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— wEREA

GNM 293T %% B DNA Frillaiil G — 5k & e Al & A AR P dh ik Te) ity 2 et & Bt 1293 T
i F40 Ak B DNA mciH & kR & .
AAFNERAH T 2 8 qPCR ZWIHREHHIR, @ ERIIFE i 1293T 1 E4HM5R EE DNA. Al s, R
e RERPESR, AR AT LA E) fg 7K F . WA EECER 293T 5T &5 i e 28 B S hriE i, HEff
e ARAE A S INETEEAR IS REFASERR, e i AR IR FEAR AR 25 SRk e DA A S X S a7 e
[pOR P N YR R

AT G AT 5 AN F H1E 40 5% E DNA #£5 A7 A BUAR SRR BB A, R e &FES T 203T
5% B4 DNA.

N Y L&

1. TEBEG-20485°C A R igAfE, AREH 12 MH.
2. WK E/ARINT-UKEIK Sis i, PGB G-20£5°Chiti 17
3. FEaitS . AT H ANV RS S

=. AR KA

‘PEP

Y2 HR HCDS0107-100 (100T) A
293T DNA E&EZ % (3ng/pl) 20uL 20£5C
2xqPCR reaction buffer 800uLx2 -20+5C
IC mix 150uL -20+5°C,
293T primer&probe mix 400uL -20+5°C,
DNA #iBEif 1.5mLx4 20+5C

. EHIE (BFEERRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4= HZER] PCR i 5 4¢

hi. MRBEFEM

—IKETLATFE. 1.5ml TEAREOE . qPCR & T Tl \IBCHEE 51 96 FLAR. 1000uL. 100uL.
10uL A2 A4 ANTC BRI R s D8 A Sk . 28 & PCRAX. EAE 0L IRHER I,
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ANIR 2/ p 7S
(—) ZHEREREMHE EARLEX)

1. 293T DNA EESH M KRR bR #h 2R 1K ) %

FHF 6 N IDNA FB0E293T DNA & 85 7% ThGng/uL) B TR EERRE,  FRRh 24K U 300pg/ul.
30pg/ul ~ 3pg/uL . 300fg/ulL 30fg/ul, Kk 4 9 STl ST2. ST3. ST4. ST5. HAKEEIEMT:
(1) BRFIEANE 293TDNA EESH B Tk Bk 2~8°C Nk, fieamib/c e 0iRs], B, B
TFuk F&H.
(2) LS5 LT AR P B0, 43 lksic oy ST1. ST2. ST3. ST4. STS.
(3) HRFIE NI 293T DNA EESF MARC N STO, BRI B O, BRI EIRY 10s IBREHAE, B
VRIGERS B0 o
(4) f£ ST1. ST2. ST3. ST4. ST5 EH 4NN 9OuLDNA Wk, %% 1 HATHBEERAE
2 1293T DNA EES% MR

R R WE
ST1 10 uL STO+90uL DNA FifR 300pg/uL
ST2 10 uL ST1+90puL DNA FH 30pg/pL
ST3 10 uL ST2+90uL DNA FHR 3pg/uL
ST4 10 uL ST3+90uL DNA FHER 300fg/pL
ST5 10 pL ST4+90uL DNA Fi i 30fg/uL

Ve ECHI AR SR 4°CIRZ T 1 — K.
2. InEEEICUR#E ERC HIH] %

A 7 2% B RIUs 4% ERC H 293T DNA HIIIFEACEE (LA 0 30pg 293T DNA & [#FE A ERC Jyfil),
HARSRIEMR
(1) B 100pL RRIURE RN 1.5mL R B B0
(2) B 10uL ST3, 8%], PRICHFEA ERC.
. FEAS ERC FIEHUAFIREA — RS HEAT HTALRE, )45 P A ERC 440K

3. FAMEF#E NCS HIf| &

B 100pL DNA FREnN 1.5mL (KW F B0 E R, pnic NER P NCS.
Y BT NCS F RIS A MRE A — RS A7 T AL TR, )4 BB M B 42 NC'S AL .
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?
(=) qPCR RMAAREE GEFMESRX)

Lo AR PR M E 822 o SRr DA Sl B, THS R S ML, — RN RE 3 M EREAL.
R BALE= (B0 € B 22 k6 I I TUAENCS* 1 + RO FENTC* 1+ i + B #5ERC)%3+2
Ve AR IURE RS IIIN HOSL RN % FE A ERC, LA ZREA IR BlaiR 2R B LI 2 FLBKE.
2. qPCRURRALHE: &XFE T UK LR, RORBIEIRS, %R 2WE, MAREN M.
# 2 qPCR 1A R

415y I
2xqPCR reaction buffer 15pL
293T primer&probe mix 3ul

IC mix /DNA FBl 2uL

FEZS DNA (EBS % H/ERC /NCS /NTC /45 IEE ) 10uL

e W IC B FEACP R 5 PCR RNAMHIY, ARG ZIMA . AR IC mix, A FIHR S A Kb 2
HARIARFA o

(=) ke (FEARLERX)

1. fE4r%E0F PCR MR PCR M HIIIN 10uL AFELFIFEA DNA. ERC. NCS. NTC. Ff/E
EESH N, K3 NFEM N RG]

2. DGUFEBOBL, AR,

3. ERBERRMX, BAMMNEZOE PCR AIACA, CFFEAIEBN .
R 3 FERL RS B B R

1 2 3 4 |5 6 7 8 9 10 11 12

A | ST1 | ST1 ST1

B | ST2 | ST2 | ST2 S1 Sl SI | SI(ERC) | SI(ERC) | SI(ERC)
C | ST3 | ST3 | ST3 S2 ) S2 | S2(ERC) | S2(ERC) | S2(ERC)
D | ST4 | ST4 | ST4 S3 S3 S3 | S3(ERC) | S3(ERC) | S3(ERC)

E | ST5 | STS | STS

G NCS | NCS | NCS NTC NTC NTC
H

VE: Zorfildh STI~STSRARKMIN 5 ANHREER 293T DNA friEiZk, NCS N 1 AMAMFRTE, NTC N 1 ANEBTIE, S1~83
RFFMREAFIREMEA R ERC. B Mg 3 ANEETL.
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SIS
(M) PCRYHE Rl X)
1.qPCR BFix &
PL ABI7500 A4
(1) Hrasess, iEFE<Absolute Quantification”.
(2) FANSLIGHAFR, kPR E B, TaqMan reagents fl Standard #5.
(3) JEFF 293T WM N FAM, ¥ KF:H]N None.
(4) & 1C (A1) G RIEEB A VIC, ¥ KIEH]H None.
(5) ZPe N ROX (W) o
(6) 76 PCRAX L, %3k 4 WEW T, RMAARGEE 30uL, HiGistr.
% 4 gPCR MNFEfF
74213 BE il TEHH
WAt 95°C 10min 1
; 95°C 155
{Eﬂ: 60°C Imin 40

(OS50 5 AR T LA T 15 B SN R
DIC F=ZEUTI A A R B AR D 3, TR 900 S A DLk R i E .

(D#Ehr 293T fERIKE T, T PCR Y HEMISESAN, PIbxs IC 19 CT SRR, WS IEH .

(R R

PL ABI7500, HBAFRRA 2.4 Al

1. . ¥ & BI{H (Threshold=0.2), F:4k(baseline) Ny 3~15 TEI B ISERINIELE, BEY WL RS

1EH .

2. {E Plate EIBCKFRAERNZFL Y E “S?, FF1E Quantity 4> F ¥ B MEEEEE Jy: 3000000, 300000, 30000,
3000~ 300, FAH fg. HRHEARAE T EAFNFEAIR B RAN fg/10ul, AI7ERT IR 2 #5808 pg/ul,

8% fg/uL.

3. EAEMNEHL R SH BCR GG hntE. AafEHZAERREN: R>098, 9K Eff%: 90%~110%.
4. BALIE] Ct{EmZE<0.5, MBI DNA SR 2 A ACT {ERNAE 3.1 & 3.6 FIVEE N . NEERAERTE, 7]

LA DNA bRife it 56 CT (AT s i vg .

5. T AR NTC FEAYEFi#2 NCS A, FH FAM @iEgs BN Z e A& H (Undermined) Bi# K

T/ MatERZE (an STS) K CT fEH+3.

6. # Ct (S5) +3>Ct (NTC) , RWMKRFEEIGTY, FEBLE,
E: ERSTHSERBNES %, BTGRP A SRR AT 5 5E
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. EREH

L ARHIEABRIHE R, A T ImARZ I, A AR TR0 B 132 U B 45 R0 250 M6 2 [ U B F b AT #24
2. BIHE BRI BT AR N AT A

3. IR EMALANER X FEALBEX . RSRECE X §E I X R . TARRRE: R
RETAEMR. 1B, B PESFRGTE, SXWRHANEH, MM, BRisi

4. SRS RGN N B G AR, FRER MR, DL s G

5. B AR HIARA BN S Je TAE G KAy, BRI 10% K SIERINER 75% IR A BE . SIEIR 45 TR
Ja NSLEEE TAE G, FFE W TAE G K& RS ] dh BEAT I 75

6. AN A RO, AN EREK P A RETR

7. JNFERTFHERDINRE S 5 B AN, PRAUEINRE AR 15

8. AT EGFEA PR A SER, AR NN BAT (R Qe IR, 8 S 21 BB AN RN A
R A B A VAR T B LTS AR A ) 2 AR P A, AR R IX I A s WRCK 5 TN BRAT T B I
B, SR RKEE T ER, RIS TR ISE IR, TR (b e s
S AL A HE ) R CBEIT IR E BRI .

s RITFEH

B EMBEE FLE, AMSH TIRR SRS NARSZSS, SWP LR V)RR, hsi® &, KAH
BEA ST, R PR, SR i S U M A5 R, R IR SR AR
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