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—. BE R

Hi5&ACNPV B BF DNA A U7 & — 3K L e BRIl B Uil (HighFive) FRURBRERIE RGURIRM
LA TRE W P ik B ) Hib ZH A DNA AIFPIRRE (ACNPV) DNA T ¥ it A A0 & It &

RIRFN R T2 HE qPCR FOCIREHEAR, & BRI M Hib A1 AcNPY SR B DNA. Al PR, R
s REARESR, BARKIR T LR fg K. BRIEACER HibACNPY E 827 fh Cilll i 2 [ S hr i i
HERRE o AR & SNEYESEAR 51 4. BRERUSIRR, 3@ 1 415 1 FE ARSI 25 SR A A HEHY K Ak
FIECHILAR, # R BI TR,

AR & T S AR S B B A A BRI B B, R 2 B R i P A9 HiG&ACNPY 5% B DNA.

= R R R

1. 7EEEG-20£5°C A4 M itAE, ARUH 12 MH.
2. WK B/ TUKE K &I, FFI G BEE-20£5°C it A o
3. PRt S . AEFEH AN RS

=, WRIES KA

YA L2 H HCD0115-100 (100T) RFE
HiS&AcNPV DNA E &5 % b 20uL 20+5C
2xqPCR reaction buffer 800puLx2 -20+£57C
IC mix 150pL 20+5°C, #E
Hi5&AcNPV primer&probe mix 400uL 20+5C, #
DNA iRl 1.5mLx4 20+5C

M. EHENE (BFERRT)

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

fi. MRBEFEM

—METLAEFE. 1.5ml T RH KR 20 . qPCR & HTE B TCEE/ \ BCHEE 51 96 LA 1000uL . 100uL.
10uL FEVBAS A TG BE AR e SO S . G E & PCR A FE B O, IR 21X
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75~ K5k
(—) Z2EZR5RESH & (FEARLERK)
1. Hi5&AcNPV DNA EEZSH & KRR bR dh 28 1) &

SRS IR ARE TR . Horh Hi5 DNA JRZA 3 ng/ ml; AcNPV DNA #% JUHUCA 1X 10°copies
/ w Lo FHAR7R &N 1) DNA BBk Hi5&ACNPY DNA JE & 5% Sl TR BEF RS, Ik ST1. ST2. ST3.
ST4. ST5. ST6. HAKIEMEAIT:
(1) KR E A HiS&ACNPY DNA B S 5B TUK L 278°C FRltk, e mmiRs), BRne
O, BTUKERH.
(2) HU 6 SCF 1 AR P B 08, 3 mlAnic v STL. ST2. ST3. ST4. ST5. ST6.
(3) WilF A Hib&ACNPY DNA & 827 fibrid N ST0, WERTBS.O, fEIRIEIR SN EIRY 10s IRATH2
Jeis FERIE B0
(4) 7E ST1. ST2. ST3. ST4. ST5. ST6 & 4r A 90 u LDNA FHBEiR
(5) R 1 BATHRERE
#£ 1 Hi5&AcNPV DNA EESE B HE

WRE MR Hi5 (pg/pL) AcNPV
(copies/pL.)
ST1 10 uL STO+90uL DNA Hi5 B 300 11077
ST2 10 puL ST1+90uL DNA Hi5 B 30 1x10%6
ST3 10 puL ST2+90uL DNA Hi B 3 1x1075
ST4 10 pL ST3+90uL DNA Hi Rk 0.3 1x1074
ST5 10 pL ST4+90uL DNA Hi Rk 0.03 1x10°3
ST6 10 pL ST4+90uL DNA H Rk 0.003 1x10°2

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)

L MR P A ) e

%

=

w: BRASREREZIUE 2 KK E.

2. qPCRARME: %ulfE Tk LRk, omtb/EiR), %R 2HE, MARRAN RN,
#® 2qPCR RNiE R

O GENOME m—

% R AT S RO, TR RONALE, AR R 3 N EEAL.
S SALE = (B8 8275 k6 +BVE BT NCS* 1 + oo HE NTC*1 +A5 AR i) x3+2

Hay B AR
2xqPCR reaction buffer 15uL
HiS&AcNPV primer&probe mix 3uL
IC mix /DNA Hi Bk 2ul
FEA DNA (GE fi:5 % il /NCS /NTC /A JIFE i) 10pL

H: I IC MR REAT RS A PCR AN, ARG A . RN IC mix, AT FHARFEREGEEAIK A L

FHNAA o

(=) ke (BEARAFEX)

1. {E5r3E4F PCR MR AT PCR RN H A0 10ul AEIFHIFEA DNA. NCS. NTC. FHEE

Fit, 2R3 REER RN B .
2. MEBFEHRAR, AR

3. FERBRNX, WAMMKZOE PCR AIAXA, 1CRAEAIRIBINT .

R 3 FEA SRR E R

EES

1 2 3 4 | 5 6 7 8 9 10 11 12
A | ST1 | ST1 | ST1
B | ST2 | ST2 | ST2 S1 S1 S1
C | ST3 | ST3 | ST3 S2 S2 S2
D | ST4 | ST4 | ST4 S3 S3 S3
E | ST5 | STS | ST5
F | ST6 | ST6 | ST6
G NCS | NCS | NCS NTC NTC NTC
H

YE: %R ST1~ST6 FkMIK) 6 MMAKRE R Hi5&AcNPV DNA FrifEfhi4k, NCS v 1 MR, NTC v 1 DN TER ST
M8, S1~S3 NFFEEA. A 3 MEE 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.

HHE HIS HRE FOLHEH Y FAM, VKRN None.

I ACNPV i ZOLIEHN CYS, HKIEH] ) 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
ﬁﬂ; 60°C 1min 40
Q@ % 5256 == ] KRR T F LR kAT U B R A
QIC 3= s IR ) (K5 RO M TS s R 26, P AR S 2 i e R iR
Q)Hlbr HiS&ACNPV TEEKE T, T PCR #1054+ 205, Pbs IC 1 CT (Hak, (Wi EH 1.

(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,

1E Plate [HIBCK bt I 26 FL 1 B 9“S 7, JFAE Quantity K HiS I IE AR AE b 437 150 B R REBEFE J4: 3000000+
300000~ 30000, 3000 300 30, FA7A fg. MRIEFRAE ML EAMAEAWREZ A7 fg/10w L, AIfER:
MRS SN pg/n L, Bl fg/uL.

7E Plate THCKFRERTZEFLILE N “S” , FFFE Quantity 5 ACNPV 3 I&E FIRHE i 43 il B B R BAR N«
100000000 10000000, 1000000, 100000~ 10000 1000, A7 copies. HRHEFRAEHHZE TR AFMIFEA K
FEFALA copies/10 w L, RIZERTIIFR 5 #54 copies/ 1 L.

A AEIIZ R? 59 B R0R & SRS AR AE ARt Hh 2 € FRifE 9 : R2>0.98, 3 20R 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
DARRHE DNA bRkt (546 CT EFAT #d 1d ug .

St F AR B NTC FIBAPE 4% NCS (R, 3 FAM JBIEZ5 LR Z 2 A4 H (Undermined) 53 K
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F i/ MrrERZ (40 ST6) 1) CT {H+3
7. % Ct (S6) +3>Ct (NTC) , EKHMARAFIEIGH, F5EHLk.
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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