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EZ-HiFi Seamless Cloning Kit

EZ-HiFi L% = EiA5E BEAS: V250101
%S g
wo T196-20 20 rxn
A5 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]

WS HYBER T196-20 T196-100
ZT196-101 2xHiFi Seamless Cloning Mix 100 l 500 pl
ZT1900 Linearized Control Vector (3 kb 40 ng/ul) 5 ul 5 ul
ZT1901 Control Insert (800 bp 20 ng/pl) 5 ul 5 ul
ZT1000 M13 F/R Primer Mix (10 uM) 20 100 pl
[REFEHH]

-20CtRTE, REHA121A, B%RE%RM.
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Clefiing Mix ' 1 *Optimisation: 50°C, 30-60 min
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[ERAZE]
1. ZMERmTE
EEAENTRREAS: REEELESHFIIE GC a2 EFPMXIG#HITRE. HEMNTRMEAS LT 20 bp XigiA GC
SETE 40-60%Z [ERTARMERRZ K.
1) ERUIHISL . BEYISNERIER S, TRIHTMERLE, BBUIRREILZ M ILEA.
A RERERMARATTNGEE DNA EEE, FoLEHEBE, SMEUBERITEHITRHEBERUWIE. SE~YELE LI RAME
RIEZHAREMEUIFRE A M AR, EEEIHE &S EENERNEEY, BEYERAREWN S EEWEST =4, BFT
FEARERRRE -
2) [[E) PCR #/#¥8l& 4t b 3iix: kKR E PCR ##E{E R 2 X SuperNova PCR Mix (Dye) (Cat# A064) siHfth
FEEREERES (20 Phusion, Q5 %) #HHTHIAY 1, LUR/LERZE. PCR FHZREIMERBE ML EIE,
3 1: K18 PCR AR AR b AT 55 SBUBRPAM 52, 50 pl B9 PCR RN AR, #E[EM 0.1 ng-1 ng FRRBRALIE1ER .
7 2: PCR =4I A Dpn I AYIEEHWIMARAARER, ATLAPEEEMAMRRE. BE—RIEAT, BKEKWES R IBXFRE M H KL
B REIRIK, FELFHIVEERLEWLEL R E PCR I3RS AL A .

2. WARBHHIE
1) ®ityigsiy

3T PCR T #HI&BA B, PCR SRR : 76319 SH3IARERFSI, (e B M5 % A B FZBR
BRE2—HWFT (16-25 bp) .
il
EE5I4#(5'-3"): &MHEHEBRIREFY (16-25 nt) +HBEARRERHRESIMFS (18-25 nt)
REEI(5'—3"): &MEEREERFS (16-25 nt) HEARBRR 4SS IFS] (18-25 nt)
E:EEFFIMEER > 16 bp, FEFFIA Tm E>48°C (GC &8 40%-60%; AT pair=2"C and GC pair=4'C) , BMAEKHE
WEENFAER.

RREMHAERRPEN (5'5RHE, 3RH, FRiR) , 314810 3 WER, TmEWT:

Gene-specific Forward PCR Primer

Overlap Region (216 nt) 18-25 nt
I Gene-specific Sequence >
1
: !
1 |
5’ Overhang 1 | §’ Overhang
] =~ L 5 e —
1]
E ] 1 g‘
2
% 3’ Overhang I | 3’ Overhang g
= l | o
o| —f— EY 5. 4 o
¢ l Gene of Interest 1 3
S =}
[ 1 | E
T | 3
= Blunt-end . | Blunt-end %
g ' 3 a1
€| |3 5 1 —4— |8
L - - - -+ ||
1 X
18-25 nt Overlap Region (216 nt)

Gene-specific Reverse PCR Primer

SMUBANRRELME SR (MR, NEGY), k@ PCR) AR, AR E=MKRRSEHNARIESAS,
RN R B S S RO R R N A — A5 T RO R M BN AT B85 MR R E R, AFHEERT R 18
FHR Tm &, BRERIEFIFTEESHE.

E L ERRTARNE, RREMEASGNBTMAEERMRE., MMBYINAEFHEER, BICIRBYILAMNEE, LERTER
BES | RLR PR SRS S5 B 51 2 I AR SR 05 TR B SR R R R BB ML, (0 CEREIR %BIRAD .
E2MREAFNATEARE, WESIMGHITINNE, EORARAUAEFS NBHT, RBS F3, BEBHT, LILEG
F, BARED) THAMR.
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2) fHANREPCR1E
N Y BRI A EE 2R DNA RAEE, THEE PCR “HIRHREHE 3-A R (ARIEPRHWER) .
BEASRE DNA REEHIT 8, MRLDRENSIN. ERNEFHESERERL DNA RAEEHHASR.
3) HfUEARER
EER StarPrep fRi& DNA BZEIILIZ (Cat#D205) FIRLEUE A EL.
E: WA R BRERTR FRARIE T, BZRRS ERMGRAHERNYE, SLEMA Dpn [ MIESEUTORRRAER, MR
PR

3. RHERERRN
1) ZMhErSEARBEFERZTE
10 pl R ES, HASEBAEBEEMASEINE 0.01-0.3 pmol. AR BS&HUREANSEERE A
2:1-3:1, MBRBAFE/NTF 200 bp, WEBBANRBRS&EREENERL A 5:1,
EEYMEMERBEHERKEMNEMNMER. TREABEURRENKEMRERMEBITERBANREREEFHN
pmols ¥, #HEELUTITELAR:
pmols = (JRE ng) / (FEX#H bp x 0.65 kDa)
A 3 kb Mgtk Eik, E#E 800 bp A AHI:
40 ng K& 3000 bp ML 4LEA, 2975 0.02 pmols;
20 ng FF 800 bp HUEAKEL, #9% 0.04 pmols, HEHENKERSSMLERERIEA R 2:1.

2) EETREIZRNER (AfEM PCR EFAKLRE)

PR xR FAMERTER 1 AR 2

At Heih G0 ) (0
2xHiFi Seamless Cloning Mix 5 pl 5l — —
Linearized Control Vector (40 ng/ul) — 1l — —
Linearized vector (10-80 ng) X ul — X ul —
Control Insert (20 ng/ul) — 1l — —
Insert 1...N (N<5) Y pl — — Y ul
Sterile Water IEBE10Y  FHEEI1OY  FHEE10p FHEE10 I

¥ 1: 2xHiFi Seamless Cloning Mix &7 PEG LB, MIKGEM SR EBIRFEMREH, EHMKIEEE B ERFRIL R
ERE, BEREEE (TEMRSE) , RERSHENEOEREEFEER.
E 2 MR 1 TR B, BRFRERNOZE. AR 2 AFUEARRZUTPRERERR, RNA T SRR
RERIRE.

3) ®ERES, 50CRR 5-15 min (E#F#E PCR UH#IT) , RNERFETKE, R~ EZRELRZSMMN
HREFET-20C. BROREROLEERERN, AEHEKRNAEZE 30-60 min (KRKABIL 60 min) .

4. EREYBURESEE

IAEMLZRR ARG, BEGEESERERRISHEEARIAR; BRAEEAINER~DHITHRELIE,

1) BREZSHEME Tk L.

2) B10 plEERR A MAE 100 pul BREZSMAH GER R BIRATR<10%RZS5MEATR), BER S, K8 10-30
min.

3) 42°Chn# 45-60 s f5, K& 2 min, ZEEFAEENELE.

4) JfmA 800 pl SOC 3 LB 155 &, 37°CiR%EEFF 40-60 min.

5 RERHSAHIEERMEN LB FHEFR (5HAFMNRERRMEXTE) , 37 CE% 12-16 h.
3 AT RIRHEAY Linearized Control Vector [RMXTB&M L HX AT TESE SN,

5. PAMmRELERE
1) BHELEE: AMBEEHER, RBRN, NAEX. PCRABYIFHEHERTSHENAR.
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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 .
A AFEREHER S M13 F/R Primer Mix, RIARTHNIBAMEXT B4R AIPRE .

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, iAW EcoR 1EY), WAL S'RUAKMR, RBSHMEITEREN, M 3HFHITHE 16-25 bp (AKflK 20 bp Kink
EBFYD , MEIBMNARERSIFY SR . HREBXEN Tm ERF—BE>60C. ERSHIAKNT:

5' — GAGCCTAGGTGAGTTGGCCGNNNNNNNNNNNNNNNNNNNN —3'

S BUESIMNEHSERM RIS, EcoR 1 BMYMABLHS (FREMYILA) .

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

I EE, #ikR Hind 111 EY), MM 5RERE, RESNEITERM, W 3mIFEHE 16 -25 bp (A% 20 bp R
IRERFYD , MEEMAESRIIMFS SIREIE . MREBXEN Tm EFRF—HA>60C. RESIMAEKENT:
5' — CTGCCATCGGATCGTTCGCANNNNNNNNNNNNNNNNNNNN —3'

S UESIMNEH MRS, Hind IR ABLES (FREWYIS .

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