AN, BB O, IR 511X
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1. Vero DNA e &53% 5 5B A b v i 28 ) 1) &

A7 85 P9 ) DNA B0 Vero DNA 52 5255 (i (3ng/ul) HEAT 86 FE e, BB FE 4K Yl 300pg/ul
30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL. 3fg/uL, {KiXfy4 A STL, ST2, ST3. ST4. ST5. ST6. #HAEUWIF:
(1) KRFIE A Vero DNA & B S2% i B T ok Lek 2~8°C Malfh, Frsemib/a e/ iRs), B En, &

Fok L&A
(2) W6 ST AR B 08, Jrnlbridy STL. ST2. ST3. ST4. ST5. ST6.

(3) #XFIE AN Vero DNA 52 =57 fhbric N STO, WERS B0, 7EMRBEIRAIMX IR 10s &SI E,

URIGRIN B0 o
(4) f£ST1. ST2. ST3. ST4. ST5. ST6 EH4r AN 9OuLDNA MBI, %K 1 #ATIREHRAE

& 1Vero DNA B ES% G B

WY WREARIR W
ST1 10 pL STO+90pL DNA B 300pg/uL
ST2 10 pL ST1+90pL DNA FiBe 30pg/uL
ST3 10 pL ST2+90uL DNA HFiBe 3pg/uL
ST4 10 ul ST3+90uL DNA i Bl 300fg/puL
ST5 10 uL ST4+90pL DNA F& B 30fg/uL
ST6 10 uL ST5+90uL DNA Fi Pl 3fg/uL

Ve, W R T 4°CRE TR
2. fkEERE ERC Kt %

MR 7 2B B 4% ERC 1 Vero DNA HINFEI B (LA 45 30pg Vero DNA &4 ERC AHl),
HARRAEUTT
(1) L 100pL FEMAE SO 1.5mL IR B B0V
(2) FHOA 10uL ST3, %51, i AFEA ERC.
¥ FEA ERC AR MRE A — RS HEAT HTALEE, %% BUFE A ERC A4

3. BAMER#E NCS W&

HY 100pL DNA R 1.5mL I B B5 0 H,  brid A B 4% NCS.
VE: PEFE NCS R RIHEARRE A — AT AT A EE, il 2% BB 14 i 4% NCS 4ibif
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(Z) qPCR REMFRE CRANMESR)

1. FREEFTER I E S5 R S R, TR OSALE, — MR 3 M E AL,
S BEALE = (B P 8 22 %6 + [ 1 T 4% NCS*L + oA I NTC*L +FFIIFE & +[E1iUT # ERC)x3+2
Ve HEFRAE AR RE S AR U HORE I HOZREA ERC, LI ZREA MR, Bl R EFR B L 2 LIk R,
2. OPCRUARME: KiulMETIK LAk, b5y, %R 20E, MAZIEA ML,
R 29PCR PR

Aoy LR RN
2xgPCR reaction buffer 15uL
Vero primer&probe mix 3uL
IC mix /DNA i f 2uL
FEA DNA (FE &2 % ih/ERC INCS INTC /45U FE i) 10pL

AR IC T E RIS FEA TR A S PCR NN, FIHRYE R ZA . 4R IC mix, wAMFRECGE KN 2
FHRLARAR

() ke (REALLERX)

1. fE/r30F PCR M PCR M 4 HIINA 10ul AbFEEFHIFEA DNAL ERC. NCS. NTC. FfE
BSH T, £ 3 IR BBTRE
2. WHIFEBUEE, MEEO.
3. HBIRIMX, BAMBIRN PCR AMCA, d AR BURT .
3 B BRR ¥ E R
1 2 3 [4]5] 6 7 8 9 10 11 12

A | ST1 | ST1 | ST1

B | ST2 | ST2 | ST2 S1 | S1 | S1 | SL(ERC) | S1(ERC) | SL(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

ST6 | ST6 | ST6

NCS | NCS | NCS NTC NTC NTC

E: 1ZonlH ST1~ST6 Rt llf 6 ANKFERT Vero DNA FriERiZE, NCS N 1 AMMHMF#E, NTC A 1 /MEERTIE, S1~S3
RARFMREAR RGN REA ) ERC. &AM 3 N EE AL,
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QD PCR}'TIEE R IX )

1.gPCR BERFFixHE

L ABI7500 944 :

)
)
3)
(4)
)
(6)

:

Bridsng, kPR Absolute Quantification”.

ISR ARK, PR M &, TagMan reagents F1 Standard X

IEHE Vero i R EH N FAM, VKL None.

HEIC (A iy D6y VIC, ¥ KEE R None.

Z RN ROX (AIHE) .

WK PCRAX L, &K 4 WE W TIEF, RMNAAFBIES 30uL, HIRE1T.
#* 4 gPCR RPNFEFT

BB BE b ] EER

Wizt 95°C 10min 1
, 95°C 15s
ﬁﬂ; 60°C 1min 40
Q@ % 5256 == AT KR T FI LR R AT B R AR
QIC £ T W ARG R0 B A R e 26, AR e S U R Bk E.
Q)#bF Vero 7E VK EE R, T PCR 4 B2 4208, AR IC 1 CT LK, hESIEH(H.

(F) &Rt

LL ABI7500, #AFRA 2.4 A

1.

SMTBEE: W E BI{E (Threshold=0.2), 3£k (baseline)ly 3~15 {EIFERAXZRERINSELE, EEY ML LR
EH .

£ Plate TARCK bRk th 2 L1 B N“S”, FF7E Quantity 2> 15 B FiBeBH £ 9. 3000000, 300000, 30000-
3000, 300. 30, NN fg. ARAEFRHERNZETFEARMEE AR EE F47 8 fg/l0ul, IR e 5
pg/uL, 5% fg/ul.

A bRk 2 R? 59 B R0R & BTG AR e r it M 24 @ bty : R2>0.98, 9 A% Eff%: 90%~110%.
S FLIA) CtEMMZ<0.5, ALK DNA KRk sh 2 (81 ACT {ERiAE 3.1 & 3.6 (ML . NHAfRAERGTE, T
LRSS DNA bRtk i R 48 CT T HR T IE

ST IR G NTC RIBI T i 4% NCS RUREIN, 3L FAM @ I8 45 5B %2 KA 1 (Undermined) B3k
Tie/MrEfiZe (a1 ST6) 1) CT fE+3.

# Ct (S6) +3>Ct (NTC) , RUMKRAIEISY, T EHFTLLK.

: BRGITISEOR BN S T, BT WS S290 SR AL A AR AS HEAT V€ -
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b ERER

L AR OCERHIMEF, FE TR IR, P 0 4 DA 50139 A 7 e e ) A R
2. RE1 S L B R A K0 A BT

3. Y EBHAAME SIS, HARIIK, REGERCE . A T X AR, TIRRR: Sfed
RITARMG W B FESFEGE, GBI, TR, Bk

4. IRBIYHM RUR LR £ 0, JFHEREDA LG, LA ST MRS e 28

5. SCHRITRE A IR A ST Y T €3 SRS R T 10%VCSRRMASR TSGR ALE . STk
ISR TAE G, IS MR LA B A SR A

6. REAMEIILA NN WAL, R B AR

7. INRETIT FE 2 S R, CRAEMRE DM Hi

8. N THEG A E TN, KMREARIIN EA (P EVIIR, S RSB RIB R
(KA B T L AN AR 5 AR, REAHI D L IO WUBE s WSk AT A B A R 0 2
B IR SR RKEE TR FEASMERAL IR A S AGERIER: TR (IS 5
Yo B A I 0 CBEST EADEFSRART)

N BITFEH

BB TR, A T IR SR BN AR S, ST R — VR R, s A&H, RAR
BEAT DT, ARG SRR, IR E I S Ul S RAE, R IR SR A .
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