Uniclone One Step Seamless Cloning Kit
BRS

GS60120
=Ry
Hs S (50R)
2 xUniclone Seamless Cloning Mix 250 pL
pUC19 Control Plasmid,Linearized(Amp',40 ng/ul)” 5 uL
Control Fragment(500 bp,20 ng/ul)** 5 uL

“CetEEir . TSHFISRENSENERESR , ARRSEEMPINES |
AR TSIHARRENZMECERAESR , ARSEREMMZIIEE.

REFM
20°CRHEF 1210 | BRI

FEmiE

Uniclone One Step Seamless Cloning Kit EEFREIFREAFREFAN—FEER, HE. S8E9E%
ERERRIE . EBEEARSEEARRESXIHA DNA REREASEEMWEAR L | AZEIAR
PR, BARBEESERE. Zo ARSI EEARARERIE/RME PCREWIRI S w5 | NEIHAER
FARY 15~25 nt KinF5l , BIEABIERHEEEGEEXIEI R BRFIEARZRE 50°C 5 min A

B, ehftiERE,

AFFRE]ERTSSI 1~5 4 DNA BERHIELR , 2 x Uniclone Seamless Cloning Mix HriiNAgsHENE

FHUAHRIR MR R R EAESRIPRMERIREL.
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1. SIEEHHIE

R AIERTCEERERIEAR TN ( RERRAESERSIE GC SRS ) |, ZiHtrirs
IEREBIRIEMRE PCR I 1EHIE.

1) ESINHIE

i

HEFERAXESE AL LB |, LIRSS, ERRMIDAIMEENRE , AT R

PIRSRIAR IR BTRI LR, SPRImBGRGARImIIR , (B MRIEESTITE.

pET

a. ZWEYIHITEMUNERTHEERRY | REEINFEXRRRWL

b. BEstleRk/a . MIREGATIEERESRT BRI AN EBRTERARML ;

c. EYIEHRITREWAEN  #HEACEBEIREFERREIXCNY , AIFEINS DNA Marker (BRS :
GS80110-GS80160 ) LERER=EICMIRE.
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2) R PCR i IEHIE

HFEASREREGE (RS | GS20120) BRI HESSRIMR, HEFERREMEICRALE
W, LUR D IR BTRARNR G BRI e P PRMAEZRATRIIE . SHRAROIRERRIET | FIEF A Dprl 8
WiafER.

AR BEREWANL PCR =Y, HEFMCERBIREREREXCUVERENRE , JRES DNA
Marker ( B3RS : GS80110-GS80160 ) tK=EtGMIRE.

2. {EANRERRIFIE
1) SH¥nR&tEN

N EY 185 Y EMERo TRk - BEEXE+FRIESHD . BITEBARRIE/RESHIRIS W5 IA
FEANEMIE R 15~25 nt AUFS (#EF 18 nt, FEIEMBIINLR ) |, ST IEERREAR
Bk B S AR im— B RIRRRS .

FIEESH (5 -3' ) @ LidrEsSXKE+EIR (FIik) +IERNSRMES W 1EFs
RERESH (5 -3' ) TiErESXE+BIR (Fik) +RESRMES W 185

a. EHMKHMERE , B3 mRd , NN mBaRtsls ; & SinRl , WsHRitaIiie
BREED , BALUAEE

b. REFERLEERFSIE GC FEHINXERHTE , SFHAREMR[ETIE 25 nt XA GC &
2 40% ~60%0t , EEANERS ;

c. HWEFESY TmER , RAFHERFRMS N TmE , SIANNEUNFIIEFITE.

Bl— : BAMENRERIIESI&IT (A BamHI #1 Xho 1 SREBLNZE AL (T Faf)

R ET (AT REro il L FRREEER, INBEFAEIREA)

Barrd| Xhe|
5f—..ggttaga GGATCC-==-~-~- CTCGAGtcaagacgatctaccogagoaataa..—3f

If—.ccaatctotocgaatgogtocgtoccaCCTAGS- - ---GAGCTCagttctgotagatgggetegttat .. —5"

. EARERES (NHBFT SRS :
tgccagtggegataagtogtgtottacoa..ggcaagacgatagtitacoggataaggogcag
acggtcaccgectattcagcacagaatgd...cogttctgoctatcaatggectattccgegte

DA H B IS S it A
F(5f=3"): +GGATCC ([ ik ) +tgecagtggegata
R(5'-3") :gctcgggtagategtettga+CTCGAG (A1) +ctgegecttatccggtaa

B . SMEARERES &It (LA BamHI ] Xho 1 INESNZ LTI a6 )
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EEAE RS (MEHELRAETFS RN R, M e e

Bamt| Ahaol
2'—.uggttaga GGATCC-———~ CTCGAGt caagacgatctacccgagcaataa..—3”
3f —..ccaatctctecgaatgocgteogtccaCCTAGE————— GAGCTCagttetgetagatgggetegtbatt..—57

T AR (ST B
R EE1 Prinar F 5 R

gr t_qﬂc:ﬂ.g tg‘g’ﬂg‘ata.ﬁq"-{'&gt AcC....Jcaagaggce |'_}1(_|’|‘ 1‘.|_'tr'.|.:'1|3¢.:’_r.'.-:] L;__;L... quqtl_d.r t a-g" t tf‘ta.ﬂ_ﬂl] CE e
3" —acggtcaccgoctattcagoatggu..cogttoctocoggocaagt tggagoaca...actcaataat caaagt Lgocgac....

FEE1 Pomer B

HE3 Primes F

acgbgocticactatgea.. tagttaacggtcaccgtgoctggta L.LZL'-T._]I.il.-nqu(.'ﬁL L..agttaccggataaggogoag—3'
tgoacgaagtgataogt...atcaattgoccagtggocacgaccataggogatcogtaa..tcaatggoctattecgogto— 56

22 Primer B ) FERA Primer R

5 B 1SS g T

FERL:

F(5'=3"): +EGATCC ( [ i) +tgecagtggegata
R{5'=3") :taactca...acacgag

FER2:

F(5'-3") :etegtgt...tgagttattagtttcaacactyg

R{5"=3') :ttaacta...tgeatag

RER3:

F(5'=3"):ctatgeca...tagttaacggtcacogtgotggtat
F(5'-3") :gectegoggtagategtettga+CTCGEAG (W ik) +etgegecttateeggtaa

PR =

BAZPRERISINRT © S—HEROLESMHSE=RRETESY , SRBERRBEARNGEIA

BEFAHRNEIRFFINT ; FRERIFERSISMIRTE=fME

a. LARI—hRER 3" iw 15~25 nt {FARIRRIIANER—RE 5" mEIRAI—EFx)

b. LIUE—FRES5' iw 15~25 nt fFARFEFIIFNER—HER 3' i ;
c. MRABRSH—2ERRIFERSI(RIT 15 ~25 nt) , D3RNES—RERRiH,

3. EHRM (#F10 pLiFFR)

1) (FEAYECE
Ay BryEA PAMERIER 1©  FA{ERIER 2©
2 x Uniclone Seamless Cloning Mix 5 uL 5 uL 5 uL
ML EIR (50~200 ng) @ X pL X pL 0 uL
EANREE (10~200 ng) @ Y plL 0 uL Y plL
ddH20 Upto 10 yL Upto 10 L Upto 10 pL

@ : REHAAE (ng) = 0.02xE{AMRESTEL , BI 0.03 pmol ;

PHMERSER (TTE) ©
5 puL

1 L (pUC19 Control
Plasmid,Linearized )

1 uL (Control
Fragment )

Up to 10 pL

@ : RERRAE (ng) = 004xHEIHERSE , BAZRER , BRREERE (ng) =002xHER
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IREXSE. SEANBRRIOKEATHR , WNESREASEARREBE ;| SRARRISKE/N
F 200 bp , NHFEANRERRAER 5 BEUFRE

® : IR E TS RERAILE |

@ : SEARBRY BERE SRS ERITMARART , #EHT

® : FRHRREt R R,

ES= N

a. HREAXNUEBINAEEIRR/&SE  WENERERRREK/KEREER |
b. FBEAFBRIK., BARRIKEHRETS | =EPMRYSMER

¢ FHE-ADKREISUESHERER, SMEPHNAERFMET 1 L.

2) R

B EASPIHSRERESY (BERFESE , B2RIERE) | RTREHITRA

HBANRER RIS
1~2 MENRER 50°C, 5~15 min
3~5MEANRER 50°C, 15~30 min

LEARSZE>10 kb B#EAEFER>4 kb BF , ENGERRMNATEZE 30~60 min,

FE

a. ETEFER PCR (NHFBRERBIENNEERA , RMAEA RS ANIKTENRIISEE ;
b. 50°C/iFRfE , BIHTHRINELD , BRMNAKNEEER ;

. BRMNEETFKLSE, #INEIREL,

4. ML

1) EX 100 L KA LEtAIRSSAR , IINEEEAY) (R EE TR SRR
1/10) , RS, vk EEEE 25 min ;

2) A2°CKEREAS s, VERERRZEKAT , B#E 2 min;

3) EECOEFIINTOO L FETERNTEERE (2xYT8 LB) , BSE 37°C, 200 rpm £
B1lh;

4) RIBLREE , REAERRNE RIS EISHENAEZRAY 2x YT 8¢ LB 1558 L, &F
REIERT 37°CIEFmidiiEs:.

5. PAMRIERIEE

1) BEFE/ER PCREE | FIELENEEEE 10 pl TRKFESREE 1 ul Atk , sEiEEEE
BEI&ZE PCRARPH IS (BNENMER—SERAS Y, ERERMER ) ;

2) LIRRD9HEHR PCR £3E @ SAENERTeEE=RENINAERAY LB 1858+, 37°C, 200 rpm iI&dE
BISHHERAME/RNR . AIERENERS ST SIS W 18
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3) BT (HEFRE) | IR REESHENTESRA LB I55Ed , 37°C, 200rpm S&RIEE
[EHiRETHL , (EFRMEN REIESEEI BRI S FE RGN F B/ |
4) Wrr : ENEERENERS ITNFEE.

BRI SHERDE

Ql: mEHIHAIKRE?

Al :

1) gt EiR. RITREKE IR, iEERES YIRIFF IR,

2) BANRRAEE. MWEEHEAREBHTREMEE (BRS : GS70060 ) , EEKiGRIAREML
FRBHTIEERN , MEFSERERE—MEFIISTUE DNA |, SISEZHI EDTA,
AMEREZARIREE | BIRA ; FATFEARNAIREM NS ST ddH.0

3) SetECEREIEAN FERILBIAE, SRR REEN S ATEREsHE | BRErEER
BRI R E MIRE,

4) RESHER. BRREZSHEERFRENEN , MEEATRREE , ENSEEARERESE
AR,

Q2 : SYWREARSHBARER?

A2 :

1) mEEARFBRPSERNER. BIIHISEIHERET , ESRERTIEBERE | ERKRN
BfE) , (EFRREMEEERIF=4) ; BIEANRBRNREFERTRZ R E Y 1GEtR , 15~
Wi T Dpn 1B EREMEEX ;

2) tEEMMERALSH. TELNINERYEERE REAATHR.

Q3 : RIESBAIEMRAHENRER ?
A3 : PCRIHBEIRSEMT 18, R PCRIAR , REER | EREAREML PCR P47,

Q4 : B& PCR TFRHEHKNARRY ?

A4 :

1) S¥IARIER. HEFEREMRIERS s ZE/ D ER—5ERE 1 iTE P £ ;

2) RIBMER (FEARERIRK) . BENUREURKLIERHIT PCR ISIFEESIIIEIE. L PCR AR,
2R ;

3) BEEKM. RETHENMNET | RIAEEART] , #A&E TS BILHERR FERRE.
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