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ClonMan™ Zero TOPO TA Cloning Kit &8 TOPO TA 73fg, SEREEEIMS MCS, AR
B0 T4 TR RIEAR, ©FIAT Topoisomerase BILAEBHEILRMEI- L), E(ER 100%)
ZE#: DNA RRAVRERAA N EWFEN T ZHIK.

iz
ATEE. RE SRRERRE.

el

o FILATEBHA) ( JURER-JL3%% ) SehliZEiE.

o THRIKATIRAT, =R 5 DINTHEN, TF /ST, R 37°C10 DHEHMETLURIR.
MIEEERIRRTE 15-20 2.

o TERXHE THREBEARIMIE NEKENFCEEREEAN (#a100% ) .

o FLUEEIKIAL0kb R ( RDfEIEESKkb AR, thA85%LL ERIEN ), RERITHE ERER. RIE.
TEERMEMITOPO TATIEEIR,

P EntARY
Hin PN111 20rxn PN111 80rxn
TOPO-T Vector(30ng/ul) 20 ul 80 ul
1kb Control ( 30ng/ul) 5l 5ul
Enhancer (10 x) 20 pl 80 pl
= mfiEtE
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RMESER

1. EERRNAES

PCRE|¥) A EeREER1L. EFIREEPCRAYIRIRIN—NERHIMI3 -AREBRFIF I8 (WTaq. Tth,
AmpliTag, KlenTaq DNA Polymerase ) . PCR™=#] ({NBBERIFH. FTIHSEREHSMIERIK)
DB TIERREL, TR, BUENREWLA (185  PR810), MNRBLARALIIEIRAIPCR™
YNRIFHITAN, EABREREATRERKEETR ((EAREIIENBEREIE) .

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-T Vector 1l
Enhancer (10 x) 1ul

NEHAE, ABRRREEVITROSEREERRES, MERNEUKEMERIERSLER, 8
LS BAREIE K i 1T, REETEEIR ( 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. =iF (20°C-30°C) & 5 i

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

RS FRSESME, TLMSEEFYERRET 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 RRIT 2kb AR ERIERT, 10 DHEHA LISRIRBSEN 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 WESHIRERUEA 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-T i{AEHE

}Pst I
/’ Hind I
/f EcoR V
/ EcoR I
TOPO_T 1 1*—; TA cloning Site
\
1865 bp \ EcoR I
\'\-.\_ EcoRV
3 Not I
PstI
TOPO-T isERNFS 145!
M13F: TGTAAAACGACGGCCAGT
M13R: CAGGAAACAGCTATGACC
TOPO-T HiFsZ R = F5
M13F Pst Hindlll EcoRV EcoR

AGTGARTTCA TTCTETARAL CGACGGUCAC T5TCIGAGEC TCGEPECAST coTcaRecTd GH 'IC_(E
CCACTCAACT AACACATITT CCTGCCEGTC ACAGACTCCG AGCHRCETCA cGaCTTCCAR CTHTACCTTA
BECCCTETCE COCTT A GEECZACACG
"Bcceacase 566A DNA Insert TT CCCGITGTEC

EcoRl EcoRV Nadl Petl
CGRATTCGAT |ATCSEGICG CCTGCHETCR ATACTGACGR TGGICATAGT TGTTTICTGST CCATAGCAG
GOTTAMECTA | TAGZECCEET GERCETCAGT TATGACTGCT ACCAGTATCE ACRARCGACA GETATCGIC

) M13R

Protein Biotechnology Co., Ltd 4. AR @ support@proteinbiotechnology.com

B © 400-999-4431

www.proteinbiotechnology.com



