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—. BE R

SVAOLTA&EIA 5% B DNA ) ot — k& v s A A=) b s 124000 (4 HEK293T 40 )
KiEH) SVA0LTA 5 E1A 5B DNA T e it ) % HI R &
ARG KA T2 H qPCR ZOGIREHIR, SR IFE S+ SVAOLTA F1 E1A 548 DNA. Kl pris
RPE S FeretEsk, SRR AT LA E] 10copies/uL. A &RLET SVAOLTAKEIA E &S % . Ak
PGS G SNEIEEEAR B 514 SRR, i M BEAR G £ SRR i UARE A S B R O ) A, o
TR BAPESE R
RRFNE AT SA LA W1E E4HHMFE DNA Ff i AT BRI S (R IS A, R E BRI

SV40LTA&ELA %% E{ DNA.

= R R R

1. TEBEE-20£5°C o6 MifE, ARUH 12 MH.
2. WK B/ TUKE K &I, FFI G BEE-20£5°C it A o
3. it s AT H W AMI S A .

=, WRIES KA

YA L2 H HCD0118-100 (100T) RFE
SV40LTA &E1A DNA E &S %5, 20uL 20+5C
2xqPCR reaction buffer 800puLx2 -20+£57C
IC mix 150uL 20+5C, #E
SV40LTA &E1A primer&probe mix 400uL 20£5°C, #
DNA FiBEl 1.5mLx4 20+5C

M. EHENE (BFERRT)

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

fi. MRBEFEM

—RMETLAEFE. 1.5ml T HE KR 20 . qPCR & I JE B TCEE/ \ BRHEE 51 96 LA 1000uL . 100uL.
10uL FEVBAS A TG BE AR e SO S . O E B PCR A FE B Ol IR 21X
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75~ K5k
(—) Z2EZR5RESH & (FEARLERK)
1. SV40LTA &E1A DNA &S 5 KRR AR M H 28 1) &

TEBSE IR EFRE T REARZS, Hr SVA0LTA DNA RN 1X 10" copies /ul; E1A DNA 2 T¥CK
1X10" copies /uLo. FIGRFIE A DNA RSB0 SVAOLTA &EIA DNA SEBRS2% AT HAEMRE, Rk %

S ST1. ST2. ST3. ST4. ST5. ST6. EAKEE{EUIF:

W

(1) A& A SVAOLTA &E1A DNA B 22 i E UK LEk 2°8°C FRlfth, Fpscdiib/s /mmiis, Wint
B, BTUKEEH.

(2) B 6 TR B B0, 4rsllbsid v ST1. ST2. ST3. ST4. ST5. ST6.

(3) Bik7RI & P SVAOLTA &E1A DNA JEEZ3% fhbricJy STO, WER B0, TEIRIERS EIRY 10s RAE Y
MG, FRBEN L.

(4) £ ST1. ST2. ST3. ST4. ST5. ST6 & 4 HIIIA 90 u LDNA FsF& ik«

(5) %K | WATH R

% 1 SV40LTA &E1A DNA B ESE A%

WY MR SV40LTA El1A
(copies/pL) (copies/pL)
ST1 10 uL STO+90uL DNA Hi5 B 1X10° 1Xx10°
ST2 10 puL ST1+90uL DNA Hi5 B 1X10° 1X10°
ST3 10 puL ST2+90uL DNA Hi B 1X10' 1X10°'
ST4 10 pL ST3+90uL DNA Fi B 1X10° 1X10°
STS 10 uL ST4+90uL DNA #5 B 1X10° 1X10°
ST6 10 pL ST4+90uL DNA Fi B 1x10' 1Xx10'

VE: BCHIARE IR 4°CHR L Al MG — K.
2. FAPERRTE NCS K&

HY 100uL DNA FBEOINN 1.5mL AP B 2500, brid N B #2 NCS.
Ve B NCS FRHEAS IR A — AT RTACBE, )4 B M 2 NCS 44k .
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(=) qPCR RNAREE (AFHERX)

1.
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AR T 0 B2 i S AR S O, VBT R S OSALEL R 3 AR L.

[ NALE= (B e B S

i *6 +RHPE TS NCS* 1+ AR 6] i NTC*1 +RFIIFE ) x3+2

w: BRASREREZIUE 2 KK E.

2. qPCRUARMEE: #iME UK LR, i /ERS, %L 20E, MAZEAN RN,
& 2 qPCR RFifA R
Hay B AR
2xqPCR reaction buffer 15uL
SV40LTA &E1A primer&probe mix 3uL
IC mix/DNA FiBel 2ul
FEA DNA (GE fi:5 % il /NCS /NTC /A JIFE i) 10pL
vE: AXHE IC EEIEAEAT R T EA PCR SANHEIY, WA ZIA . AN 1C, w M RR s 4l K
AR RARR o

(=) ke (BEARAFEX)

1. {E43%E4F PCR MR PCR N2 5N 10uL AHIFFIFEA DNAL NCS. NTC. #E EmS
Filih, 3R 3 R BRG]
2. MHLFEBUR, FE L.
3. EEREFBRMIX, BAMRBKZOE PCR AN, CRAEAIETBUNT .
R 3 FE SN B E A
1 2 3 4 5 6 7 8 9 10 11 12
A STI STI STI
B ST2 ST2 ST2 S1 S1 S1
C ST3 ST3 ST3 S2 S2 S2
D ST4 ST4 ST4 S3 S3 S3
E ST5 STS STS
F ST6 ST6 ST6
G NCS | NCS | NCS | NTC | NTC | NTC
H
H: ol STI~ST6 oAl 6 ML) SVAOLTA &E1A DNA frfEfliZk, NCS A 1 ABITEF %, NTC A 1 TR

YRR, S1~S3 NFFFEA . SN 3 AN EEAL.
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(F0) PCREH CRWIX)

1.qPCR BfF i E

L ABI7500 Jyf4i:

(1)
)
€)
(4)
©)
(6)
()

.

FEESEEG, kP Absolute Quantification”.

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

Wk E1A Rt 56N FAM, ¥ K% 4179 None.

HFE SVAOLTA &5 RIEHHEN CYS, KA None

W IC (k) kG 9O6HRHN VIC, ¥ KHE:HN None.

ZHIOEN ROX (HIE)

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

e RE i ] TR E

WA 95°C 10min 1
, 95°C 15s
(R 60°C 1min 40
(D % 5256 2% T KR BT FE WL R ATV B AR T
QIC T W AR UG 2 B A S (R 26, ATARE Seib s U R e .
Q)i SVAOLTA &E1A TERIKEE T, T PCR #1035 43008, PIbR IC (1) CT A2k, (s iE# 14

(F) R

PL ABI7500, #AFRA 2.4 A

1.

SIMTE: BEE BI{E(Threshold=0.2), J:Zk(baseline)y 3~15 {EIAEAX A ERINILLE, AEY WML 2 E
EH,

£ Plate T BCE AR AE IR AL E S 7, IF7E Quantity f SVAOLTA I [1IFRvH: 70 59 5 B R BE R
10000000, 1000000, 100000 10000 1000 100, LA copies. HRHE bRtk H 26 v G4 AL AU FE A
N copies/10 w L, RIFEA AR 4 Hi#: 554 copies/ n L, B copies/ 1 Lo

fE Plate THRKARHEMZLILBEE N “S” , IFE Quantity ¥ E1A JEIE FIFRIE S 2 5 BERRERL LN
10000000~ 1000000~ 100000~ 10000~ 1000, 100, FA7A copies. ARHEFRAE L THHAFIIFE AR B 5 A7
N copies/10 L, AIFERl AR 5 H#: 5M copies/ v Lo

A PMIERZE R2 55 AR 2 DR G PR PRk 2 ) 58 btk 9 : R2>0.98, 192408 Eff%: 90%~110%.
52 FLIE] Ct{E W #<0.5, FHARH DNA bRk 2 18 1) ACT ERAE 3.1 2 3.6 FITEFE N . N RaEmTE, o
LUARHE DNA ARtk i )56 CT E T E il vE .

o F- ICABAR R I NTC ATRH 5% NCS BRI, H FAMUEIE AN CY'5 3838 45 5 B 1% 52 A48 Hi (Undermined)
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B E KT H/MaEr 2k (an ST6) ) CT {E+3.
7. # Ct (ST6) +3>Ct (NTC) , FUMARFIEIGY:, FFEHLK.
W @RS EE S E, BT KI5 S0 =AU R AE F AR AR 34T 15 5 -

L. ERFM

L ARFGRERIE R, A T IRPRIS W, 8P A5 VG B 132000 B 5 0 200 A% 12 8 W P a3E AT 45
2. BB LA I GRS N ST HRAE

3. SEI = MAHGHHER X . BEAACBEX . SRMIRIECE . IR e X R . AR BRER
RLTARAR 18 % PEEFRGTE, SXMMBAELH, AR, BRi5T;

4. SRy AN IR G A, IR R IR R, PLR OIS G S

5. SRR A AR A SARFTG S TAE & RAB AR, NN 10% K SUIRINER 75% MR AE B . SEIG 45 R
J5 RSZEIEE TAE G, 5 W0 TAE G L2 & Ah S ii: FH wh BEAT T 75

6. AEfEHEE A RONN G, SRR dh A BEIR T 5

7. JAFERTF RI0RE & 75 2 AR, DRI IAE (O HERR 5

8. N T BERFEATALFELE N A ERE, KA B AT R A0, 8 S e fih 3 S AR AEA
A 2R A LA T B R RSN A ) 2 AR A, ARSI BE . R AT AR TH 2551 &
e HEIRFY) KW G T E55 FEARAEAAL B R S A ORI ESR . DA (e E R 258
Wy B AE I EID) A BT IR BB .

N BT

B T, MG TR SR BN ARSI, BB — D a R, hseia s &, RAH
MEAG DT, ARG TR AR, SRS S U R, R IR s kA .
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