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M5 Compact Seamless Assembly and Cloning mix

“BMRE —PERER/ZSHBE mix (5x,ERIEMR)
ERBAAH

B L &S

M5 Compact Seamless Assembly and Cloning mix (5x) 50T(100ul) MF018-plus-505

““E *h —»

— FE/EFEREE (BRBSFMELL) BWHERZE: BERESREKERRL, SIREMMANERBIEL.
REERBEREL = GRiAKNRERRN X (REREFERE) X (FRERMANEFERMNERD.

=\ SIMIERAREFHSIIEROARE S-MIRER, AMAAEREE. M2 RRTERER, MRERENER, GHHER 5 -HRERN
5141, |EXT PCR IR BBRMERALIE, (£ AT EREER TR MER L, UERERIE.

[E7ESRE ] KR, BET-20°C, BN 6 M. FAF/IERIHAN-20°C R7EFUMRIERBHEM .

[FmiEr]
AERTERBT T4 DNA EH#8E, FAZHAMBNRBROBYIMSIRE, MEZREERREALANSGE, KAHRNEBESTLUSE
BRAGMARNEAMSERIRES 15-25bp EEXEA PCR FEREBES, ATLIRESI 1-5 M ERNSHTERE. A~=mM
HipmRiR i BEARE, XA ox SRGERN, EEENERPEMAESBHFBEMHE, NMRSEENE, HlEa—LSEE
HOHHE R L

[F=@%5R]

1. 30 SHATLLE—PEEZ MK, 5 PCRYBAER (FRImTE A KRR BRI,
2. NEYMAFIEN FEREEYIAL S AR B MR un/ A RIRA RS, UAEESMSHITRIE.
3. RUERIE, WARTIIANTTENHEFT, S EfH, FAEER>5%.

[#BESE]
= M5 Compact Seamless Assembly and Cloning mix (5x) & AEEIEEFIRATE, NABEL K EERNEHT, TLURE
FiMLFILS RS REETRENEE (FTERNRE), B¥ES, BEaES0EIER.

1. BERTREIRNEZR (ER PCR EEEREME)

Linear Vector (10-80ng)* Xl
Linear Insert** Y ul
M5 Compact Seamless Assembly and Cloning mix (5x) 2ul
ddH.0 #EZE (REZmMRBMEE, LmkD 10 pl

AR HAUET DNA BANMEERHREHRITER, (XE OD EEABH (FAFLEE OD EFEEER).

* EiA—A%A 20-50 ng.
 FRANRESERERILE 2:1-4:1 2 [E&E; WREBAFE T 200bp, HARESHFNERLEH 5:1.
ZHEBFEIFEARM&E DNA (EHEA: i‘zﬁi'ﬁﬁ/‘?ﬁ)\ﬁﬁxgd\bﬁﬂ 1:1. (BAFREREERHRERT)

2. BI2BA) £ 30°C R 40 o4 (LS BRI 37°C 3i#& 50°C, AJ7E PCR (B HKBH#HT), REERRE, 15§ PCR
ItEHEFXE RN EHILE 10 St 1 SEEE 422-1 E (QIEE&XHE) MikEiE:  (86) 010-82714490
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EEBkE, EEBUSBERET-20°C. BEHFEAIIN 100bp-1kb REE 15 HBERERX B EBELT, BKFBRAERE, ATE
K& RATEIE] 60 4350,

3. BY 5yl R MR RS AR AR B TR . EEAIMANEREBIRZ AN 1/10, tegn sul REYIMAZEL 50ul
RESHES, MREUTRD, JLUSRBNAIR LI BNELRIRIR.

4, AIRBEMRER, EFEEE PCREE (555 MF002-plus), PRIRIZEGR (35S MF982) HITIREIMMIVIEBEEHNFLE.

[REFRE]
1. PCREK AN V) 77 & 3 i 4% L AR 4K + 2AEERRENI| MY MBAONALEL,
(TEREI-5TRE. ZTERHA2T)
® =
(jﬁ““‘* DY e—»
v

3. mA#k. BHE. ClLoning Master '
MixiBH, 37 C K& f230434k

WA RERANEZE. SARRZE
ERXBHATAAEAER(HEHRE
REERKEF)

I%
f

e}
v
4 R ER LB S SR g

<SMU B AFIHEN DNA B ERBSIE>:

A ERMEIRROHIE

1). BYIRIR: ESYIFRISL&IEEE, FRInKEMR, REYISE NI, BYEREL.
B —HERARERNERAT DNA EEE, TRRERFEERN. Bit, BMERUSEYARBSNEEUEGEERRI TR #EKRLE. B
AR LI e (RBARR) REMYITTEEREHUPREBEATIR AN . B SRR B DU ARG M SR BIRER

BBk .
2). PCR kiE: EIUEABRE DNA BAHEE (152 MF947) K mix (MF743) &%, R BLEH—ATLUET PCR AH4iik s

HZREL (55 MF029) 3KEHIE.
SER: PCR MIFRIIR RIS LR, BATRESBURMIRIEE (RMARED, Eitk PCRFIFLMEE (PCR=41) SLHTR Dpn | PIEIEGHILER

ItEHEFXE RN EHILE 10 St 1 SEEE 422-1 E (QIEE&XHE) MEREIE:  (86) 010-82714490
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Wik, TUERER, BEERE. BE_RAAT, SURENE SR MRS S P ERIRIE, FEILRM PCR SRAE LS ARAE
HEE RIEI

B. #EN DNA B EZHOHI&
1). BARESIEIT: RESIMEREREBAREERESIYMFEIINEERT.
REIEESH (5-3): LMHAFER=16 nt EBXFI@RinER)HENFEIERSRSI¥FS] (18-25nt)
RERESIHY (5-3): &HHARE=16 nt EEBXFFIERHER)HEAFBRREEFRSIMFS] (18-25 nt)
AE: EEXMEEKZELD 16 bp, FH Tm {EE > 48°C (AT pair = 2°C and GC pair = 4°C), ZNAEKFHEHBEITEEKR.
RBE R A RmNGENH (BRE, IRE, TR, &S 3MER, REWT:

Gene-specific Forward PCR Primer

TR RS (3] Gene-specific Sequence (18-25 nt)
I I
{ | Right Arm
I I
I
|

5" Overhang !

=1 5" Qverhang [ =]
8 Overlap Region (>16 nt) JK§ 5. ]
§ ' 5 k@ Overiap Region (>16 nf) 2
@ i I =
E, 3" Overhang ! | 3" Overhang g
I - | R 1 -
> Lol LU LIS Gene of Interest - I | 3
=| — I | 8 Overlap Region (>16 nt) =
w | ©
= Blunt-end ! | Blunt-end é
B Overlap Region (>16 ni) J¢§ 5 s
o -
2 E PR Overlap Region (>16 ni) g
2 | , ]

|
Gene-specific Sequence (18-25 nt)

Gene-specific Reverse PCR Primer

SMAHENFERELIE SR (NS, WEY. KE PCR) FE, TR ESMABAMORHEEES, BASBISSY
B4 B BB — A3 | MG R BUBN AT . Y E MR AGRE R, DB E R S RS Tm (&, S AaEIERE
BIRES 5 E.

IEES54% 1t 25453 A8 (EcoRI BBYIFF):
Tk AR 16 bp E’E‘*EHJ—LW | EcoR B E i

I il
GGT ATG GCT AGC GAATTG GCC G 3 um
CCATACCGATCGCTT AACCGGCTT AA 5" s

5 im
3 g

B, #kE Ecorl BBYIFF, FR 5 RHKik:

WRIE ERIIHRN, M 3 et E, £EHE 16bp-20bp (AZFIRM T 16bp KinEBMBEFTD, MEIBFEAFRSIF5IH]
EENE . EMSIMEAEIT: 5- GCTAGC GAATTG GCC G NNNNNNNNNNNNNNNNNNNN-3'

EE: LSRR REERER, EcoRl BYIMIAIESHSL (TRBIEYIML).

MRFERE EcoRl B, FEAH ARG 16bp EBFFIFIE M F BT R 595 Z BAMNSTERA AT EcoRI IRFML R A5 aattc,
SRR EERE, EcoRl MEILLKREE (REEYILR).
B{FIT: 5- GCTAGC GAATTG GCC G aattc NNNNNNNNNNNNNNNNNNNN -3'

RESIH% =R (Hindlll B§IFF) -

5 i#  AGCTT GCG AAC GAT CCG ATG GCA = 3" i
3 A CGCTTG CTAGGC TAC CGT

wrm, e NEIERE T ﬁm%mwbpiﬁmnrw

HRIE_ A% RN, }As JmﬁFiz 1‘I‘§ E[EH 16bp-20bp (AZEHIRA T 16bp FKivEBMERIFT), MBIENRESFRSHIF5IET
HEF. RESI¥EAEIIT: 5- CAT CGG ATC GTT CGC A NNNNNNNNNNNNNNNNNNNN-3'

ItEHEFXE RN EHILE 10 St 1 SEEE 422-1 E (QIEE&XHE) MELHEIE:  (86) 010-82714490
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EE: QLSRR SRR, Hindll PILABSEE (RREMIIA).

ItEBEEEWRHEAR /A E Meis Biotechnology, Co., Ltd

WMRFEMRE Hindlll BBYIMLS, FTEESHAKRE 16bp EEFFIMENREFRSIYFIIZ B SFEKE Hindlll IRBIHALEFS
agctt , menﬁWhﬁmﬁﬁT(ﬁ BB -
BRI : 5- CAT CGG ATC GTT CGC A agctt NNNNNNNNNNNNNNNNNNNN-3'

2). ZMENF RS T SEEMIREZENBARRSNOT A AR B RERIRIT AR, FRESRBRZEEZNEAR S
YNt A E R T E G

Fragment 1 Primer F Fragment 2 Primer F
» .
> i

Fo——— = e e e e - - - -

| BT ﬁ AGTCACATGTATGACGTATC .GCGTGAAGCTTTTCCGTGAC| CGTTCTGTGC CTGAATAACC.....
C TCAGTGTACATACTGCATAG CGCACTTCGAAAAGGCACTG| GCAAGACACGGACTTATTGG. ...

‘

Fragment 1 Primer R

BHREREEEX1* (15-250t)
Fragment 3 Primer F

el
P

AGGGCGCGTGTGAGATATAA|GCTGTGGCCTTTGGC lAACGG TTAGGTGGTCGTAAGTCAAA"™ — — — — 7
TCCCGCGCACACTCTATATT| CGACACCGGAAACCGTITGCC.. AATCCACCAGCATTGAGTTT | AFERX |

——————— ) o) ot
w a

Fragment 2 Primer R >

BMFEREESEX2* (15-2501)

The last fragment Primer R

* ZMEARERZBERXEIHE LRARCERMNLR) WFmHE R, SRR, EFREE-—MAAREARHLXER
#Hw], RIERBRSRERZEA 15-25bp MEEX.

3). ERAVIERE: BIFERBIRE DNA REEE (185 MF947) & mix (MF743),

4). RR&E: —RizBEAKXEANSRERSERBBHITAIT.

5). @BHANRE (M TLAMERIEFEEY S E)
a) RESEETRASR, BixRuSEAIHEEHEENM, SLaH Dpn | AYIEGEILRAER, ARRESSIESHEMEER,
b) FESRE PCR =), H PCRZERHBE—, NMENA PCR =HAIRFIE (555: MF029) 4t HER.
c) PCR BIEHRY 18, MEMIREI, AREBIRFIE (55 MFO29)EI HEL.

EE: ERRAERE, AREMEAHENEYIMSEPHENEHESERE, MRNEYAEEREY, BlUIEBYMSrIEE, SENTEERERES
M EBXFIIFEFEREFI 2 MBI A RN EE SRR ERBEYIGR (MANAERES TG .. MRELFNMATESRE, WESIMGITELE
BIERiE, EARERANMFEFY (WEFTF, RBS FF, BEHEET, LIEFET, BEANRES) THES.

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



