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M5 Magic Seamless Assembly
and Cloning Mix £ AH
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M5 Magic Seamless Assembly and Cloning Mix 10T(50ul) MF018-01
M5 Magic Seamless Assembly and Cloning Mix ~ 4x10T MF018-04

[ &7 ]

KR, EET-20°C, B 6 NA. ERBFERFTHEAN-20"C REURIEREIEE.

[F=amiET]

AFERARET T4 DNA E38, TZHEMBNAEROEBYIGSIREG, MEEAEERREENSE, RASKRNEBLESTTLUSE
B ESMUENSAFEERKRASR 15-25bp EEXIHA PCR FERERESR, ATARESN 1-5 MBS ERE.
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3. KRR, BARTSSIATNEENRERFT.

4. &% R, FHMZER>95% .
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<M U AFIHEN DNA FERAIHIE>:
A M CEIRRIRIE

1). BYIRIR: ESYIFRISLIMERR, FRIRHEME, REYIENEIA, BYIEREL.
B —SERMRERMERNT DNA R, TRRESREERN. Bit, AMERNUBEYSAHS0EELSF BB TRBRARLE. B
AR IR SEIE (RBARR) REMEYITESREEUIPRBAE TR AN . Bl IS BET SRR AR LS A L BIREAR
BB EIRE.

2). PCR kiE: ZilEAB{RE DNA B4l (W5 RYBREBK mix, XS MF740, MF743 %) #l%, MR EEHE—ALUE
i PCR =4 L ERREIUL (5S: MF029) FEEH K.
B PCR MIBRAER L 2L EE, BATAESMERMEERE (RMALER), Eik PCR RiELMHA (PCR =4) SiLHETA Dpn | AYIBESSILERR
B, TIMERS S, BEMEtE, E2—RIERAT, STREWESZEMIEXFRE SIS HFREIRIK, FEILEM PCR RIENEMLEERIT
HEEREIL.

B. #iA DNA RERIHI&

1). BARESIEIT: RESIMBREREBAREERESIYFIINEERT.
RREIEMSH (5-3): LMHMAEIER=16 nt EEXFFIE RiHER)HEAN R RIERSFRSHMFF] (18-25 nt)
RERESIH (5-3): &EHARE=16 nt EBXFFIE RHER)HEAFBRREEFRSIMFS] (18-25 nt)
FE: EEXNBEESBZELD 16 bp, F B Tm EE > 48°C (AT pair = 2°C and GC pair = 4°C), BT KHEHBEEIFESEK.
RBE A RHNGEH (BRE, IRE, FXRH), &S 3MER, REWT:

Gene-specific Forward PCR Primer

TR [E 1 Gene-specific Sequence (18-25 nt)

g i
5" Overhang ! i

— 5" Overhang =
8 Overlap Region (>16 nt) B¥ 5 g
s s R Gveriap Region (=16 nl) g
7 I g
é 3" Overhang ! | 3" Overhang g

- ) . -
= LU LISLY-S  Gene of Interest s I | 2
z| — I | 8 Overiap Region (>16 nl) =i
w | @
5 Blunt-end ! | Blunt-end é
2 Overiap Region (>16 nt) K1 i g
9 .
2 l-5 R Overlap Region (>16 nt) %
= | , ]

|
Gene-specific Sequence (18-25 nt)

Gene-specific Reverse PCR Primer

SMCBARPIRESMN SR (NBEY). WEY). R PCR) AR, MR E=HASasmammESas, BAL B
B B BB —A 3 | ME AO BUEN AT . Sy 3 MR AGRRE Y, QB R E S IR Tm (&, S kaEIEE
IR S5 E.

IEE5 4% it 25615 (EcoRI EgYIFF):

kA iR 16 bp BEHEFEF5 | EcoR B E S i
I I

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

5 im
Al
3 i

n_EE, #HAH EcoRl EBYIF, Fmk 5 RKim:

RIE ARG RN, M 3 wHAEITE, FEE 16bp-20bp (AZEHIRA T 16bp KiHEBHEFEFS), MBIEBFEFRSIIF5IET
mENAT. IEESI4IEMAIIT: 5- GCTAGC GAATTG GCC G NNNNNNNNNNNNNNNNNNNN-3'

SEE: U ESIMRG e R eSS, EcoRl MM ARaNE (REBMYIL).

ItEHEFXE RN EHILE 10 St 1 SEEE 422-1 E (QIEE&XE) MEZHIE:  (86) 010-82714490
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MRFERE EcoR| BEYMIS, FEEBARI 16bp ERFFIFE 8 Fr B4 5F 515 Z B4 T8RS H) EcoR| IRFIL RFF5 aattc,
SR REERE, EcoRl MEIMLLKRAEE (REEYILR).
B{FIT: 5- GCTAGC GAATTG GCC G aattc NNNNNNNNNNNNNNNNNNNN -3'

RES gt 5)iRER (Hindill BY1FF):

3" i
5" i

5 i AG CTT GCG AAC GAT CCG ATG GCA

3 iR ACGCTTG CTAGGC TACI‘ CGT

|
Hind MBIERSE T spckizie bp TEMARFS
B, #FHAB Hindlll BEYIFF, 2Rk 5 REKRiH:
RIFEERIGH RN, N 3 imHFEitE, EEE 16bp-20bp (KZFIKA T 16bp RinEZHEFZ)), MBIBNREESS¥F5IE]

mENAT. RESI4EAIIT: 5'- CAT CGG ATC GTT CGC A NNNNNNNNNNNNNNNNNNNN-3'
FEE: USSR EEEERE, Hindlll YLEESEE (FREBRYMEE).

IRFERE Hindlll BYILS, FEEHMRE 16bp EEFFIFMBNRBRFSFSIYFFIZEFELR Hindlll 1AL FS
agett , Hind Ill BRI SIRAFE (REBEEYIASD.
E{fINT: 5- CAT CGG ATC GTT CGC A agctt NNNNNNNNNNNNNNNNNNNN-3'

2). ZMENFERMRES IR : SHEMBERNEA RS AERR RS %, FRERRZEEENEANAF RS
7/l aa Wby VNELTE

Fragment 1 Primer F Fragment 2 Primer F

=>
:-;ﬂ:i-t-rz-: AGTCACATGTATGACGTATC...GCGTGAAGCTTTTCC CTGAATAACC......
! “_: TCAGTGTACATACTGCATAG...CGCACTTCGAAAAGG GACTTATTGG. ...
<=

Fragment 1 Primer R

HE R BE A X 1%(15-25 nt)

>

AGGGCGCGTGTGAGATATAA GCTGTGGCCTTTGGC AACG...TTAGGTGGTCGTAAGTCAAA !

! : : | ®pusx
TCCCGCGCACACTCTATATT CGACACCGGAAACCG TTTGC..AATCCACCAGCATTGAGTTT I |

e —————=====—o

g nt2 P The last fragment Primer R
Hey ) BE) AR X2+(15-25 nt)

* EMEANRBRZEEEX®ITA LRMTCEERIR) IAMAR, £ZHRERSEHTE, EREE-—MARKERHHFRR
e, RIEFBRSREBZEA 15-25bp HEEX.

3). EEOIETR: EIUEFRIBIRE DNA BAEs (W5 RFIBIREES mix, &2 MF740, MF743 %),
4). RE&EH: —RizBEAKEANBRERSEHBRFITAT.
5). @A REE (M TSR FREY S E)
a) HECSRIBETRAER, RizRNSEASCEEHEERM, 4s1/H Dpn | REIEEELRRAER, TRESSRESMAME.
b) FEERE PCR %), H PCRZERHE—, NMENA PCR =HaiXFI& (55S5: MF029) 4t HER.
c) PCR BIHFRI 1, NENVIREW, AREBIRFTE (BS: MFO29)EIKFEL.
EE: FERREARE, AREME NI SESHENES S, MREMEYIMLSEFERERY, BICTEBYINSNE, PEMNTEEREERES|
Y ER XIS 5 R E T2 B8k S R kiR S B AR YIS (UBHAE & E3 1418361 . MBESARKNATEARE, NESI e
BINIE, BAXKRAKFERY (AT, RBS Fjl, RETEBT, KITBT, BANFEDS) THEFT.

ItEHEFXE RN EHILE 10 St 1 SEEE 422-1 E (QIEE&XE) MmLkEIE:  (86) 010-82714490



o —_
‘@ Meisbio L REA £ YR AERAE Meis Biotechnology, Co., Ltd

[RMELTR]

R 2x M5 SuperFast Seamless Cloning Mix &AEEEEFTIRMATE, WKESEHRBERMNERR, TUUSREFOCREFERILS
EESREFETRELTAE (FERRE), BEES, BaEolEdER.

1. BBTREIRNGEZRZ (FJER PCR EEERFEE

Linear Vector (10-80ng)* Xl
Linear Insert** Y ul
2x M5 Magic Seamless Assembly and Cloning Mix 5l
ddH20 M EZE wou

* EA—A%A 20-50 ng.
= BB SHEANERLE 2:1-3:1 2 BE&E; WRENF BT 200bp, FBAFRESHAMERLAE 5:1.
ZRERIFEEARNRE DNA ERER: BASEMENRRERLER 1: 1.

2. BEIR%), #£ 50°C R 15-30 78 (AI7E PCR {8 Li#1T), RN4R/G, 1§ PCR EEK EEERKE UK ERET-20°C. BiE
FrEzflan 100bp-1kb RFE 15 SHERERFEBENT, BKHBRNERE, TRUEKKEATEZ] 60 5758,

3. BY 5pl R Mg MRS AR B BTN (MREFUFED, LU AN IR LFHE BRI LRIRIR) .

(PRt EPEEE]

AIARIBEAIER, EFEE% PCR £E, REUFK (55 MF031-plus) HITIRHIMAYIBEERMNFLEE.

ItEHEFXE RN EHILE 10 St 1 SEEE 422-1 E (QIEE&XE) MmLkEIE:  (86) 010-82714490



