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# KL0O5020 20T
GNM pTO_TREﬁI}éﬁtﬁu% # KLO5060 60T
= -20°CIRF 12 M H, BaREFR
Bhid: GNM pTO-T EmIEXFIEF BRFhEATES | (Topoisomerase |) BIYIEIFEZAS =G HERGORERIE AT, &
FF 5 ZH Taq DNA REET18A 3' iHHE "A" RefF ). HocEEasENNEsF, Amp iEERE, a7k
FB5 4% M13F(-47)%0 M13R(-48)i#1TE% PCR &EfAMIE,
P mBRk :
¢HEY KL05020 KL05060
2xpTO-T Mix J00ul
(8 5ul Mix & 30ng £{%s pTO-T) . 100ul>3
Control Insert Sul Sul
M13F 5|$1(10uM) 50ul 150ul
M13R 5]4(10uM) 50ul 150ul
iR
o EERMNYE 5 o
s ARREEER, RFIMAFERF pTO-T Mix
« IEFT Taq DNA BRAESH1EM 3 HE "A" KRiRHIr=
- BERTEER
o FEWEAMEE, ETEERATF 90%
REEHIEN
FERAKFIEER Control Insert (1kb) , &% TF A iR L, AERE PCR sRAEsT) 5 AIDR A HAORE, fEE
TR TEERT 90% KA E.
{55 BE
1, EERRM
wTR%E, 77— 0.2ml PCR ERIK RN
B L3
DNA FEz 1-5ul (20ng-200ng)
2xpTO-T Mix Sul (30ng #&iR)
*KZE 10ul

iE ERAE, BRREORERLD, EARETHEER. I8 BERAEEREBERM (kkig) LIRME.
2, REGRERFERER

FET (20°C-30°C) & 5~10 £#h, REBEOLEREDKLE. SRUIAHTENIR, BHEEET-20°C
7. T2 DNA RFERIIABENTR:

REEK/AN (bp) =fEFAE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

SNER PCR FRB kSR A R —5H, SWM—RIMIIHSRMSHEE, TEEBFYIRKRHITRE.
3. BRTEXIERRRL
BY Sul iIfFIEIRER 1kb KERXIIRH B TRIE,
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4. ¥k

o HY 10ul &% 100ul RURIB4LAY DH5a B TOP10 BaZS4REh (RER#ER TOP10F BEZA4RIE) | IRISRS,
VKA 10-30 H%h,
o A2°CIKiARR#ATE 90 7,
o MAETFIOKETF 2 DH.
e 1O 500ul TEMIAESHIAERR SOC & LB BiAiEFRE, 37°C, 200-250rpm #R5%EFR 60 558,
o IREX 200ul E&iST. HNTHEZIESHETE, TJLASE 4000rpm B0 1 9%, XS 5, BRKRERIER, &
PEFER, NEPERR, Aa 37°CEFRE®R (12-16 /\dT)
5. BAMSEAFHEE
B PCR
F3 10ul 163k Bb%TaEETRSENAE 10ul FTE7KaE) LB 1555800 PCR &ch, MOTiES. B 2ul AESRIENR, 50ul PCR
AR 10uM SRER M13F/M13R £% 1ul i#17 PCR ¥ 18,
1%IFBEFER IR DT IBER, BIkETANSEARBRAIMBE (BHF M13 51¥7EREAEAFMN, FrLd PCR
18 HAY DNA BHKELUEAN R ERK 156bp) AISIERT L AFAMSRE, BF% PCR SEEARI—EERZ—MINERN
FEMERIER, LAHERR PCR #8895 0B PRMEATAT RS,
MFE: A M13F 1 M13R IR FRIEAIBRRLE TR O

AR
AR BARTeRE), SPREER(R?
o EETSHER, ERRRLIER>5% 107 cfu/ug RIREZSHAR.

o EERNARETNRE, NMSERETERE.

o EERMNANEEK, =ET 5 SMRALL, MEERK, EBES TR,

o PCR ARMIAEAZEAL, IZBHEEFEIA.

o  PCRABE(R, VIRRIFESINT FERGIRIENS, FEHHIE.

o PCRIIBEENRIG, ROXFRE 5-10 59, HRRAERIE(HTE.

o HBUEIRESHIEF, SILUNA SOC & LB IAIEFE, 157 60 5,

o REHEFRTURENEIEASM, WNRLREEEDT DNA S8ERANER, BLEIFIRATFIIER, %E86
RIESERKESFFINER, &A 25-30°CERIRIES, HE RS EREISMEERERT EPI400 BEZSAME.

pTO-T HFEEMSRIEM R F

M3 ey
CAGGAAACAGCTATGACCATGATTAC (}Cl C A.AG'C TCGCTTGCACGCCTCTGCACTCGTCGG
lonmg &gt
TCCCGGCATGCGGCCGCGTGTCGCCCTINNNNAAGGGCGACACGCGGCCGCCGACGCAT
TCGCGAAGTACCGATCTCCAATTCACTGGCCGTCGTTTTAC
Mi13 twd
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