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M5 Magic Seamless Assembly

and Cloning Mix {Efi}tEAH

FERER B 5S
M5 Magic Seamless Assembly and Cloning Mix 10T (50ul) MF018-01

[fEF%A]
KHARSE, BET-20°C, BYH 6 MR . ERBIEREHAN-20C REFURIEEHIE M.

(& ]

AERARIT T4 DNAEEES, 2B A RMEBYIMMCIRS, MEZREERREANSE, KAFKRNEBESTLUSE
B RGN ENEGS EFmAS 15-25bp EEXIEA PCR FEEEEHE, FLURESI 15 M ENSS L ERE,

[Famfs]

1. 30 FHATLUE—PEEZ K. 38 PCRYEAER (FRIFSE A KGR BN,

2. NEHEFHENF RESYML =B T A0 b M RumaIRE], WTAEESASHITRE.
3. RERE, BARTRIIATEENBEFT.

4. &R W, PRMEER>95% .

[FERE]

2 F A BB F BIEADNAK .
| PCREBUAMERIURE e sopm, AxmEB29)

Caneas D * e
RiEfEk  —m

3. nAFiE. FE. Cloning Master |
Mix;E4. 50°C g iz 30453 8h

BEARBRRSAZE. BEAREZER | | -
BRRETESREERE (ERRER |
ERBFRFT)

LS FMARUBEAEE (ot i)
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<ML B EFIEN DNA FEERISIE>:

A, EMEUEERREIE

1). EgIskiR: BRVIERISLZMER, FRingiEthin. BEBYISENERYIIE, ERYIEREIL.
B —$HEREEER NIRRT DNA EIEE, FToSEHRaERE. Fit, BERUSETA NSNS NS BT EHITRBRSERLE. &
AR B IR SR (RN R ) RRE RS RSN INREAE MR, RSB B AT R IX Fhk 20 L B AL IR IR
BRIRERE.

2). PCR kiE: BIUERSIRE DNA B&E (X5 RIISRER, %S MF003. MF005. MF007) #l&, MRy EEHE—LUE
i PCR P4t s AR EIUR (385 : MF029) FR15HA.
B PCR MIFRKASIR LRIk, TR SRR SME (TBAKED, BEit PCRRIRLMEEE (PCR =) SLHETA Dpn | MYIESE LR
AR, TTMMRSE, BEEME. BE—RERT, SOKEREE R ISR FR SN E A HIREE SR, EILR A PCR RIENSMEUESIERIME
HEREL.

B. 1 DNA F Ryl
1). AR ESIYNEIT: wESIMEEmRA REFEUS IYFFIFEEFT.
RREEESH (5-3): ZLMEIARER=16 nt BEEXFFIR FRimER)HENF ERIE EFEFFS 1455 (18-25 nt)
RERMESH (5-3): LMEHEREI=16 nt EEXFFIE RinER)HENFER E4FF5 1455 (18-25 nt)
AE: EEXMEEHZELD 16 bp, FH Tm{EZE > 48°C (AT pair = 2°C and GC pair = 4°C), BNAIEKFEEH B EIFEEKR.
BB MEARGNES (53R, IRY, FRif), sIMETHES 3#IER, ~ENT:

Gene-specific Forward PCR Primer

EECIETIET) Gene-specific Sequence (18-25 nt)
' |
: :
' I
|
|

— 5" Overhang ! 5" Overhang =
8 Overiap Region (>16 nt) 52 g
§ | 5 K8 Overlap Region (>16 nt) =Y
2] , ' g
‘é‘ 3" Overhang ! | 3" Overhang S

I - { L 3 -
= L L L1810 Gene of Interest s I |3
3| T ie—— | 8 Overlap Region (>16 ni) =
w I &
= Blunt-end ! | Blunt-end é
B Overlap Region (>16 nf) k] B g
N .

2 I-S K38 Overlap Region (>16 ni) g

[ : [ ]
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|
Gene-specific Sequence (18-25 nt)

Gene-specific Reverse PCR Primer

S UHAOFREL SR (MY, WY, K5 PCR) AR, ARIEL L SHRBENEHIEAS, BARRESMY
5 43R BB SE E—ARS G O BEDAT. SBT3 YRR AR RERY, R R S S I Tm (8, SR isEIER
BIRFS ST E.

IEE35149%3t 461iRE (EcoRI EgYIFF):

ﬁm*&ln'lﬁ bp E’E*EHFEJ l EcoR BB 5 K i

GGT ATG GCT AGC GAATTG GCC G 3 i
CCATACCGATCGCTTAACCGGCTT AA 5 i

5 i
Y]
3 i

BB, #FiFE EcoRl BEYIFF, Rk 5 RHKim:

RIE LR EN, M 3 imFmitE, FEE 16bp-20bp (AKZFISRA T 16bp KinEZHEREFF), MEIBMFEFSSIYFIE
EENA. IEEESIEMARINT: 5- GCT AGC GAA TTG GCC G NNNNNNNNNNNNNNNNNNNN-3'

R SRS ST RS, EcoRl BEUIIASA NS (REBHYIIS) .

MRFEREE EcoRl BEYINLE, TEE AR 16bp EEFFIF B B F B4R 549F 5 B4 STER LM EcoRI IR B2 55 aattc,
SERLRIEEIES, EcoR| EBYIMLSIRATEAE ((REBEEVINISD .
BiAI0T: 5- GCT AGC GAATTG GCC G aattc NNNNNNNNNNNNNNNNNNNN -3
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R a3 1493t 44615 (Hindill BEYIFF):

] ALl
3 um
S um

5 i AG CTT GCG AAC GAT CCG ATG GCA

3 i J:\CGC TTG CTAGGC TAC} CGT

Hind IIEIERE T sypcskiste bp HEERFS)

wn EE, AR Hindill B8YIFF, K5 R Kim:

RIBE LR RN, M 3 imFFEitE, FEE 16bp-20bp (AKHEFISRA T 16bp KinEZHEREFF), MEIBMFE4FRSIYFSIE
HEENA, RESIEMRIIT: 5- CAT CGG ATC GTT CGC A NNNNNNNNNNNNNNNNNNNN-3'

FEE: DLES RS SeRE RS, Hindlll YIRS (FREMmEILL).

MRFERE Hindlll B8PS, FEEZEKE 16bp EEFIIAEMNHESFRSIYFFIZEATTEEE Hindlll IRFIALLFS
agett , Hind Il BB S RARTEE (RBESYINLR) .
E{fINT: 5- CAT CGG ATC GTT CGC A agctt NNNNNNNNNNNNNNNNNNNN-3'

2). EMEANRBRREES ST SREFRIREZENBA RSN A AR R R BT A%, FERSRBRZEEZENEAFES]
it AR TE G

Fragment 1 Primer F Fragment 2 Primer F
'Y .
> i

Fo—— == e e e e - - -

| ﬁﬁiﬁ@ l AGTCACATGTATGACGTATC GCGTGAAGCTTTTCCIGTG AC|CGTTC TGTU(ICTGAATAACC ......

R o o T Ve s v a7

1

Fragment 1 Primer R

B REREEZX1* (15-25nt)

Fragmen Primer F
1ED TR
P
AGGGCGCGTGTGAGATATAAI FICTGTGGCCTTTGG(C IAACGG TTAGGTGGTCGTAAGTCAAA™ — — — — 1
TCCCGCGCACACTCTATATT A \_T\(_\_( GGA \_‘_((YTTGCC AATCCACCAGCATTGAGTTT gtﬁti X JI
N : e
Fragment 2 Pnmer R The last fragment Primer R

B9 R EREEERX2* (15-25nt)

* ZMEANRBRZEEERXRHA LRMREEEELE) NRMAR, EZHRRSIMOHT, EREE—MAEAKERMAER
#el, RIER RS RBZIEA 15-25bp HEEX.

3). EgRYEIE: BIFERASIRE DNA BAEE (X5 RYISREEE, S MF003. MF005. MF007),
4). RN&H: —RzBARERNSRERAENRABHTEIN.
5). @ {LIBARE (A TRJLME SEEEWT %) :
a) RECSKETRAER, BizRNSEARFAESHEEM, A{LEiA Dpn | WYIESELRAMER, RMEESSIESMEMEE,
b) FEEKE PCR F74), B PCR &R&a—, NEA PCR P4l FIE (585: MF029) it HER.
c) PCR BiEiFSE4 18, MEEIRE, RAREWIRFIE (£2: MFO29)E U HER.
B BRTEENE, RSN AETHENMESHE, MBENEYILSATRERNY, EICEEMIASMN%E, PERTELREEES
IR0 T B R R4S S (512 (618 ek Sk 1 AT B SR SR A B 2. (R ATSRIE /R 153 |49 3 5613 ) . IR EARRI A F BB FiA, MES YRGS E
ENmE, SAKARALFERS (MBEHT, RBS FY, REERT, KILTRT, BAFES) THHHF.

[RIEDR]

1. BTRELRNAFR (F[ERA PCR B0k E#B1E)
[iR{ExHI]
BRTREHRMER:
Linear Vector (10-80ng)* Xl
Linear Insert** Y pl
2x M5 Magic Seamless Assembly and Cloning Mix 5ul
ddH.0 #MEE 0w

* FR—A%A 20-50 ng.
* FRNHERSERMEERELE 2:1-3:1 ZB&1E; MBREARE/NTF 2000p, EARESHIAMERIELA 5:1.
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2. B8R%), #£50°C R 30 %t (AJ7E PCR (U EHIT), RELRGE, 1 PCR EEK LEEEEURERET-20C. BER
B f5lgn 100bp-1kb A FE 15 NHMERERISEBEULT, BRIKFRAERE, ALK R EEZ] 60 58,

3. BU Sl & N FRER R AR PR B THAL. (WREEIL TR, AT LU BT E = 18 (L PR B RV ALIRIRIR)

(PRt SEREEE ]
AIRIBRAER, RFEE PCREE, REFR (555 MFO31) #HITIRHIEAYIEEL ESMFLE.

[&iE]
AN ENTHER . AT RRELIEER, AQRRENEARRERFENRESER™ R,
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