O EENOME

GNM pTO-TiRiETEXFS

= 20°CRF 12 1R, BRREHRR

tiz: GNM pTO-T tRiFFIELFSFAIGFNFIEE | (Topoisomerase |) EIYIEIBIERZANS MG R ERGRERIEAT, &
FAF e [ Taq DNA REEST 18R 3' A "A" RinfUr4). SATHESsEUNEF, Amp fiEER, AL
FA5 143 M13F(-47)F0 M13R(-48)i#17E7% PCR £EM 7 iE.

FEmdERk:
ARk KL05020 KL05060
2xpTO-T Mix 100ul Jo0ulx3
(8 5ul Mix & 30ng & pTO-T)
Control Insert Sul Sul
M13F 5141(10uM) 50ul 150ul
M13R 5|#3(10uM) 50ul 150ul
[ =R

« EEREYE S O
FREEER, RFIIARER pTO-T Mix
BT Taq DNA RGBS 18AY 3" InHA A" RinHIr4
BREETEER
FoRm e, AT 90%

FREEHIEN

ERARNHFIEERE Control Insert (1kb) , FfHT A TR E, FRERE PCR SEREBYISAIIDR B IKHAISRE, At
IR efEER 90% M LA L.

{sE iR
1, EERM
BTER, £ 0.2ml PCR ERIRRIIN
%) R
DNA & 1-5ul (20ng-200ng)
2xpTO-T Mix 5ul (30ng k)
*IKZE 10ul
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HaeaeNoMeE

T EdAE, BRESRERD, EARETEER. I8 BERAEERERMG (kkig) L#E.
2, RELEERRERER

=R (20°C-30°C) K& 5~10 o, REBBELEREDK L. SRUAHTENIR, BHEEFTET-20°C
7. T2 DNA REMREN TE:

REKRN (bp) RiEMAE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

SNER PCR FYIREIEIN AR —5RT, SWI—RIMIAMSRMRTTE, JERBF YRR TR,
3. BAMXIERRE
BY Sul iIfFIEIRE 1kb BRI EDHITTE,

4, B

o HX10ul &3] 100ul RIKIERLAY DH5a 8 TOP10 BaSS4miEth (FREENfER TOP10F BESEA4iE) , BiZFRS,
VK8 10-30 £,
o 4A2°CIKiARR#ATE 90 7,
o AETFIOKAT 2 D,
e 10N 500ul TEHIAESHIAERR SOC 5 LB HiAiEFRE, 37°C, 200-250rpm #R5%EFR 60 558,
o IREX 200ul KIS, NTEIESHETE, TJLASE 4000rpm B0 1 9%, XiasEs 5, BRREENER, &
PEFER, NEBERR, A 37°CEFRER (12-16 /)\dT)
5. PHEATFAIEE
B PCR
F3 10ul 183kBkisEsafEE=TRSTINE 10ul FToE7KE) LB 1555809 PCR &, MUTRES. B 2ul HESR91ER, 50ul PCR
RZEAFIIN 10uM SRER M13F/M13R & 1ul 3##4T PCR ¥ 1%,
1%IFREVER AR B DT IBR. BIAFTANSBARBRAIMBE (BHF M13 5I¥7EsREAENFM, ATLA PCR
18 HAY DNA BHKELUEA R ERK 156bp) KISIERT L AFEMRE, BrE PCR SEEARIN—EER T — MINERN
FEMERTRR, LAHERR PCR ¥ 89S B FRMEATATRE,
MR B M13F #1 M13R PR SerERIBRRLH TR 4.

EREES T

HALRBFARoeED, ERRMEE(E?

o REESSIE(R, (ERRRLER>5%107 cfu/ug RIRGESHRE.

o IEERNAERETERME NIE=RTMRE

o EERNANENTR, =ET 5 2RI, HEEK, EHEERSTHE.

o PCR RERMMAEARZEHAL, RIRHEFEIIA.

o  PCRAEAR, VIRRIFESRINT TERGIRIENS, FEHHIE.

o PCRYIBEERIG, MNOIZPBIEM 5-10 08, HaRABEEHEE.

o HEIRESHEF, TTLMNA SOC 5 LB iiALEFHE, 155 60 5,

o REERTRENBIEASN, IIRLHEREEST DNA £5EANER, FLUEmFETFIIER, %a8
RIESHRRESFIINER, A 25-30°CERERIEF, HEIERELNEBEEREISIEERR EPI400 BS54,
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O EENOME ——

pTO-T HIFEEMS =R AT

(2r30) End Stavt (1)
{2722) Notl Nottf (13)
{2721) Sl Bsal (24)

(2684) Bsgl Nrul (30)

1ey
CAGGAAACAGCTATGACC, ATGA'ITACG‘C; g m(z]gTCGC TTGCACGCCTCTGCACTCGTCGG

TCCOGGCATGCGGOCGCGTGTCGCOCCTINNNNAAGGGCGACACGCGGCCGCCGACGCAT

TCGCGAAGTACCGATCTCCAATTCHCTGGCCGTCGTTTTAC
M1 }

AT A BRI, 1520 R T I RS W S Al R 3
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