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FEERBIR B )
S6 HiPer pTOPO-BIlunt Cloning Kit 20T SV1601
S6 HiPer pTOPO-Blunt Cloning Kit 4x20T  SV1601
[fEF&H]
KHARTE, IBET-20°C, B 121N A. ERAFERFHEA-20°C RELURIEBERYE .
[F~&@E ]

AE RAEGR T4 EEBBRIEARE, EFIAT Topoisomerase A LAZER#E (JLE#-/LST#0) . B (JFIL 100%) % Z DNA FEHY
FIERAARLTMEBN T EHIK.

[~atEm]

1. ATLAZERRE (JLEDH-JL9r ) SERRIEE.
2. THRIKBRMBIAT, iR 5 DWATTEREN; TF LPIHEFR, RF37CL0 NHEFEATLUAR. MEZRBIRRAATFE 15-20 58,
3. XBEE. THR, THEEDELHHE, REKENREERERBHAR (EE 100%).
4. ATLUERCIE 10kb FER .
5. MAFRTAEA M13F/MI3R EASIMRF (LEHEEE

[ =44} ]

20T 4x20T

S6 HiPer pTOPO-Blunt Vector(30ng/pl) 20pl 80pl

1kb Control (40ng/u) 5ul 5ul

10x Enhancer 20ul 80ul

[R{ESER]

1. FEREES
<FE: PCR ST RERBRIL>. [/ PCR I #E MR FRHNSRER A 1 (10 X5 SR Ef§, KOD#§, Phusionf§, Q5 &,
Fastpfu B, pfuB§). PCR =¥ ((REERKH . LIEFFEEMSIYM-BE) TEERITEERN, THAL; WRGIEERTH,
BRI (555 S6029), WMREUFRK AR PCR /=4, thrFifiTyIRaL, F AR T EKEEE (BFRRE
MR E R .

2. FERR:

1) Ei& (20°C -30°C) THEMMTHFE (10ul fFF):
ik [FH) PCR F=4/3¢ 2 1 1000bp control 0.5-8pl
S6 HiPer pTOPO-Blunt Vector 1ul
10x Enhancer 1pl
REKAFTE] 10ul

<ER: WRER Sul kR, BESRBLLGIRS, ERARBATME>.

mEiRFGE, ABARRRITRARERMERES, RERNBEONEREREFESLER.
<ERWSBAEEEK EHFHIT, REEE=IR (20°C-30°C) #iT>.

FTRXMEANRBRIHEFERE:

AR EX/] (bp) =EHZE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

2) ZiR (20°C -30°C) HE# 5 0. <HEFEIRS DHEMERE, BAERSBERATER 2-3 7HELTUSIEBZHELT>,
3) EREYNERERURZETHEHIET-20'C. <NEREGIFRZSMA, ATLUSERE~EHEET K EER>.
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3. =t

1) 50-100ul B4, ETERMAE, T2ER (Y1 o%hER) B#JLSEBHSER.

2) MO Syl EIFER(EZUEHBMAN, REARIABHERZSMEMAERN 1/10), BRES, EEME 5 7.
<RIBLUFHIE, AARHTFATRUHNBEZITARATEKSMAKRTE, BENE S MHEUREEBZELT, IRTRER
PR SR S E MR ERET, ATLIRBIRERFHIT>.

3) 10 300-500ul LB 8¢ SOC 1EHFE (N EHEE), 37°C 180 rpm FEHIEF 10 2.
<RIBUEHIE, —ROUUEERFERE (FAFHERR) MARZETHEN 1.5m 208, ELELER, KFEEEERSE
FHEPIRHEFEFNT, FTEEEXBERBERET>.
<—RARCHERZSEEABIE 2kb HARRBERAT, 10 SHEARTUSIEBZELT, MRFASEEEHNEZSXNET
ANBBRKEXFOMER TR RS E 770 E 2] 30-60 8IS EIE LK TF>.

4) B 200p MR (B R FEEE 50-100pug/mb), 1EFER (NMRMHTELTFL, AEEIERZRE, 4000 rpm B> 1 min, RFi=
B4 b5, fRE§ 100-150ul, RIEEFEEK, WEIMERRR)

4. HEUFHIFHEE:
AFIRPAMEEYS, —RERT, ALUXRZIFRILENEE, RERKERNEEEE (TRSENAE, EUTHELTEXD),
EAMEESHEN. BRBANSBETBT 2-3kb WIHER TAIUTALEEENR 1-2 MEENFE,

1) AL ERNEEESNERMERR, BARRBEANELT, BEENEXERNA/DREZELEEEESBANRR, TR
EcoRI/EcoRV WESIREMBAR BRRAEECEEMNEEY, RERAEREXEEREX), HERETSEENRE.

2) BEEEEEZEHIT PCR N (AT IATRIES 3 AR EEAFKID.

3) Fi@A M13F/M13R S5|4NIFRBERETSEEMRE.

[ S6 HiPer pTOPO-Blunt & Eit]

Pst I
Hind I
EcwR V
EcoR 1

pTOPO-Blunt <«— Blunt Cloning Site

1865 bp !

AmpR

[S6 HiPer pTOPO-Blunt E&iBERMEFSI¥IFF]
M13F: 5-TGTAAAACGACGGCCAGT-3
M13R: 5-CAGGAAACAGCTATGACC-3’

[S6 HiPer pTOPO-Blunt H# % k&R A7 ]
M13E Pstl Hindlll EcoRV EcoRI

ey

AGTGAGTTGA TTGTGTAAAA CGACGGCCAG TGTCTGAGGC TCGCTIGCAHGT CCTGARGC GA' TCE&
TCACTCAACT AACACATTTT GCTGCCGGTC ACAGACTCCG AGCHACGTCA GGACTTCG CTHTAGCTTA

TT
TEGCGTGTCG CCCTT AR GGGCG
HECGCACRGE GGGAA DNA Insert TT CCCGe
EcoRlI EcoRV Notl Pstl
ceparreear|arcedsscce ceracadlercn aracrcacea TeeTcaTaGe TeTTTCCTGT CcoaTaceac
ceTTARGCTA | TaGececed ¢@RCGTCAGT TATGACTGCT ACCAGTATCG ACABAGGACA GGTATCGTC
-

M13R
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