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BT

ClonMan™ Zero TOPO Blunt Simple Cloning Kit AE &8 TOPO FKikmalE, A& SHERIAS
MCS., AF=RIESN T4 EZEEEIEARR, ©RET Topoisomerase BILAEBHBI(JLF $h-J 1),
EREEE 100%)iER: DNA FENRIERAANTHFENIZSHMK. A EERERALAEURS
SRIERTIMNR, FEE PCR IG5 LS AGIENESTIA. WATINRER PCR § 155 1S N\HES
PIRIAH1T DNA BSHIRY, BRI REEAR SR A L EE S mERTI S ERRFIEERNE, LK
IRESIRER, BN iERIIE,

=iz
ATEE. RE SHREERRE.

s

o TTLIFEBHE) ( JURDER-JL 8 ) SoREEE.

o THRIKATIAT, =il 5 DHRTEEEN, Tk /NS, R 37°C10 DHEHMETLIRIR.
NWEERFRRFE 15-20 H8h,

o TERXHE LTHREBIEARMIE NEKENFCEEZEEAS (#r100% ) .

o FILUEEIKIALOkb B ( RDfEEESkb AR, thH85%LL ERIEN ), RERITHE LREER. RIRE,
TEEAMENMNTOPO BluntSERimTEE IR,

F=mmiaRk
Hip PN122 20rxn PN122 80rxn
TOPO-Blunt Simple (30ng/ul) 20 ul 80 ul
1kb Control (40ng/ul) 5ul 5ul
Enhancer (10 x) 20 pl 80 ul
it

-20°CHRT7, BB RERRY.
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e o

1. EE RS :

PCRE ¥ ABERSER L. (R IEF- MR FRANRREREHERTIT G (a1Pfu. Vent, Phusion DNA
Polymerase ) . PCRF#) ({RBEBMET. TIFREHS RN ) oTERHTEREREN, ITHHE
., BUENEREMAE (58S : PR810), IRELABHAIERAIPCRE=YINISRIFHTAML, EItER
FRRIBATRE HERS ((EREEMENBRIERIR) .

2. EERRN :

2.1. =R (20°C-30°C ) =B TARFIRIE (100l KK ):
ddH20 to10 pl
L f5a9 PCR #=4/8#& 1ul 1kb control 0.5-8ul
TOPO- Blunt Simple Vector Tul
Enhancer (10 x) 1ul

NEHAE, ABRRREEVITROSEREERRES, MERNEUKEMERIERSLER, 8
LS BARETE K i 1T, REETESEIR ( 20°C-30°C) i##{7.

i - UNSRGEF Spl (FFEE , SRESIRIRILGURIEGER | BRIREEILAINGE.
FRKMENFRAEERE

BEANRERAN (bp) RIEFAE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

2.2. =8 (20°C-30°C ) &z 5 D,

FHIBEEFER 5 SHRHAESR BERSERTEE 2-3 SHEEILIBEEBSHIELTF.
23, EEFY I ERECRESAREICET-20°C,

RS FRSESMEE, TLMSEEFYEREET K LS.

3. §&lk

3.1. 50-100pl 2754, BETEEME TE2BAE (N1 9%EG ) B/ LRISHIBISSE.
3.2, ION SulEER(ES TN, RERRTNEERSESARARN 1/10), BRERS, =EHMES
paxih

AADEMEARRCHBSSHRATEKATRNE. EBHNE 5 SHERRESEBSELT. W
REREATEZSMRNE R, JMRRIRERERHT,

3.3. 710 300-500ul LB 8¢#F SOC 1IZFAE(RESHER), 37°C 180 rpm fRFIEF 10 D,
—MRETBEESEFE (SR TEEEER ) MARSSMEER 1.5 ml BOE, SEEOESKEEE
ERFEFETRSIEFREHIE, AERERIIHEERET.

—MRFE R RS SR NRIT 2kb AR ERIERT, 10 DHEHA LISRIRB SN T, ISR
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REAFRNRESHERARRKECFONBER TILIRSEHAEZ] 30-60 SHLUSEIESRIE
wF.

3.4. BX 200p EikiAMR, BFRER (MNRFHEL T, HBEIRERIE 4000 rpm B0 1 min, IRF
1280 EiE, fRER 100-150ul, BMRFER, MEEERFR ) .

4. HEEFRITREEE :

FHRAMEELYS, BEXLILLAZIFRREPES, RERKHRNEEER (FESRORE, &
FHEBAEAD ), EFHEREA. BlEARBRFEBE 2-3kb WERTAUAREERE 1-2
MEENE.

4.1. B LREFNOEESNERHZRA, BARBRRANER . BiEHEkERNA/N GBS
SEHEBEANERL KA EcoR I/Ecor V WESHIREMUEA R BRE AR CAIENES], iSRS
EEREX)N BEERSSEENRE.

4.2, PENETE BT PCRAGN (AT FrfES 3 iRASREEZEEAD ) .

4.3. FAiBA M13F/M13R 5 |#F- ke R 5 aH B RE,
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TOPO-Blunt Simple {SE;Z

TOPO-Blunt

Blunt Cloning Site

EcoRV
Not |
Pst I

TOPO-Blunt Simple Z{FERNFES 1455

M13F: TGTAAAACGACGGCCAGT
M13R: CAGGAAACAGCTATGACC

TOPO-Blunt Simple /#2550 = F5

M13F R Pstl Hindlll EcoRV EcoRI
TGA TTGTGT. CCAG TGTCTGAGGC TCGCTGCHST CCTGAAGCTT GA' TCC’&
C T AACACATTTT GCTGC TC ACAGACTCCG AGC CGTCA GGACTTCG. CTHTAGCTTA
AR

TCGCGTGTCG CCCTT GGGCGACACG
-aSCGCAT_'P.GIT GGGARA DNA lnsert TT CCCGCTGTGC
EcoRlI EcoRV Notl Pstl
C TTCGATF\TCG GCCG CCTGCHGTCA ATACTGACGA TGGTCATAGC TGTTTCCTGT CCATAGCAG
GCTT. CTA | TAGCGCCG GERCGTCAGT TATGACTGCT ACCAGTATCG ACARRGGACA GGTATCGTC
N M13R
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