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HEK293 5% i DNA il G — 3k % Dy g Bl &M AL it i 1)t o 2 i A B 1 HEK293
T E 4N AE E DNA T B (% AR &

AUFNERA T 2 HE gPCR ZGREHIAR, & ERIIRE b HEK293 15 40k B DNA. Al PRk
REUE . FrRtEsR, SRR T LA fg KT . WA ERES HEK293 & B3 % i i & B K bk
dt, HERRE R AR S S ANV RERR 51 P SRET RIS, ST 1R FEARAS I 45 SRR I A S HY
SRS AR, B R s

AT G 5 A N A 15 FAMIRE DNA FE & Al 3R S (R E) B/, HErf e E 1
HEK293 %% B DNA.

= G RAERH

1. 7EBEG-2045°C o6 T hgfE, AW 12 M H.
2. WK BT UKEIK &8s, F1I G 8 -2045°C At A7
3. it s ArFH M.

=, E R A5

Hor B TRS0106-100 (100T) | TRS0106-050S (50T) RAF
HEK293 DNA £ &% i (3ng/pL) 20uL 20uL -20+£5C
2xgPCR reaction buffer 800uLx2 800uL -20+5C
IC mix 150uL 150uL -20+£5C, #
HEK293 primer&probe mix 400uL 200uL -20£5°C, ikt
DNA FiREil 1.5mLx4 1.5mLx2 -20+5C

M. &R (BFEERRT)

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

fi. MKRBEFEM

—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. HEK293 DNA & &5 5 I F BRI AR v 1 28 1 il &%

FARAIZ A B DNA # i HEK293 DNA € 2% 5 (3ng/ul) HEAT B BE R RE, W BB S AR U
300pg/uL. 30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL, Kk 4N ST1, ST2. ST3. ST4. ST5. HAKEIEWIT:
(1) ¥k E A M) HEK293 DNA 5B &2 i B TUK 1 8L 2~8°C MRl L, £ 58 ARl fb 5 78 70 57 IEET B0,

BT UK S
(2) W5 CFHFMARIR N B0, 23 lbRic oy ST1. ST2. ST3. ST4. ST5.

(3) KilFIE N1 HEK293 DNA & 8 5% fhbric A STO, BR800, 7RI HEVR 211X 4R 10s TR A ¥I51 )5,

PRI B0
(4) fE£ ST1. ST2. ST3. ST4. ST5EH AN 9OuLDNA R, 1%k 1 TRk

* 1 HEK293 DNA B E&5% R

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

VE: FCHI PR AE A TR 4°CIRZ nIfifiE— K.
2. JEEE R ERC K&

MR 25 B MU # ERC 1 HEK293 DNA FRIINARAR BE (LA 1 30pg HEK293 DNA & #FE 4 ERC
M), BARERIEDTR .
(1) HC 100puL FRMEE SN 15mL ARMR B 250
(2) FAO 10uL ST3, %51, trid AFEA ERC.
. FEAS ERC AR MRE A — RS HEAT HTALEE, %% BUFE A ERC A4

3. BAMERF#E NCS HH] &

HY 100uL DNA BB 1.5mL AR B B0 v, Anid NI 4% NCS.
TE: TS NCS R R R IRE AR HEAT RTALEE, 1) 4% BB R B 12 NCS 4tk
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(Z) qPCR REMFRE CRANMESR)

1. FREEFTER I E S5 R S R, TR OSALE, — MR 3 M E AL,
SN FLEL= (B B 72 5 525 <5 + PR 3% NCS*L + oA AR B NTC*L +ARIIFE S + RO #% ERC)*3+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
HEK293 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

NCS | NCS | NCS NTC NTC NTC

W %Rl d ST1~ST5 FkalK 5 MK HEK293 DNA frffiizk, NCS A 1 MNHMEFHE, NTC R 1 AT,
S1~S3 NAFMEEATNEENREA] ERC. BEAMEII 3 NEEFL.
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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
e HEK293 i & % e H o FAM, ¥ K FE 1A None.

HEIC (A iy 56y VIC, ¥ KEE R None.

Z RN ROX (AIHE) .

(6) W PCRAX L, %3R4 WEW FREF, RMNARFIER 30uL, HFHIE1T.
# 4 gPCR N FEF
BBt BE B 1) TEAEL
Wizt 95°C 10min 1
. 95°C 15s
ﬁﬂ; 60°C 1min 40
v (O & S8 5 T M T LA AT 5 R AT«
QIC FZ W MR A 0 RO S A S s B 26, AR e S Ik R R E .
#EkF HEK293 7E Bk E T, T PCR ¥ (K55 505, AT IC 1 CT MK, e I 1H.
() ER¥r

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 .

7 Plate [ FRAE 28 FL I E N“S”, FF7E Quantity 43 )i B FBBE . 3000000, 300000, 30000
3000. 300, FA70y fgo ARAEARAEHZ Tt AT IRE AR B2 B 2y fg/l0pl, mIFEAS IR 5 5054 polul,
g% fg/ul.

A bRk M2 R? 59 1 R0R 2 BTG AR e r it M 24 @ btk v : 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 ST5) 1) CT fE+3.

# Ct (S5) +3>Ct (NTC) , RUMKRMIEISY, T HFTLL.

: BRGITISEOR BN S T, BT WS S290 SR AL A AR AS HEAT V€ -
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L AR OCERHIMEF, FE TR IR, P 0 4 DA 50139 A 7 e e ) A R
2. RE1 S L BB KA K0 A B (T

3. Y EBHAAME SIS, HARIIK, REGERCE . A T XA RRE. TR Sfed
RITARMG W B FESFEGFE, SRMBINEN, TR, Bk

4. IRBIHY M RUR LR 7 £ 0, JFHERED G, LA SO RS e 28

5. SCHCTR A I IUT A ST Y T €3 SRS R T 109U RMNSR TSGR ALTE . STk
ISR TAE G, IS MR T AR R A SR AT I

6. EHEILILA NN WAL, R B AR

7. OREFTI e A S R, (RO MRE AR

8. T HEG AR E TN, KMREARIIN S (P EVIIR, S RSB RIA R
(KA B T L AN AR 5 A M, REAHI D L IO WUBE s WSk AT A B A R B0 2
B RSB RKER TR FEASMERAL R A S AGEIER: TN (IS 5
Yo B A I 0 CEEFT EAD TSR

N BITFEH

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