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Hela 7% B8 DNA Rl i 55 & /& — 3k & 0 8 SR & Fe A A S o ) s 2 it S o Heela 15 £ 4
5% R DNA T 1 & AR &

AR GRH T 2 H qPCR FOLIREIHIAR, B ANFE S Hela 75 EAUARTL R DNA. R lPs, R
FEwe R rER, B IR AT USR] fg K. XA EACER Hela & 8275 0 Calle 2 B 5 hrifE i, TR
B o AR B S A SNEEREAR 514« SRETRVEAR, 83 AR PR RE AR ARSI 45 SRR I AR AR SR B 7R T
HLAR, R B S

ARSI T 5 A A T (15 E4UARTE R DNA & AT ER G (BRI, #Eff e &AL 5 T Hela
5% ¥ DNA.

= EEFRG AR

1. 7EEEG-20£5°CRA4 M itAE, ARUH 12 MH.
2. WK B/ TUKE K &Iy, FFI G BEE-20£5°C it A
3. RIS A HEIAMLEE S

=, WIS KA

&

YA L2 H HCD0108-100 (100T) RFE
Hela DNA E &% % 5 (3ng/pL) 20uL 20+5C
2xqPCR reaction buffer 800puLx2 -20£57C
IC mix 150uL 20+£5C, #E
Hela primer&probe mix 400uL 20£5°C, #
DNA #ifil 1.5mLx4 -20%5C

M. EANE (BFEENRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4xH#IE PCR 7341 &4t

fi. MIRBEFEM

—MHEEATFE. 1.5ml TEACHR R0 qPCR & HJC B JGBE \BCHEE 5 96 FLAR . 1000uL 100uL.
10uL F& VR 28 A1 TG AR B A Ak . 286 E & PCR A, FE S OHL. IR 511,
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7N~ RETT
(—) Z2HRBEREME FERLERXD

1. Hela DNA B &S 5 # R Abn o 2R 1) &

FHAF 6 N 1F) DNA #BE700F Hela DNA 2 5275 i (3ng/uL) AT 16 FE A RS, A B A6 FEE A Ul 300pg/ul

30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL, KiXA4 9 ST1. ST2. ST3. ST4. ST5. HARHEIEWT:

(1) KRF &N ) Hela DNA 5E 2% B Tk _Eok 2~8°C Ffk, foeamib/a7emiis], B, 8
Fok B

(2) BUS SCHF R 04, 20 7lARicoy ST1. ST2. ST3. ST4. STS.

(3) KRFE N K Hela DNA 5E 5% ARic N STO, BEES .0, 7ERIERAN EIRG 10s WA B, H
IR 250 6

(4) f£ST1. ST2. ST3. ST4. STS EH 4N 9OuLDNA FfEl, %K 1 dHATHRERAE

& 1 Hela DNA EES % AR
WY MR WE
ST1 10 pL STO+90uL DNA FiFeii 300pg/uL
ST2 10 pL ST1+90uL DNA Fi B 30pg/uL
ST3 10 pL ST2+90uL DNA FiFeii 3pg/uL
ST4 10 pL ST3+90uL DNA FiFeii 300fg/pL
ST5 10 pL ST4+90uL DNA Fi B 30fg/uL

W ELHI bR SIATR 4°CRZ A — K.
2. IEEEISURE ERC K%

MR 5 ZE 5 YU 7% ERC 1 Hela DNA HIIIERA B (LA 510 30pg Hela DNA & HIFEA ERC J9il),
HARRAEDTT
(1) B 100pL A IUEE SN 1.5mL {5 B B O .
(2) PN 10uL ST3, B%1, Fric NFEA ERC.
VE: FEA ERC FFEHEARIIRE AR — AT RIALEE, )45 SR A ERC 20463

3. BAMEF#E NCS B &

HY 100pL DNA FRRAIN 1.5mL (R B B0 1, Anid A B PEii$% NCS.
TE: FAVERR P NCS AFRHAR R A — SR AT BTACEE, 4 FR P 4% NCS ik
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(=) qPCR RNAREE (AFHERX)

1.

AR T ZE A 0 7€ B2 2% i LA RE OB, ST R RN AL, — B 3 AN EE AL
S NLAL K= (B L€ B 25l * 6 +BAVE % NCS* 1 +JCRBOM I NTC* 1 +ArIIFE S +[E[ S5 % ERC)x3+2
T HEEAE A RHIAE SRS DI R [F) N (B0ZAE A BRC, DA iZFEA [ [mI s BBIRE IR E R 2 2 ALk E.

2. qPCRUARMEE: #iME UK LR, i /ERS, %L 20E, MAZEAN RN,
& 2 qPCR RPIER
Hay B AR
2xqPCR reaction buffer 15uL
Hela primer&probe mix 3uL
IC mix /DNA Hi Bk 2ul
FEA DNA (GE 2% fi/ERC /NCS /NTC /A5 JIIFE i) 10pL
e X IC EEMEEAEA TR S PCR SHANEIY, AIARIET ZIA . WA IC mix, W] FRRE R B0 40K 4h 2
MR

(=) ke (BEARAFEX)

FE5r 350 PCR SN PCR R tH SN 10pL ALFREFHFEA DNA. ERC. NCS. NTC. H6fF
EEBH M, 3 NRE SR

2. MEGFEIARE, FEIE .
3. BRI, JRAMRBIZEN PCR RN, TEsRFEARIEBINT o
3 R R E
1 2 3 4 | 5 6 7 8 9 10 11 12

A | ST1 STI STI

B | ST2 | ST2 | ST2 S1 S1 S1 SI(ERC) | SI(ERC) | SI(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

F

G NCS | NCS | NCS NTC NTC NTC

H
v 1ZoRl T ST1~STS Faaknillff 5 AMKEL 1 Hela DNA F3AEHIZL, NCS 4 1 MBIMERHE, NTC K 1 ATERto i, S1~S3
FFIREA FIAEAMREAS (K ERC. REMR I 3 M EE L.
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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.

14 Hela R 75 %OGHE Ay FAM, K414 None.

HHFEIC (AliR) R FOLHEMIN VIC, ¥EKFEH]N None.

Z PO ROX (AL

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

e RE i ] TR E

Pz 95°C 10min 1
) 95°C 15s
ﬁﬂ; 60°C 1min 40
(D % 925 5 AR T LB EAT Ve B SRR «
@IC = W RR A 15 280 B RIS B Wi R 2, AR Se b s s ik PR R 5 E .
Q#Ehr Hela 7TEERE T, BT PCR ¥ 8IS, WAR IC [ CT SR, (RS EH{H.

(I GRaH

PL ABI7500, #AFRA 2.4 A

1.

SINTE: BEE BI{E(Threshold=0.2), %k (baseline)y 3~15 {EIAEAX A ERINILLE, AEY WML 2 E
1EH

1E Plate TR hRE 2R FL BB AS”, FFAE Quantity 437 B B FFEELE N: 3000000, 300000 30000,
3000, 300, $AA fgo HRHEARME M 2 T SRR MIRE AR FE BN fg/10pL, AT FAERS IR 5t 5509 pg/ulL,
5% fg/uL.

BEHEMERZE R? 55 R R DR GFRE bRk i 204 € bRtk Dy : R2>0.98, 7 9205 Eff%: 90%~110%.
SFLIA] Ct{E W 2<0.5, FHABM) DNA ARiE S Z [ [1 ACT {HRAE 3.1 & 3.6 TGN . A fRHERTE, o
LURRYE DNA ARtk it )56 CT E AT HiE g g

X T IR B NTC FIFIME 5 NCS BRI, F& FAM @i &5 R BZ & K&k (Undermined) 303 K
Tt ge (a0 STS) 1 CT fH+3.

% Ct (S5) +3>Ct (NTC) , RKRIIEGH, T EHFTLLK.

s BRSNS HRENRSE, BTG LREHU AL AR A AT BE -
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L ARFGRERIE R, A T IR PRI W, 8P 5 V4 B 132300 B 5 JF 0 2007 A% 2 J 5 W PR adE AT 451
2. BB LA I GRS N ST A

3. SIS N ABUIER DX FEAKEILIX . RNRECE X § IR A X R . AR iR
R TARMR 18 4. PEFFRGTE, ST, AMEUEH, BRi5T;

4. SRy A I IR G A, IR R IR R, PLR OIS G

5. SRR A AR A SR FTG S TAE & RAB WS, NN 10% K SUIRINER 75% MR A B . SEIG 45
Ja BSZEIEVE TAE G, 5 0 TAE G L2 & Ah St/ i BEAT 1 75

6. ANEAE A ROWRI G, A FEREKE P A REIR T 5

7. JNFEFTF RIINRE &5 75 2 I, DRAE IR A e L

8. N T BERFEATALFELE R A ER, KA B AT R AP0, 8 S e fih 3 S RN BEE: AEA
A 2R A LA T B R RS AMR R A 2 AR A, RIS XL BE . R AT AR TH 2551 &
e HEIRFY) KW G5 E 55 FEARAEAAL B R S AR ESR . AR (e E R 258
Sy A @ EID) A BRIT IR E B .

N BT

B S BEE FER], AEH TR SR BN ARSI B — VR R, SR A&, AAH
BEAT DT, ARG R AR, SEIRE S S U R, R IR i se A kA .
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