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Zero Background pTOPO-TA/Blunt Cloning Kit
T | pTOPO-TA/Blunt =EERFIE

H®ES: Cv21
< RAEEM. EE. BEM:
RS HEK 20/40 )X (CV2101) 80/160 X (CV2102)
pTOPO-TA/Blunt Vector(30 ng/ ul) 20 pl 80 pl
1000 bp Control (30 ng/ ub) 5 ul 5 ul
10 X Enhancer 20 pl 80 pl

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

5l —XRItE, ERXEATIEM—E, 20 XA 40 %,

A 20°C &7, E2L 12 1MH. KEEH, 12 RETENERIEMERE.

e RN
AF@BINE R TAEIZERREIEARRE, EF A T Topoisomerase Al LA £ 8]

(JLFbsh-TL550) « =% (3EIR100%) EIEDNARERREIERAA AR

BT EHK.

1. ATLAFERRE JL#-JLaH) EREBEPCREY (FEAKGG/FHRim)
EE.

2. AR B R B R MR AR 2kb, 3T &48 T TOPOH IK# /)N, ATR
WA EREARNEE, SRRERS T AREERENE,; EERRNAKNE
RGEH M N2kbA L, Bk, #HUMELS, RANREST&8MWAE
EEENELCTHE.

3. RASTIMMEAAKIF-107MEFEE, LERABIMERAELNETEFET
B 532 615 .

4. HRAAUEBUNGEFRLSE, ARTKEE, THMBER, BEFEFE
ZRSHRENT . MIERZIRR SRR FLS9H.

5. BRERTERRE, TEERMAMY, THEEBIEBRFIEMNEZPCRIG
K. KEIHELTHEISE— N ZEERBB/AN (3iF100%) .

6. EEKFEENEBESRTATESMAK, AIEZEKIA10 kbR (flaniZEiEs
kb ER, thAJREIAZIHKI0NES, ELSIMREB/ANNR) , 2H—R
HRMECHEE, R, FERERIFIEATOPO TATERAK.
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FR: MFREERA M13F/MI3R BASINF (WEEEE) , B2
KA M13(-47)/M13(-48)5E A 5 | ¥R .

KD
£

1.

1)

2)

3)

BRIESTE:

EERNNES:

PCRE|¥fEAIEEZITHISIANT, FEMEMNE (ISEEHBHERLS]
¥ . EEPCR™H) GRBEARIR/FERE) HMALIEEERE. PCR&™Y)
— BRI AR EL A (552 DROL), SXHEAT LR [E 4 AT RERYIT) RS . 4n
RPCREMINEBENET . LiIEFREFMSIM_BE, S EE
BHTEER N . R 2 URRAERMPCRAEMN &iFiiTat, EX
EIRFRAI IR K EEE (BERREHENBREIR) .

EERRN:

EIRIEA 10 pl EFAER (ELA 0.2 m PCR &, PCR{LHEEER

41K FFHY PCR F=49)/5#& 1 pl 1000 bp Control ~ 0.5-5

pTOPO-TA/Blunt Vector 1l
10 X Enhancer 1l
REK X pl
B 10 pl

mERFE, ARRBERWITEIRNERSERES, KRS OW
ERBERAREBSLER, FRLKIBREEKXRLET, REEER
(25°C-37°C) #1T.

A MREA 5 ul RREE, SROBBLOIREER, ERKKATME.
FARAXMEANFBHEERE CGIRIEBXE T, RMSHELFRL) :

AR EK A (bp) HEHE (ng)

100-1000 10-40
1000-2000 40-80
2000-5000 80-180

37°C EHE S i (GBI E PCRINFE LITE

A KRBIFHEEER (25°C-37°C) 5 HSEERE. KBRS EEZEFMEREA
PARECEIZRTIE)E] 10-15 744, RE AL 37°C, A BEEmMELTH=.
EEFYETAEERA. SAERENRZIAECSBREREE LT

o
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1)

2)

3)

4)

5)

RIBFEAL :

RRESHMMN-80°C =i, TFEAKAT, BARL (4 1-3 oA
) .

SZIMAN 5 pl ERRE S 10 plERREmMA, REARTBERT
SRR 1/10), FHe#IT (Flick) B/ 0B RERIR 5 (B 5 e IRET),
TKBTHE 5 .

AIRTE: 42°C KRR 60 #, MEMEIKAFHE 2-3 2, ZidiE

TEEDELE,
A RATEAREENELZSEWNFS 10-100 &, FAUAMREHELIEL TR
%, EEKWIRT, BEARTLRE, TUHRSE 4 (E75) , EEERK

KA R BRFSMMAR, SR REA . XEMERZRIRETRNEE 15
Seh, BIRERIERAM B TIRIE, 4558 TAE.

S 75 (AIE S B : il 500 pl LB 8¢ & SOC EHRE(FREMEE), 37°C 200
rpm #%5% 15 FF 10-20 4.

A REBHRMNWEE, —BRATUEREFBEFRE (WAKEREBEER, NEEAE
37°C BFEEIRZE 22°C-37°C) MIARIRRZAMAEN 1.5 ml BLE, ZLEBED
X, KFEEERSEFETIRHIEFRERNT, FTEEEBINEEFER .
A —RERUNBSSHMTET 2 kb BABBRIERT, #IKES 10-15 44
SEATLUBEEB LWL T, MREALEEGHNRISNER. HEBZLT
D FEANRBRKEER T LIRS S A 82 30-60 S ILEEE L MEKT,

A EATFAREZENREESIFS 10-100 %, BREEHLRTIRAH AL
SREUMSE 4 (7)) , HEBRAEIKEEHRZSMEIAR, 1B553RED
., BAEBHRERER, UWEXHMNEZZFREERENREFE 15 7, BIHRE
RIS AR T 121, 4558 TRYE.

BY 100-200 pl BRI (EF R B EFFE R 100 yg/m) , EFER.

U TFHTFELRE
FHERAEFEETERFE, THRANBENAESBREEEK,

ELFgARAY, —KRRT, TUEBIARARE, REZKLRY
BERIER (TRSRHRE, RUTHELTERD) , BA5 100085
Ao BtBARBRAEBE 2-3kb fIRR TEIE N MER PCR £ B
Bt 1-2 MEERFF.

1).

—REARAT TOPO HiFAMERIEES, FUEEEKES, HEHLLRE
KLWERATENEEZELENF GEZIEINTME PCR iFiE) . RN
ST 8ESR A M13(-47)/M13(-48)i@ R 514 .
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2). TOPO HirHE%. PCR ZEREZHHIKRIAM (MEE P XMERRERE
ABET BRI, ZRFRANBEFEAR)  EEERRE P £ERIE
ST, WE P RN, —ARALBRELRER. MERIMRMN, NEE
REBEX NN TE, —RAAURE, EXEEE P SREMAM
HTTRE, FEEEENFEE, MFBIINTERSEE; MFETRIAA
Ut — R ERBRI B KB A, S EETILEERMIA.

3). HLABEFHABEZRNERMERA, WARRRANELT, B
BFR KB BRLA /N B IR REE E H AR BTRL, WA EcoR I/Ecor V
BEYIBRMEAFERIAEEAENEEY, REEEREKEERERX

i, FRE

=ERSHENRE.

< pTOPO-TA/Blunt F kM-

pTOPO-TA/Blunt i
Pst1 . 3 .
Pl | R M13 MRS MRS
EcRV | M13F: TGTAAAACGACGGCCAGT
EcoR 1
© M13R: CAGGAAACAGCTATGACC

pTOPO-TA/Blunt & — CloningSite FE: ‘M13 BRSI BEZMARINE

1865 bp FeRT] P EBISIMARATRAG M3

EoRV | 345 E AR AN M13 FEIEE

NotI

Pst1 5, AHERBTSYEZTF.

< pTOPO-TA/Blunt k% REERL A F5:

AGTGAGTTGA
TCACTCAAMCT

[TEhOGTETCS

AGOGCACAGC

ATACTGACGA
TATGACTGCT

M13F
> Pstl HindIll EcoRV EcoRI

TTGTGTAAMA CGACGGCCAG TGTCTGAGGC TCGLTGCAGT CCTHAAGCTT| [GATATCGAAT |
AACACATTTT GCTGOOGGTC ACAGACTCOG  AGOGACGTCA GGACTTCGAA CTATAGCTTA

EcoRI EcoRV Notl Pstl

CtLTrM GGGOGACACG  CHAATTCRAT  ATARCG6CCG  CETGCAGITCA

GGGAA TT COOGCTGTGC GUTTAAGCTA TAGOGCCGGC GGACGTCAGT

TGOTCATAGC TGTTTOCTGT CCATAGEAGA
ACCAGTATOG ACAAAGGACA GGTATCGTCT

—
%

M13R
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