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EXFRHFERFIERNES PCR IS

FmRiFa:

EXZFEIFE (Bacillus megaterium) : K, RinE, BNHEEHEAT. FHREFSR |
Bz, F=KCMAY. FEABERERKEAS, FEERIBRERE, Etketizs, B
EHEE, FEFEE. T EATEEaEREE, EXFBEIEERNSRESRESE
BEEZ(FA, KRR TETERNSBHLEY), (EZRAFRERNEI A E XS
HRSHTFEAERSIEFNESESIEIER, IFEESHMEIER, A -RHe
DIREESEERE PCR SANEMFFRAIE HNEXFBTERIRAIE,

1. BPFFEPA, AR RFERMIESHER.

2. IRIEEXFITERTFIIRITE 34, SEXRELRNRAL

3. REEFTLUXR L EEN/ R,

4, —ERTOEEE PCR &N, BHREELSHR.

5. AAFIERE 50 X 20uL REFRAIIEERE PCR.

SRRk :
wmS [5x4 g
it — 2xqPCR MagicMix 500 pL(REE)
W= 9t PCR EFERERR 1 mL(ES)
W= EXTEITES L PCR SRS R 100 uL(E=)
3P EXZFEMTEZhE PCR PEMEXTER(1 % 10E8 /uL) 50 uLEI=)
ik dlkal DNA fRERMER0IIAEE) 15 JR(9 mL)
{ERFA 1
BRRFRE:

REEkH. -20°CiRTF, BRE—F.
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B&idHl:
DNA #&#z. 10xROX(IRIEINEYRE, BMRIMERSX).
ERAX:

—. %1% PCR PRIEXIER (LA 10E2-10E7 #£/uLiX 6 4 10 (SIEEEH)):

1. ER: AT RERKREIRES, B TR EERRINKIEHT, FTHAEE
SREREARFIEREMAS)  SEINFRREMFERY BUERIERIR, AF-RAE
HEEARMIEMEXTER, RIEMHATLIEREFEAY DNA FERAEABMERTRR.,

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

3. FEMesko B0 45 L 53¢ PCR EREIRBRER (RFRAT Ok, TH) .
4. £ 7 SEHIAN 5 uL 1x10E8 #&M/uL KPEMXIER, "HOES 1 28, 15 1x10E7
EN/uL RIPEMEXTRR, BUK SR,

5. #8183k, £ 6 SEHIAN 5 ul 1x10E7 #£M/uL BIPEMXSER(LLTERERANTS), RO=E

# 1 2, 1§ 1x10E6 $#M/pL RIBRMERIER. BUKERFR.

6. #te3k, £ 5 SEHIMAN 5 uL 1x10E6 #N/uL FBMXIEREI 5 SEH, RHES
1 2, 18 1x10E5 #M/pL AYPEMERSRR. MUK ERFA.

7. EE FERVRFERNSE 6 MEREAMRMXIRE, Bk LEA.

—. & DNA RyflIEH:

8. MIRA N MEm, LMRE N+2 MEH, ZHA—RE PC (HFREIEMMERR) |
— 2 NC (HFmEIEEMITER) . FJLAR 10uL E2HIEH PCR FRMXIRRHNSE 4 S
(REF 1x10E4 $#M/pL, 10uL BHTF 1 BFEN) &5 5 S (REH 1x10E5 20

/uL, 10uL #825F 10 BEN) Bl E—EERKESRRIREREIFZERIARR—,
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VAR PC, BHMRKIEA NC, WMIREIRHEIEFE 200uL B, W PC 1 NC AYA
REmZE 200ul.

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

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

10. MERRMH 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 5 3 Z.

1. FERCEHR TRIMARRS GRRFAFIH—RES. HFaEfRYREETEEA

IRERMXER, FEREYRERESEE FE LEFHEFFEREM):

5% HmE N+2 4 | PCR BB HRE | PCREIAMXIRE(2-7 &)
2xqPCR M;g)lCMlX (& 1oL 10 L £ 10 L
=
Ekﬁ?@ﬁ% PCR 3|47 2 L 2 £2 1
aR(EE)
B& 10xROX (IL¥) 2 uL 2 uL £ 2 ul
N+2 #FFeE DNA 1= 6 uL A~nn Am
% 7 £Ff8 PCR MRS
. & 6uL2 583 2 5F,
BRER(Q-7 2 < <
BRRETS) g g 3 243 3 24..)

i*: X ABI7500, 7700 #1 7900 {X2§F=ZEEA ROX {EAXIHR, HtsYe PCR {X&§ (10
iCycler IQ. MJ Option, MJ Chromo4, MX3000, MX4000, RotorGene3000, RotorGene
6000 #0 LightCycler480) RHEEREFA ROX, RAKER.

12. HEEFRLEN, ETIESHEHT PCREEMK PCR 2 RILUREXSEARMETIMN).

idig mE B1))
FRAntt 92°C 5%

PCR 2R 30 MMEFR Sais 0P
50°C 60 Fb
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| | 72°C | 60 7 |

13. BUERE

BUNE(ERETREEHEFIRERHT. MmOz~ ES DNA i, &KX
IREGETE 471 nm, 455 DNA BIRISRAKIREEGETE 500 nm, RAKRSIFGETE 530

nm, ESREFTLUIREESHEREFLSER.

M. #iEahiE:

14, NFERAF AT EEEN, VLAPRMEXSIRIRERN log B/, LI Ct B9,
iER RS, BLSURRAY Ct EMNERS HHES MR DNA (REf log &, B
HEEHERE.

15. MRERAFIEATEMEEN, RAMTAMESEEE, NAMRIER Ct B TEEFT

40, FEMXROMESOCIEUEI, BHEY 1B, Ct BEMZ/NTFEEFT 30, XE
HEm, NRE Ct KTFEET 40 WA, sF/NFEET 35 NJRM. MRE 35-40
ZiE, MES—R, EELRA Ct BEINRATEHEFT 40 WABK, WMFRNF 40, WH
PR,

LW ERAE (www.shining.com) A~ miUHFIFHER, A EHATHE

ftig.



