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KR A 5250805
Zero Background pTOPO-TA/Blunt Simple Cloning Kit
FE = pTOPO-TA/Blunt Simple Kim 5 EiRFIE
H®ES: Cv22
< RAEHEM. EE. BEM:

RIS LH R 20 JX(CV2201) 80X (CV2202)
pTOPO-TA/Blunt Simple Vector(30 ng/pl) 40 ul 160 pl

1000 bp Control (30 ng/ul) 5ul 5ul

10 X Enhancer 20 ul 80 pl

A 7K TOPO HFEZFEARIRIR 10 ul —XITEFLLA 20 %, RZBEEAT =S

5ul —XRitE, ERXBATLUEM—E, 20 XATA 40 )%,

A 20°C 1877, EL 12 1MB. KREH, 12 XRETEINEBRITEMRE.

< FEERNE:

Al RNEENTAEZEREREARRE, EFMA T Topoisomerase R LA FERFIE]

(JLEbsh-JL 550 « B (3EF100%) EEDNAR M EIBER A AN TM

BB TZHIAK.

1. ATLAZERRE] (JLEbsh-JL4 ) SERERPCREY) (FRBAXRR/ LR
EE.

2. 4EHIRERBE AR BRI MU A EI2kb, 9 A 1E T TOPOR &N, ATR
MREMANMNE, RRRERST KABEENER,; EERRAK ML
RGEH A N2kbA L, Bk, #HUMELS, RANREST&8MHAE
EEENELYTHE.

3. RASTMMBAERF-107wE7EE, EERABIMES AL/ NETE AT
EEFEHER

4, RRAUEBUNGEFRLE, /ARKAEE, THMBEN, HiEER
ZRSHRENTE . MIERZIRR SRR FLS9 4.

5. BREETERFE, TEERMEY, TEEBIEAMNFEMEEPCRIG
%, KEBAERTHENEK— I mEEIEB/BAN (FIF100%) .

6. EFEKHEENITBESBIUNTERMA, FHEZEKIZL0 kbR E (FlaniE
ES Kb EL, tHATREIAEIHKIONEE, ELSPMRER/ANYR) , 28—
KRt BRFENER, R, EEREFENTOPO TAT EH .
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AR AHREREBRAMISBEULS S RERYIS (Simple) , FEMR
A[7E PCR # #4351 LS NG EMEEYIMLS. tEIRER PCR 185145
ANHESYIL =it TERYIRT, BEYI R N A2 ZEIH A L HE S R RIS
M, ATRKIZSEMUINE, ENTRERINE.

AE: MFREERA M13F/ML3R BRASIMNEF (MEEEE , B2
R M13(-47)/M13(-48)iBE A 3 | .

< BRESR:
1. EERMNRER:

PCR SIMMERIERRLITES MBI, FR/MEMNKE (FREABBRLSI
) . £E PCR =4 (RE A Kif/FKik) M UEEERE. PCR™
Y—RE R EWLEN (58S : DROL), XHAILUE G R4 AERYia)RE .
R PCR IR A BMFT . TIEHRFEFMIIM_RiE, txilE
BRI TERR N . MRZUFK AERE PCR F4N & F#E T4,
AR AT REKHEE (ERZEMENBMEIKL) .

2. HERE:

1) =IRIRZ 10 ul EEER GEA 0.2mIPCRE, PCR {{#HTiE
4L f5H PCR F=4/3¢# 1 pl 1 kb Control 0.5-5 ul
pTOPO-TA/Blunt Simple Vector 2 ul
10 X Enhancer 1l
REEK X l
B A 10

MEinFliE, AR ESESZZWITESSERHERES, KRR O
EMERFEBSLER, TERRKISBIRELEKLEHRIT, REEER
(25°C-37°C) #4F.

A WMRFEH 5 W EREE, SROBRBLEOIREER, ERRETUME.
AEXMEAFBHEERE CEIEIEXE T, RMSHEBELFRL)

AR EX (bp) HERE (ng)
100-1000 10-40
1000-2000 40-80
2000-5000 80-180

2) 37°CiE#ES oih (BiLE PCR{UEELEITER) .
A KEFHFHEF=R (25°C-37°C) 5 DPEliEZR. KA RS EEZEREFERT
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3)

1)
2)

3)

4)

5)

PUECESZRTIEIE] 10-15 744, RERNE 37°C, AREEMELTHE.
EEFMETKEER. MAERENRZSENTBRIREFEZELSE.
TRIREEL -

BLZSMEBM-80°C Ei, MURIBAKAF, BARRKE (4 1-3 5%8)
SMZIMA S pl EFER(E&ZE 10 yl FIFREMAN, REFRRRNEERZ
ASURRATRRY 1/10), FH4FT (Flick) B0 ERRBR R S (B % BeIRIT),
TKBRE 5 7.

MAKTE: 42°C KB#MIKTE 60 ), TLURMEIKAEFRE 2-3 7, 231z
EEIBLE.

A KRB AREERERLTSFS 10-100 15, FFUNMREELNEL TR
%, BEEKMIRT, MRS RE, ATUERSE 4 (7)) , BERERK
KB R SRR, BEAREREAT .. XENEZRSRRETENEE 15
DR, BIERIEIRAMEL T HRME, 4858 T RE.

875 (RIEBE) : i 500 pl LB 5#& SOC #E#FRE(REMER), 37°C 200
rpm #%5% 15 FF 10-20 5.

A RBHRAWEE, —HAUUEEEERE (WAKEREEER, NEAE
37°C BFEELRZE 22°C-37°C) MIABIRRZAMMEN 1.5 ml BLE, ELEBED
EE, KPR ERFEFEPRFEFEFNT, FTEEEBINEEFER.
A —REREHBFEMPTEIT 2 kb FHAFERIEBERT, HATRRE 10-15 540
SHTUBEEBEZHLT, WREASTHEEHNBRZISWER, NHRLT
L BARBRKWER TR LURSEFATEZE] 30-60 S BEIE SR T .
A ARFBAREENRLESTFS 10-100 {5, BRRERFRIRAE AT
SRERSE 4 (875 , EEEHRARTKEENRISMEAR, HBRgR
A, REBRERRER, UEXHENERIRRESIRENEE 15 7%, BIRE
IR AR T HRAE, 4552 7 BHiE.

EY 100-200 pl Ei&AIRAEFIRERFTE SR 100 ug/mb , HFER.
HUTFRFELE:

AHARRABREEFTEREER, THRANABENAESBERTEEK,

B /LR EERAY, —RERAT, ALLARIMLERE, REEKHEKN
BEEE (FRISEMNFAHE, BUFHRELAEXD) , EEXR 10008 81E
Ao BEEBAREABIT 2-3kb MR TRINBNUAMER PCR £ EHi#%
B 1-2 MEEMF.

1).

—MRALNE TOPO HikPHMRIFES, MUEFEEKER, HEHLTR
ALHERTENEEENF GRIZNAME. PCR FiE) . FEM
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FS A BER A M13(-47)/M13(-48)iB R 514 »

2). TOPO #HFHIE% PCR ARA S L IEIAME (MEE P AMEREHEHE
ARETHERNARE, ZFARERBARN) . ELEERE P XENIE
AT, WE P ERMAM, —RATLMBELRER. MERERE, HEE
ASHKNRTEARFE, —RAAEE, EERIE P RN
MTTRE, REEBEERNFLEE, MFERINOTERER; MFTEITET
Uit —SHRBURRI B KB A, SEEYIEERMIA

3). ALAEFRMAGERNERMRERA, MAFRRANERLT, HE
HEE KB ALK /N B R T AR BRAL, A F 8 & 28 LB Y]
=0 Apal/Bgll/BsaHI, SiEHAFE LSINMESTIMAEEYILE, =
PR EIARERB X/, MERTEBEEMNRE.

% pTOPO-TA/Blunt Simple 4 Ei%:

pTOPO-TA/Blunt Simple itk

B M13 S5

M13F: TGTAAAACGACGGCCAGT

M13R: CAGGAAACAGCTATGACC

pTOPO-TA/Blunt Simple & CleningSite  3¥: “M13 @M 514" BEMARERIF
1865 bp 5, BA5I5149E6 A RERIAR M13

SIS E AT AN M13 FIIEE

5, BRERBISLEZSFES.

AmpR

% pTOPO-TA/Blunt Simple #§55 B&4L S FF 3 :
M13F

.
Ll

AGTGAGTTGA TTGTGTAAAA CGACGGCCAG TGTCTGAGGC TCOGCTTCAGT CCTGATGCTT GTTATCGTAT
TCACTCAACT AACACATTIT GCTGCCGGTC ACAGACTCOG TGCGAAGTCA CGACTACGAA CAATAGCATA

TCGEGTGTCG CCCTT pepyean py MGGGCGACACS CGAKGTCGAT  GTOGCSTCTS - CCTGAGTCA
AGCGCACAGC GGGAA Ml TTCCCGCTGTGE GCTTCAGCTA CAGCGCAGAC GGACTTCAGT

ATACTGACGA TGGTCATAGC TGTTTCCTGT CCATAGCAGA
TATGACTGCT ACCAGTATCG ACAAAGGACA GGTATCGTCT

*

M13R
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