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GNM STI&ACNPY 5% B4 DNA A6 IRFF &2 — ik & g il B i (SF9) FRIRFRIE R GRIEN
FER T R TR B Y ST 4 DNA FIAFIRIHEE (AcNPV) DNA T ¥ v 1 & il 7 6o
AIRFNE R T2 8 qPCR R IGHREM IR, @ EAIIEES A SF9 Fl AcNPV 5RBEDNA. A B . R &

s R EeR, BERANIR AT LIRS fg K. A EACEHR SFIRACNPY E &

2% i Ll 22 B bR

AR e AR A S A AMEVERE AR5 IRERIRR, i AR IR AR AR I 25 SRk M DA A S Sk

FIBCHILRE, B RATESS R

AT S AR A I 6T, e 2 A P ) STORACNPY JR Y DNA.
= MEFERAERN

1. {ERESE-20£5°CKA R, AROH 12 MH.

2. WK G/ INT VKUK GB i, TS BE6-20+£5°ChE A7 -

3. 7t S s A I LA

=. AR KA

Hor 2R HCD0116-100 (100T) oy
Sf9&ACNPV DNA EES# 20uL 20+5C
2xqPCR reaction buffer 800uLx2 -20+5C
IC mix 150pL -20+5°C, @
SO&ACNPV primer&probe mix 400pL -20£5°C,
DNA #iBEil 1.5mLx4 20£5C

. EHIE (BFEEARRT)

ABI 7500 Real-Time PCR System

SLAN-96P/S 4 HZEH PCR 7T &4t

v MARBLEFEM

—UMELATFE. 1L.5ml TR EOE . qPCR & H TR JCHE ) \IHEE B 96 FLAR. 1000pL. 100pL.
10uL B3 &5 FTC AR B i Ak . G E & PCR A, FEABONL. el 54,
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ANIR 2/ p 7S

(—) ZHEREREMHE EARLEX)

1. SPO&ACNPV DNA FEESE 5 KRB bR #2815 &

BB IR AR T BERRZS . Horf ST DNA JKE°A 3 ng/ ul; AcNPV DNA 2 JI%CA 2X10°copies
/Lo FIRFE I DNA BB STORACNPY DNA & B S 3 ShHEATBE RS, IKRIKAT 4 ST1. ST2. ST3.
ST4, ST5. ST6. HAREE(EUIT:

(1) BRI AM STIXACNPY DNA EESH g E TUK L8k 2°8C Nalfk, froeamib/G e miesl, B s

O, BTUKERH.

(2) B 6 ST BRI Bt B0, 43 albRicoly STL. ST2. ST3. ST4. ST5. ST6.
(3) FHXFI A ST9XACNPY  DNA fE B ZH fhnic N STO, WERT B ., ERIEIR A IR 10s IBEG2

JG, FRRBERT B
(4) 7F ST1. ST2. ST3. ST4. ST5. ST6 & 7 HIHIA 90 u LDNA 5 R -

(5) ¥R 1 ATHRERAE
# 1SMO&ACNPV DNA EBEZH Mk

WRE FRREARTR S (pg/uL) AcNPV
(copies/pL.)
ST1 10 puL STO+90uL DNA #iRE i 300 2x10M5
ST2 10 pL ST1+90uL DNA Fi B 30 2x107
ST3 10 pL ST2+90uL DNA Fi Bl 3 2x1073
ST4 10 pL ST3+90uL DNA #RE i 0.3 2x1072
STS 10 pL ST4+90uL DNA Fi B 0.03 2x107M
ST6 10 puL ST4+90uL DNA Fi Bl 0.003 2x10M0

VE: BCHIAARUE B 4°CRZ A — K.
2. FHPERTE NCS HIHl&

HU 100pL DNA #RSBMA 1.5mL RIS 00, Anid A PE % NCS.
¥E: B EE NCS MR A — AT B AL B, 4% pRBAPE i 45 NCS ZiAbiR
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GENOMES ——

(Z) qPCR RMAEREE GAFHESX)

1.

AR i A I (145 525 i SRS DIRE R O BCR, THSE RS SN LA, — UM 3 D EE AL,

SN A= (AP 8 B 52 k6 R S5 NCS* 1 + RO I NTC*1 -+ IR F)x3+2
Y BIRERETELIE 2 ALk,

2. qPCRUARACHE: KAAETKLEM, eoib/EiRS, %R 2EE, MAREN M.
# 2 qPCR 1A R
Hoy AR
2xqPCR reaction buffer 15pL
SO&ACNPV primer&probe mix 3ul
IC mix /DNA FBl 2uL
FEA DNA (G282 5i/NCS /NTC /A FE ) 10pL
e X IC BRI SE A PCR VANHIY, FTHRMETZMA . WA IC mix, 7] IR EGRZE KRN 2
HHRARR

(=) ke (REALEX)

1. {E9%0F PCR M PCR N H BN 10uL AHEIFHIFEA DNA. NCS. NTC. BEE®ES
Fhh, 3R 3 NFEG R NTRS .
2. MHLFEBRIE, RSO,
3. BERBINIX, BAMRKZE PCR B, o EARIE RN .
R 3 FER SR T E R
1 2 3 |45 6 7 8 9 10 11 12
A | ST1 | ST1 | STI
B | ST2 | ST2 | ST2 S1 S1 S1
C | ST3 | ST3 | ST3 S2 S2 S2
D | ST4 | ST4 | ST4 S3 S3 S3
E | ST5 | ST5 | ST5
F | ST6 | ST6 | ST6
G NCS | NCS | NCS NTC NTC NTC
H

¥E: ZRBI ST1~ST6 Faliffne MKk EEH) SO&ACNPY DNA Frifth4:, NCS N 1 AN, NTC N 1 AN,
S1~S3 NFFMFEA . AN 3 NEE L.
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(M) PCR 3 (R#X)

1.qPCR BFix &

LA ABI7500 A5

(1) Fridses, EFF-Absolute Quantification”.

(2) HNSZIGARR, EREAR e 2K, TagMan reagents fil Standard 1=
(3) 1L SO EWR AN FAM, FKE:H1H None.

(4) 1%#F AcNPV iRt 963N CYS5, W KFEHIH None

(5) EFEIC (i) MG FOEERIN VIC, ¥ KEH N None.

(6) ZHRIEHN ROX (FliE)

(7) 2 PCRAX L, %% 4 WEW NP, RSAARES 30ul, TFIHIE1T.

# 4 qPCR [ NFLEFF

B BE I} 18] MEFREL
Wi 95°C 10min 1

p 95°C 15s

1w 60°C Imin 40
D #5256 5 AR T ALRLIEA T3 B S SR«
DIC F=Z IR A B XA BI IR, TR 9 = e R R B E .
(DHLFF SOKACNPV (EFVRE T, 1T PCR ™SISR, PIbR IC 1 CT (H &K, (R IEH (K-

(R R

PL ABI7500, #KAERCAS 2.4 19451

1.

IIMTE . BCE BIE (Threshold=0.2), FEZi(baseline)y 3~15 M SACERERINIELL, BHY ML LS
EAI%L'O

TEPlate TR AR AERTZRFLIEE N “S” , FHTEQuantity 4SO JIE FRIARHE T 7 Tl & BFRBERL L : 3000000+
300000, 30000, 3000, 300. 30, AN fg. MRIEFRHERN ST EAANFEAKRE AN fg/10 uL, AITER
DR 458 pg/n L, 8 fg/ uL.

7E Plate THCEFRUEIIZEFLEEE A “S” , FFTE Quantity K¢ ACNPV 3EIE (IFRUE i 7 51 15 B R RARA N -
2000000~ 200000, 20000, 2000, 200 20, FAL7A copies. ARAEHRIUE ML FAFNIFEA B BLT N copies/10
uL, AIFERSIIR S A copies/ 1 L.

BEEML R 5T AR R ERFErE. WEZ A E R : R2>098, FIE20E Eff%: 90%~110%.
LA CtEMZE<0.5, AHARM DNA bRk 2 18I ACT fENAE 3.1 & 3.6 ITEHE N . AREHERRTE, AT
DAMRAE DNA bRk R 46 CT (BT Hd i 8
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6. X TRHLIN I NTC AP NCS (9Bl, 3¢ FAM JBIliZE RRI% R AR (Undermined) sk# K
FRUMRERZ (W1 ST6) ) CT +3.

7. # Ct (S6) +3>Ct (NTC) , RUIRRFAEIGYH, 7 EH .

H: SRS HRENRSE, FRTG R 5 S R PERRAEATBOE -

+. ERFEW

L B G OB RIEAT, 5F IRV, PR 75 200 DA 5 D15 A 7 A2 D13 AT B

2. BEH B B A I S AT 1

3. SERE NN I, BRI . RNLEIX . AT SRR TR et

RITARM U B FESTRAS, SXMRENEH, DERUER, Bi5h:

b RIS BT LR R G, IFPE R IR IEER DL SRS S 38

5. SRR IV AR ST R TR G NS, BRI 10% BRI 75% R HE. SR ss R

T ST B T €0, s R 0 2 B R Wt A48 7

6. N A A RO, R IFHER = S RE R

7. URETH (R ITRE 38 TS TR, (RAE AR HE R

8. T BEGLREA PR FTHE L e, KTTUREASSIOLA LT He Yt bR, S8 G B B S A R A

Y A B BSCAE FT 7 11 S AN A 5 A e e, AR 6 DX PR O IR WSk A T AT T R 70 25

#, IFSPT—RKER T BT AEARRE A G AR TR (e s

Yo A ADBREI) R CLRST IR EA)

NN BITEH

W& AT SRS, AT IR SCIRBNARSES, BB —D)E A, dsciF R, AR
BT, R A, SR i S A5, R IR SR AR
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