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M5 HiPer pTOPO-Blunt
Cloning Kit {E A

FERER Bl 5s
M5 HiPer pTOPO-Blunt Cloning Kit 20T MF021-01
M5 HiPer pTOPO-Blunt Cloning Kit 4x20T MF021-04
[fEFF&E]
KHIRTE, BET-20°C, B 12 1A, ERABIBERFBAN-20C RELURIEBEM.
[F~=miEN]

KEIRFMERR T4 EZEBRIEARR, EFFAT Topoisomerase AT LAFEERIE (JL#PHH-JL4A ). = (JFIL 100%) %E#E DNA HELRY
FIERAAARMEIA T ZHIR.

[F~@4ER]

1. ATLATERGRE] (JLEbsh-JLo %) SERERE.

2. REKBFMIATE, BB S5 THATRIENL; BT 1 /DRER, RE37C10 SHEREALURIR. MEZEZRIRAF 15-20 24.
3. XBE. TEER, LEEBIEANMIFE, LEAKENRERERFB/AN (%K 100%).
4
5

. ATLUEREACIE 10kb FER .
AT RCERE M13F/M13R B SIYINIE (WEEEE)
[=&E% ]

20T 4x20T
M5 HiPer pTOPO-Blunt Vector(30ng/ul) 20yl 80ul
1kb Control (40ng/ul) 5ul 5ul
10x Enhancer 20ul 80ul
R{ESER]

1. EER A

<iX: PCR S| EEREEML>. £/ PCR I~ MR FRIRHNSRARSEY 1 (41 X5 S{REM, KOD &, Phusion B, Q5 B,

Fastpfu &, pfu E’é) PCR /=4 ((REBMIFT . RIEFRFFMIM_RIN) TEREITERRN, THAN; MREERHRTIE,

Elxﬂxlﬁlﬂﬂtfﬁﬂﬁ £55: MF029). aRZLABK ARMRE PCR =4, TGN, BEARRANEAEKEE%R (BRE
$’Ji¥E’JEE’JESZMS)

2. FHRL:

1) ZiR (20°C -30°C) TEIMIMTHFR (10ul #£KF):
ik FFHY PCR #4/3¢#& 1ul 1000bp control 0.5-8l
M5 HiPer pTOPO-Blunt Vector 1ul
10x Enhancer Tl
REKAFE 10yl

<EE: MREA Sul R, SRMIRBLEAIRE, FERXEITLME>.
R 'J): Fﬁ%z,ﬁ%@??ﬂ)\ﬂ/m’jT%E"?ﬁrﬁfﬁ?/m’j 1&51_55‘51%’&‘45[%}55%:@%7—n“*—‘n"l.,"'é;fﬁ‘%
<EE R

FTRXMEANRBRIHEFERE:

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

2) EiR (20°C-30°C) H#E 5 Hth. <HEHEEIR S5 HHTMERE, BAERSBERATER 2-3 NHELTURSEEBLZHEMLT>,
3) EEYT EERURZTHARIET-20°C. <MERERIFRZSHMA, ATLUSERE~MEMNEET X LEER>.
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3. #tt:

1) 50-100pl BEFASANRE, B T=RAF, T2MEE (Y1 9%EAR) BERLEHRSEEE.

2) N 5yl EFR(EZ LM, RLECRTEEBRZAMEIRN 1/10), BRES, EBMES 24,
<IR|LUEHEE, AABDHAFERFRCHNBRZSMEATEKAFRMAT, ZRHNE 5 PHEATFRSEBSHLT, MRIREE
FIRZ S H MR ERIRAT, ATLURBIRERRFHRIT>.

3) 70 300-500pI LB 3#& SOC E£FE (R EMER), 37°C 180 rpm #HESHEFF 10 .
<IRIBPAEHIE, —HRAUUEREERE (EATEHEERR) MARZSEMM 1.5m B0E, EEBEVES, KFEEERSE
FHRPIRHEFREANT, FTEEEBIAEEFRER>.
<—RE RN BRZEMEAEE 2kb BAREBERAT, 10 PHERATUBSEEBRZELT, WREAIEEEFINBZISRNERT
ANFEKEXTLVHERTRILUZS S 77TEZ] 30-60 K #UBEIE SR T>.

4) B 200pl BiRAR(SE RSB E 50-100ug/mD), E#FER NRFTERTFLS, ABRKSRE, 4000 rpm il 1 min, K
e L, RE 100-150p, BEEZEE, WMEIERER)

4. FFHLFHITELEE:
A RAMEELS, —ERT, FTLUAZIFTNEIAE, RERKERMNEEER (TRISANAE, BUTFHRELTELXRD),
EAREEHEAN. EHIENFETBIT 2-3kb IER FTTUTAEEEERE 1-2 MEENF, .

1) AL EFRNABRENERBIERA, BARERRANBEALT, EEREXERNADREZELEEEBRB/ANRN, ETHA
EcoRI/EcoRV WEGYIBFMBA RS AEEAENEEY], RERRRBIEEREX), BERSTEBEENRE.

2) PRENEEE T PCR &M (A2 F=bESE 3 AR E ZEARKID .

3) AiBA M13F/M13R SI¥IIFRfER TS BENTE.

[ M5 HiPer pTOPO-Blunt Sk EiZ ]

Pst1
Hind I
EcoR V
EcoR 1

pTOPO-Blunt <+— Blunt Cloning Site

1865 bp =
NotI

Pst1

AmpR

[ M5 HiPer pTOPO-Blunt E{&i& B MFS|49F%5]
M13F: 5-TGTAAAACGACGGCCAGT-3’
M13R: 5-CAGGAAACAGCTATGACC-3’

[ M5 HiPer pTOPO-Blunt #{& % 55 & s K51 )

Pstl Hindlll EcoRV EcoRI

M13F R
AGTGAGTTGA TTGTGIARAR CGACGGCCAG TGTCTGAGGC Tcofigeger ccrcAlGess caflreehas
TCACTCAACT ARCACATTTT GCTGCCGGTC ACAGACTCCG AGCEBCGTCA GGACTTCGHA CTATAGCTTA
TFEGCGTGTCG CCCTT AR GGGCGACACG
“Hececacace GGara DNA Insert TT CCCGCTGTGC

EcoRlI EcoRV Naotl Pstl
(& TTCGAT JATCGCEGCCG CCTGC TCA ATACTGACGA TGGTCATAGC TGTTTCCTGT CCATAGCAG
GEEE CTA | TAGCGCCG GERCGTCAGT TATGACTGCT ACCAGTATCG ACAAAGGACA GGTATCGTC

N M13R

ERFHEFXERRAEALE 10 Skt 1 SHEE 422-1 = (BIKEAE) MekmiE:  (86) 010-59724293



