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—EETER I R R mix (5x, BiRIEAR)

One Step Seamless Assembly and Cloning mix (5x)

@S C06-01034
=i : 20 rxn/ 100 rxn
EEEME: KEHRE BET-20C, 1218, FABBEREHA-20'C REFEMRIEEAENE.,

BERT: SIMERASEFNSIMRIANRE 5 -BRER, RMAEEREAE. MEHRLTETE, BSLEREER 5-
BEREYSIY, SEX PCR =Y ABERMESALIE, X TUAEEEBEATEATERE.

FEamfE o

A RAKET T4 DNA E#E, AREGEMBHNARNBUIMAIRE, MEZAESEAREANTTE XAFKNEBAS
B ERTTEL MU ENEEMESERminRH 15-250p EEXEH PCR AREREA, JURESLI 1-5 MRS
Tk, A= RRA S BRERR, ERREGRTEIMAES BMNFBRSE, NTRSEERNER FiEs—Ls
MR ABHE R .

Pt ST

1. 30 el U —NHELZ M. MPCRYEHER (FRmziE AR BARIE,
2. RRBEMEAF BB T AR ARRORE, TUEERALS#TRRE.
3. TR, BMARASSINRTTENREFT.

A =5 EW, PEME>95%

BRIESR:

AR AFRSEEEREEFREE, MAEEHRBREMRNERR, o DUSREF UKL 9IRS 5 B o R
(FEmRE) , BEREY, BEHOREIER.

1. BERTREIRNGEZR (M PCREAZIRENE)

Linear Vector (10-80ng)* X ul
Linear Insert** Y ul
M5 Compact Seamless Assembly and Cloning mix (5x) 2 ul
ddH20 3 2 E (REZ A BRMEAE, Sk ) 10 pl

R RAUET DNA BN A SRS TER, (X OD MRTS (HNRLmE OD HTERER) .

* #th—R A 20-50 ng.

" BAR B SRENERLCAE 2181 ZIRE MBEAK BT 2000p, ALK B SHANERLLA 5:1.

£ RFIRELS R RIE DNA (AR : RISHMEAKBERILS 1:1.

2. @RS, #37C (WRFIRE GC AEB, THURGE) 50-55 'C) KA 1530 H4h (T PCR B L) . K
RAEHIE, § PCREEA L, HBEEURERET-20'C. LA BRI 1000p-1kb RBE 15 5 HER R R4
T, RKAREERE, THUEKRRNEE 60 4.

3. HSM RRAMIERBRESMERABETRAL. BAFIMANETERZLREAHRO 110, 10 5ul REAMA
= 50Ul BEAMIBE, MBHATRD, TRUGHA 0P IR AIHEITE SRR

4. SIRIRRMGIER, WEEE PCREE, RRURMETRHMEAVBLTANFERE.
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LML HAETIRA DNA R ERASHIE:
Al M URERHIE
1). YRR BUIFSLMRE, T RnSER. RBUSENEYIST, BUEREK.
IR —HETERERNERAT DNA EEE, X4 8EEERE. B, AEZNRBYITRS SN LEE
WEBHITRmHHRLE. BEAFYRECEHIANBRAEZE (THREAFR) EHBUATEREHARRBEE L
RES . BAHEEES VIR R DHEX MR 2 M (L B L Bl REI R IR X
2). PCR KR ZilfEMSRE DNA REHEE mix Hi&, MRYEFE—TET PCR =ML EREIBRKFHE,
FR: PCR M RAER LRI LG, Dot SERMMRRE (THAAR) . Bt PCR KRZMHHE (PCR =)
Zi{¢RIA Dpn | AVIBEEMLBRIARMR, TERE R, REEMER, BE—RELT, 23REKESEIEXMARLE K
BAALLBIRREIRIR, RitRE PCRRRM LA BABTNBIELEREIL.
B. 3\ DNA HERA9%I%&
1). BARERS IR RESIMEREARBREFES I MFIIMESFS.
LRSI (5-3) LMHEIER216 nt EEXFHI(QRinEE)HAA A RERFFSIYFS (18-25nt)
wEREEY (5-3) LMHAERE216 nt EEXFH(Q RinHEE)HAA A BRREFFSIYFT (18-25nt)
IR EBXMEELKED 16bp, FH TmEE >48°C (AT pair = 2°C and GC pair = 4°C), SN/ EKHEL B B2
BEKR,
EREMHERKNENE (SRH, IRE, FRip) , s¥iths 3MER, TRET:

Gene-specific Forward PCR Primer

Ol e Gene-specific Sequence (18-25 nt)
Right Arm

5’ Overhang

_ 5' Overhang -
§| 7 CIETTEED s s - I |
S 3
| 7 = 3 el
(3]
m -
.gﬂ . 3 Oerhan 3' Overhang 3
Overlap Region (>16 nt) ¥ w 3
(4] =
3 .~ Gene of Interest :
2 2 |8
S Blunt-end Blunt-end g
= Overlap Region (>16 nt) &3 51___7% &
| =3 3 - |8

Gene-specific Sequence (18-25nt) Overlap Region (>16 nt)

Gene-specific Reverse PCR Primer

LM RENMiRRLE T (NEEY). WY, k@ PCR) £E, TMUEM E=MRnEMNRAEREAS, BwAR
BRI R RSB — ARSI B RNBI T iF B G5 R JICEEN, ABITEREFSZR MY IBFSIR Tm &,
HrRHERFI AN S 5ITE,
EES|4¥&iT 265 (EcoRI BgLIF) !

kK % 16 bp &S HE F5 | EcoR E=E

| | -

U] — GGT ATG GCT AGC GAA TTG GCC G 3 um
U] —CCA TAC CGA TCG CTT AAC CGG CTT AA 5 i

wm

N EE, #H&kE EcoRl BYIFF, T 5 RH Kk
R\ LERFITEL, M 3RFARITTE, EEE 16bp-20bp (AZBIRAT 16bp KiFESEREFSI) , MBI B BREFFSI
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YRS BIERIT . EES|®EEIT: 5- GCTAGC GAATTG GCC G NNNNNNNNNNNNNNNNNNNN-3'
FE: MEEIYRit=mEEEIES, EcoRl IS E4NE (RMREBIME) .

Fr3| aattc, FEAGEMEERE, EcoRl BSUMIAKATFE (REEBUIMLR) .
BT 5- GCTAGC GAATTG GCC G aattc NNNNNNNNNNNNNNNNNNNN -3'
K5t EGIEA (Hindlll BE)7T)

5 i AG CTT GCG AAC GAT CCG ATG GCA

3 i ACGCTTG CTA GGC TA(% COT = 5 i

|
Hind IIEIERIE T sopnskisie bp 5248 F 55

mERE, Al Hindlll BEYIF, K5 RE K

RIEERRITRERM, M3 iwFiRitE, {EEE 16bp-20bp (AZEFIKAT 16bp KinEEMEEFSI) . MEBNFRER
2| ESIRTERIT ., RESI4EMEIT: 5- CAT CGG ATC GTT CGC A NNNNNNNNNNNNNNNNNNNN-3'

FE: MESIMRi Rl EEEREE, Hindlll YIiEESiEk (FEEBALS) .

MRFERE Hindlll BEYIMLE, FELETERIG 16bp EEFFIFE MR BAFRSIWFFI Z B4 FEKL R Hindlll R34z
SFF) agett |, Hind Il BUMLEMRAEFE (REBEVIMNS) .

BT 5- CAT CGG ATC GTT CGC A agctt NNNNNNNNNNNNNNNNNNNN-3'

2). ZMEARBRATES IR SRERmERNBEANR RS HERREFREITE, FRSFRZEEZNE
ANFBSIMiEt 7 A T E:

Fragment 1 Primer F Fragment 2 Primer F
» .

. — ! AGTCACATGTATGACGTATC..GCGTGAAGCTTTTCCGTGAC| CGTTCTGTGCCTGAATAACC. ...
| BEESX | | I
L e . mam mmm ml  rraatia  {wai aai " anipet ™ o " i7" g

A

F—_—— -

Fragment 1 Primer R

B R EREESX1* (15-25nt)

Fragment 3 Primer F
=l e
TP
_______ e

, . | HEEBX |
TCCCGCGCACACTCTATATT LCGACACCGGAAAC( (LTTGCC...AATCCACCAGCATTGAGTTT o)

——————— T |

]

Taugim;ul 2 Primer R ] The last fragment Primer R
B9 R ERE)EERX2* (15-25nt)

* EMEARRZBEEXRITE LRFC(ESNLE) (ORI, £ ARSI, EFREE—MATXLERT
AUERNTE, RIEARSAERZEHR 15-25bp HEEKX.
3). BsmVitF: BWEASIRE DNA BAHE=E mix.
4). REFM: —REZEREAEANSRERSERABHTRIT,
5). AN R B (RN TILAEREREWRITE) ¢
a) ABCRIETERER, BB SEAREREHERNY, 445 Den | AVESHEASRER, TREESRE

b) FEkEB PCR ™%, HPCREZRE—, NEILA PCRF=MALKFIZLELA K.

c) PCREFFFY 1E, WEIVIKREK, RREBGXFIZEEEA K.
AR EMAZITARRE, AREMAHENBEYIMSREFHENNESRE, NRNETINABRERYN, BICTEBYI
REERE, PENTELERERESIVNESXFINEFEREFY Z g MRAEOHERKE RGBSR (IR E
RE) 519kt EBIRER)  MREAFNABTEERE, NESIMRITRERRDE EEFRERANMFRFT (MEshT,
RBS FF7l, BB T, ZULEBT BOHEF) THHBIE,
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2. BEEERRS |11 18IENDNAR B
(AIEZL-5T R R, R EEH2T)
1. PCREEELN S ERI &L ML E A

3. IO, FE&. CLoning Master P
Mix;&39, 37°C/R 2309 §
@

AN B A ZE. N8
EERImH#ATLEEAERE BRI
BRREERKFT)

4. REFMEE S S S S AN
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