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BRSSO BRI ERAIESNES PCRiHFRE

FmRga:

BIEEZORITE (Mycobacterium paratuberculosis) 2—ZE, EEMHE, K
1—2 7K, REHS, BERRIKNEBRNFENARENTEERE., FfFLr~
& "EET . FEWLF ESSITEERLIERER. KR, KR, KEFNBARRE. BRI
EEXNESY LEREETRERE, SESOTATERS EEBEU. A B REIES
BORITERRIEOEER PCR K&, eEEMES:

1. BPFEPA, ARPREERMESER,

2. IRERIEZORTERTFIIRITNE S, SHEXBELRNRN,

3. REETLUARILE#E /KR,

4. —EBNKER PCR &M, EEREELTE.

5. ARAFIEEHE 50 IR 20uL REARABEREEE PCR,

MRk :
wmS 932 bt
F— 2xgPCR MagicMix 500 uL (F&E)
HH= % PCR EHEIRBRER 1 mL (EFH)
A= BlEZ O ITESENE PCR 5|1¥IEE R 100 uL (H)
P |2 BSOS EATE SR % PCR PEMEXTER(1x 10E8 /uL) 50 uL (%)
il al DNA fES2MRE (XB%) 15 &% (9 mL)

EJEES)is 1
IR RTF:

Rz, -20°CiRTF, BRE—F.

B&idif:
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DNA 1=z, 10xROX(IRIENELRE, EANERGIX).

{ERGE:

—. %1% PCR BRIEXIER (LA 10E2-10E7 $#£2I1/uL X 6 4 10 {SIEREH):

1. ER: AT RERKREIRES, B TR EERRINKIEHT, THAEE
SREREARFIEREMAD). BN RREEIERYT BUERMERIR, AN-RAE
HEEARMIEMEXTER, RIRMTLIEREFEARY DNA HFERAEABMERTER.,

2. txic 6 MELE, PR 7, 6, 5, 4, 3, 2,

3. EATIEABIIN 45 L 3% PCR SRMRREREFRFTEL, TH),

FEI/pL AOBEMERIER. BUK ERFR.
5. #8183k, £ 6 SEHIIAN 5 ul 1x10E7 #£M/uL BIPEMXIER(LLTEREANTS), RO=E

# 1 2, 1§ 1x10E6 $#M/pL RIBRMERIERR. HUKERFR.

;

6. #46k, £ 5 SEHIIA 5 uL 1x10E6 #EN/uL AIFAMEXTEREI 5 SEH, ROE

N

1 2, 18 1x10E5 #M/puL AUPEMERSRR. MUK ERFA.

7. EE FERVRFERNSE 6 MEREAMRMXIRE, Bk EA.

—. & DNA RytlIEH:

8. WNIRE N MEm, WURE N+2 NMER, SHI—M2 PCHEMBISEMEMENR), —
e NC(HREIEEMXIER). AJLAR 10uL E2HIEH PCR FRMXIERRISE 4 S(RES
1x10E4 #M/uL, 10uL BHTF 1 BEIESE 5 SGRESN 1xT0E5 #I/uL, 10pL
=T 10 BB L —EEKERMAFRIRERBISERAARIR—E, LUER PC,
BHNRKIEN NC, JIRERFIEFE 200pL #m, W PC 1 NC RIAFRBLIE 200

ML,
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9. ARG AMENIFRAY DNA, RAFIEIRMIA L AZEmS DNA REAFISFRE.
BAILUEEAATIN—ER %S DNAout SEFARIRIERHES DNAout, AidFIEHnER
W% 15 x—&=fHS DNAout,

=. %8 qPCR RM(20 pL R, EHEREIEEHTT):

10. AMERRM 1 REE, Wimc N+9 4 PCR &, HH N+2 MNEFLELSEER N+2
MER, 1 DT PCR BHEXIER, 6 4NAF PCR FEMXIRR. fNRM 2-3 XEE, IR
RAZEEEERIEN 2 85 3 Z.

1. ERCEHR TRIMAZRS GRRFAFIH—RES. HFaEfRYREETEEA

IRERMXER, FERERERESEE FE LEFHEFFEREM):

PCR PETERIERES
RS HEREN+2 4 | PCR Bl MBS PHTEIARE
(2-7 §)
2xqPCR MagicMi R
*GPCR MagicMix (1 10pL 10 uL £ 10 pL
&)
Bz s B PCR 2 uL
REEARATE PCR3 14 b - -
BAw (85)
B 10xROX (ILiE) 2 ulL 2 L £ 2 ul
N+2 f5IER DNA 117 6 1l m T
% 6uL2 S&F 2
%7 $5A7/8 PCR [RIMHIAE & ol SHeEl 2
. - A Ahn SE.35HR3 5
RER(2-75) - )

iE: {X ABI7500, 7700 #0 7900 {Y=sFZfHEMA ROX {EARIHR, bt PCR X540
iCycler IQ. MJ Option, MJ Chromo4, MX3000, MX4000, RotorGene3000, RotorGene
6000 #0 LightCycler480)A~FRE(ER ROX, MAKEHL,

12. HEEFR LN, ETIESHEHT PCREEMR PCR 2 RILUREXESEARMETIN).

gtz RE R
T 92°C 5 9%
94°C 60 &b
PCR 2Rz 30 MEER 50°C 60 b
72°C 60 b
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13. #UERE

BNRERFr R ERHEFRIRERTT, ARSI ERAEARSES DNA B, &KX
IRBEETE 471 nm, %55 DNA BIRISAIRBCEETE 500 nm, RAKRGIFGERE 530
nm, {ESRETLUIREESHSHIEHIE,

M, #EAbIE:

14. FERAFIZRATEERN, NWEAPBMUXIERIRER log E/otEM, LI Ct EAMNH,
LEtRERZ, BLSUEREN Ct ENRERZL HEEHER DNA JRER log &, B
HEEHEIRE,

15. IISERAFIZATEEN, RFMTEEMEEEY, NWBMXIER Ct MK TEEFT
40, FEMXSRBORERIEIEIGI, GHMEY 8%, Ct BEiOz/NFEET 30, X3RN
e, MRE Ct KFEET 40 WY, nRANFaETF 35 N9, aNRTE 35-40
2/, MESE—R, EELRA Ct BEINRAFHET 40 WY, WmFNF 40, WA
BRI,

Li8Le5EWBR AR (www.shining.com) B~ mUREIFER, A ESHETFH
fttFiZ,




