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EZ-HiFi Seamless Cloning Kit

EZ-HiFi L% = EiA5E BRAS: V220302
%S g
wo T196-20 20 rxn
5 T196 T196-100 100 rxn
*"#E: -20°C
T KR
[=mifiR]

DNA TR ERAZ—MERRESHHNEREARAR, EAFEZERBYMMILATIN, TLUSHREREREMBAFEER
E. AFBHAFEMEHLIE, ERARRBIRSIASEFRIRE 15-25 MEENEIRFS, REB—ELHIRSEFEMAES Mix
RARMN, BIASERERRR, FUETLAGERR M.

AFERAFRRHEE R EERR NIRTE, FARE~RHR NS, EENEES, BmTHENER, RTS8

EEIINR, ZMAHEEFEARBRAIUSHITACERES.

[FRE5n]
Y BER T196-20 T196-100
2xHiFi Seamless Cloning Mix 100 pl 500 pl
Linearized Control Vector (3 kb 40 ng/ul) 5 ul 5 ul
Control Insert (800 bp 20 ng/ub 5l 5 ul
M13 F/R Primer Mix (10 pM) 20 l 100 pl
[REFH]

-20CtRTE, REHA121A, B%RE%RM.
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, i T min
Clefiing Mix ' 1 *Optimisation: 50°C, 30-60 min
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[ERAs%]
1. SMEEHE
RSB RRAS: REXEXEEFFIE GC 2B EFMEKEHITEE. BAMEEAS E T 20 bp KM GC
SBIE 40-60%2 BRHAENER K.
1) EEYIHIESM . BRSBTS, TR, BRI (LE k.
F: THETEREEFEAENGE DNA EZRE, ToLEHEEE, BB TEA TR LUIE. EHYFEIE LRI
FTEBRRLEIE LRI K E I TTIEER], BB #8248 14 1L 31K W& XREEL], ABEYIE R B R % B =, &FTF
FEIR A
2) 1 PCR i & M (L 81k BifAK 5 PCR HvE R (REAS 2x SuperStar HiFi Plus PCR Mix (Dye) (Cat#
A082) SHIbFEIZIREREMIES (40 Phusion. Q5 %) HHTHMAN 1, LURADRE. PCR LR EIRIEE ML
Hiik.
£1: RIEPCR EHBH R FHAZR M TEEEH M EEE, 50 ul B9PCR RIEKZ S, H#EREAH 0.1 ng-1 ng FiXEHAEX1ER.
£ 2: PCR =821t 5T/ Dpn I ILTBEGE X FERERR, FTWAFEIR A ZE. (B—ARIER T, BENLE L E USRI E T
BIEIREIRIT, FULENTHEFREIAE LR E PCR ¥ 1E 5% 12 RI46 1 1L E1E.

2. WBARBRHIE
1) &itiEs14
B3 PCR & A A B, PCR 31408 A0R BRI : 7E3140 55| AELRRESY, fE3 A5 41 (L Btk 2 AR
BREE—HMEFSY (16-25 bp) .
Al :
FRESIH¥(5'—3"): LMK EREIREFY (16-25 nt) +EANFRERESSI4IFF] (18-25 nt)
RESIHI(5'—-3"): &MHAEREREFS (16-25 nt) +EAFEREFRSIMFS] (18-25 nt)
CE EEFESE RS =16 bp, [EE/FFIE9 Tm E>48°C (GC ££ 40%-60% ; AT pair=2 C and GC pair=4C) , &R KiE
HEERFEEK.

RBAMHERRIES (S'RE, 3'RE, R , SRS 3 MIERL, mEMAT:

Gene-specific Forward PCR Primer

Overlap Region (216 nt) 18-25 nt
I Gene-specificSequence >
1
“ !
| 1
5’ Overhang 1 | 5" Overhang
[ | + I3 5 N

CGGATCCACTCAACCGGCTTAA [ Efl AcceTTeeTAGGCTACCG

l+

3’ Overhang ! | 3' Overhang

]
| 3
| Gene of Interest 1
ceGATCCACTCAACC B3] EE ACGCTTGCTAGGCTACCG
1 |

' ]

1

Blunt-end | Blunt-end

Restriction Enzyme Digested Vector

1 -3 5’

l 2
10123/ paisadig awAzu3 uopdIsaY

1
r
|

t

CGGATCCACTCAACCGGC B4 K ACGCTTGCTAGGCTACCG

< Gene-specificSequence ACGCTTGCTAGGCTACCG
18-25 nt Overlap Region (216 nt)

Gene-specific Reverse PCR Primer

|
i

SMABENRRELESR (WNREY. WY, KE PCR) FE, AR E=MRFEHNARRESTES,
AR B R M S R T B R NEE— RS T e RN AT . T S R MORER, RFEHEER RS
AR Tm &, BRERIEFIFTEESHE.

1 RIFEFERENE, FREISE AP FERATIREL, HIBNLEEWSBL, B TEILANELE, SERITERE
5| I TR/ BRI 52 2 B/ 5.2 [T Ak S FE AR B R e B R BB T8 (I LB ET] 3 015) -

2 MRELAFHATFELESL, WESIGTALEERBIE, EHEARANFEFI WEHTF, RBS FF, BIEEBTF, KIEED
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F, BEtEE) THET
2) fEANREPCRY 1
AR BRI ETEREEMAR DNA REH, THEZE PCR “YURKESHA 3-AE (CARIBEPEHER) .
BIWEASRE DNA RABEHITI 8, RO REMSIN. FHEENEFHESEFREMRL DNA REEMIHMAEH.
3) #UEARER
EIEM StarPrep fRiE DNA BREIIRAFIZ (Cat#D205) YIREW B FER.

i IR BREA R FHRR AT 18, 2R SERZEARBIEENMY, AHLETH Dpn I FIJBLEHL I FRFARR, KRG
M.

3. R#ERERN
1) ZMABESEBAREERSTE
10 ul REEED, SAESEASBREMASEINE 0.01-0.3 pmol. HEARBSEMHEANSEERL R
2:1-3:1. WMRBANFE/NF 200 bp, MEEBGENREBS&MEMEIAMERIL A 5:1.
ERYEMERBRBERNKENEMMIEME. ATRTER BRI K EMRERMER T ERAN BRI
pmols ¥, #HEELUTITELAR:
pmols = (JRE ng) / (BEX# bp x 0.65 kDa)
A 3 kb BoZkt ik Eik, E#E 800 bp A K AHI:
40 ng & 3000 bp By MLE K, £ 0.02 pmols;
20 ng B 800 bp BIEANFER, #9545 0.04 pmols, HEHENHRBRS&MWERENERIEAR 2:1,

2) RBTREIRNER (M PCR EFEKLIRIE)

PR xR FAMEXTHR 1 FAMEXTHR 2

an H () () (EE44)
2xHiFi Seamless Cloning Mix 5l 5l — —
Linearized Control Vector (40 ng/ul) — 1l — —
Linearized vector (10-80 ng) X pl — X pl —
Control Insert (20 ng/ub — 1l — —
Insert 1...N (N<5) Y pl — — Y ul
Sterile Water IBE10Y  #HEEI1OY  FHEE10p FHEE10yl

#1: 2xHIiFi Seamless Cloning Mix &#& PEG TiFEEH#H, MKFEERL B BHATAT B HH, HZEM KGR LIS EREFHE/L S $LUEE

R, FEEHEE (TENFEE) , R STHGR B E R EEERE.

JE2: [FRTEE 1 TR E P, BEFREREIEE. [FHUEXTEE 2 TGN ALK R TR 1RAT, BT R
3) ®EERES, 50°CKE 5-15 min EFEAE PCRXHHIT) , RNZBRBET KL, RE~YEEEVEZSAMM

FRFT-20C. BWEKWFEMNEEEZERK, AESEKKNEEZE 30-60 min (FKA#EE 60 min) .

4. EESYEARZSMEE

UEMZRAG, BEGAESERERRZSMEMARIASE; B 0T AR~ TR IR,

1) BREZSHEME Tk g,

2) B10 pIEFERFAYMAE 100 pl BEZ M GERER BRI < 10%BZ 5 mpaiRTR) , 12 RR 5, 7Kif 10-30
min.

3) 42°Cim# 45-60 s f5, K% 2 min, ZERAEEHELE.

4) JfmA 800 pl SOC 5 LB 155 &, 37°CiR%EEFF 40-60 min.

5) BEEHIRHEEENE LB METR (SHEMMERNENR) , 37°CH3F 12-16 h.
£ KB IEMAY Linearized Control Vector fAMEATIBLE 14 (L #1E Ky ST EF 1L,

5. MAMRELE
1 BHEE: IBEEHESR, RBRN, NRABRK. PCR AMFHEHERTSEENRE.
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2) EI%/Eik PCR: HARBAESI M8 EEFRMES I YHITE%/E®R PCR 18, #ERER 2xTag PCR StarMix
(Dye) (Cat#A012) . H%&/BEi&K PCR R R A 8E1% L PR ERANBAMEXTER R B2 .
E: AEBEREAGIHML3 F/R Primer Mix, ATLUE FRTIBFIEXTIBLARIRAIEE .

3) EBYIERE: PREVEESE, EERRN. ERAEERNREIMEAYIEEHTIEY), REERKREKENFRR)N, £EE
¥

4) DNAMF: MM BAERSI IS EERFR S MHTNFLEE.

GEE=EmR]

FRIZAERE, AR&HEMEENEBTMSEIHENESES, WXEYIMNSEERER, BCEFEBRYIMSIERE, &
ENAERESIYMNEEBXFHFFEEEFTZ EEMREENEERRE RAEYIAIS. FF3RANT:

A. IFEESI¥&IT (EcoR 1 B

ik Ri% 20 bp EEFT - EcoR 1 BEYIEkR
5 — GGTATGCGAGCCTAGGTGAGTTGGCCG / — 3
3 — CCATACGCTCGGATCCACTCAACCGGCTTAA — 5/

W EE, iR EcoR 1B8Y], R S'RUKm, RIF3IMRITEM, M 3HFHEITE 16-25 bp (Al 20 bp Kif
EEFYD , MEBMRRERSIFS SR . BRESXEN Tm ERF—HA>600C. EESMEFNT:

5' — GAGCCTAGGTGAGTTGGCCGNNNNNNNNNNNNNNNNNNNN —3'

i U ESIYRi TR EEIERE, ECOR I B SF=/E% (TREEBEIIS) .

WNFEIREE EcoR 1 BGYIMI R, FEAHMAKIR 20 bp EBFIIFBR A EREFRSIYIFTIZEHTEREN EcoR TRALR
F3l aatte, SEREEREE, EcoR I MY kAEE (REBUILR) - AW
5' — GAGCCTAGGTGAGTTGGCCGaattcNNNNNNNNNNNNNNNNNNNN —3'

B. KREZI¥EI (Hind III B§YIF) .

5" — AGCTTGCGAACGATCCGATGGCAGATACG n——————— — 3’
3 — / ACGCTTGCTAGGCTACCGTCTATGC m— — 5’

Hind TIIB8Y]E AR ifk HARIK20 bpEEHEREFF

W EE, HR Hind 111 B8], WAL S'REREE, REBIIMNZIHRN, M 3'HARITE 16 -25 bp (Kl 20 bp K
REBFYD , MEIBRRARERSIMFY SR . HAREBXEN Tm ERF—BE>60C. REAFIIRAMNT:
5' — CTGCCATCGGATCGTTCGCANNNNNNNNNNNNNNNNNNNN —3'

i UUESIRi TR EERE, Hind 1T G siF=iE% (TREBTS) .

[&E]
ArEmUERHER . ERIAFRRELANEN, AARKEAEFREETRFENREAER. ERHHERT, AARX~RAAEBHFENIRTH®~RHONMERS.
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