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hEZsS: VI230630

EasyGeno Assembly Cloning kit
EasyGenofRERELH =& XTI

BR®S: VI201

FRAE
PR RE VI201-01 VI201-02
(10 rxn) (20 rxn)
G AEE A
2 X EasyGenofH %84 ;&_ 50 pl 2x50 pl
2 X EasyGeno Assembly Mix
pUC1 94k (b % BB £ 44 (50 ng/pl) 10 10 4l
Linearized pUC19 Control (50 ng/pl)
S ok i AR ER
2 kb FE A imxt IR H EZ (50 ng/ul) 10 104l
2 kb Control Blunt Insert (50 ng/pl)
Rk 1ml 2X1ml
ddH,0
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EasyGenoEA =X X T ONAFFIRIRIEHITHERES, AIREFETHZ A
BREEREIEREMAHED. BdE Mg ArERtE, 7S 8M2XEasyGeno
Assembly Mix R B9EEE M FHIS AR A RAIEIRXE A RIS IR TEEERE, RERF
BM TSR OFR R A B RIS ARG ERE. XA RRRTHUMSRRE, X7
EBANRERPCRIIIE i3I NEMUHERIRRFT, ESHARERS 3 BinHAHERE
ImE—E M F5(15-25 bp), BRI SEIAA R EREH B AL, HAXASHARER
FEE@ELEHANTE. EEARNAEERFH TREDHRIT(E0 CLHE15 min), BEE&RIEN
PCR=4IALE S AT %, B ARN AT FEALMDNAK difE Z B EH =80 ¥ ik
BRI R ERIRIE
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2.3 i B H) sEPCREY
HEfe Rk Linearized Vector Linearized Vector
SEARBRRAES,
15 min 341 7 i 50 °CfiZ 15 min 50 °C/Z Fi15 min

4B EIREEARE | [ Fragmenti | |

E1. EasyGeno® H & i & R IR E

iR

1. RREFEBYMLSRS], BIFFIEEMY15 minHEES FERIREEA.
BARBRPCRYEMRAES—, TF4L, AERSHMHITEHARN.
— 3 REEIM1-5MEAN R RN EREHHENMEER .
ETRIEEAFREMFEERE, EEaTeRENTFHNE.
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ARED BESSEEATEASZ AR EEED

1.

TR R ERBIPCRAMIHITELAR, WMRPCREFFE—, AILIEEHITEHARRE, I
NERAEBITEHFRN20%, EENERRTERLENEHPCRAMI#HITES.

2. WFEMRENEARN, EEBFEERTENREMNELHYE, BYUREWELEE
HHTEER K.

3. MREREBYMIHITRENEE, BIUEMER KB EFT.

1REP R

1. S UEENEE
BRI A RIS SBORM =M E, FA—MRENGAE WEF e PCRY &/ 75
SEFITRAIMZ M, ARBIREWA SRR . S TFRARRARRETY 14
HIPCRA™4¥), ZiEMDpn | MBS HUERFER AR

2. PCR™HIMfE#

PCRAE#AI B INEASRAMREAEE, Wpfu DNA polymerase® .

(1) FHTENMEN ARSI ER
HHEAHANRRTAREBYEINTRE (E2a) « IRERFBRSREEXH (B
2b) , hERPCREZINFiHAESR (E2a) . E5I4NLITHE, EEMENZREEXEF
FIgiRFE S HERNIRIEFIXIF AE, Fl, B S~EFRRSRERE, URM—
FHESIRIFEIM R RITEL 15 ntKEEARIEFS. EESIMASHELEES
i (15-25nt) mnEEFEBARRIEBFY (22ntkER) , RESIMASEELEEES
X (15-25 nt) M EEFBARBERBEFS (22 ntER) -




~ 15-25 nt overlap =
1

—=15-25 nt overlap —
ll AATTC ... CTTGCCC!ATGGGATTCGACTCGGAT...

1
H . TCTAGAATGAAAGCGATT! CCCCTCG...ACGTC
1
! Fragment sequence _ Overlap Regi
1
a 5% -L AATTC... CTTGCCC L3 1
- 3..lrTAAcG..GAACGGGL 5'{GGGGAGC...TGCAG -I- - 3
i 3'3CECCTCG....ACGTC - 5
| H Inserted Fragment !
: ATGGGATTCGACTCGGAT...AGATCTTACTTTCGCTAA :
! TACCCTAAGCTGAGCCTA...TCTAGAATGAAAGCGATT
]
1 | 5 -AGC..TGCAG -1- 3
5'- - AATTC... CTTGCCC [ 3°
b 3. -1 TTAAG..GAACGGG AGCT - 5' ¥ {GCCCTCG...ACETE - - &
1
]

r

_ Vector Left Arm -} Vector Right Arm =}
& Linearized Vector 55

E2. fMEANRBREHETENS PN EN

(2) #HTEN R RS TR
HE ARSI EN SHITRNPCRIY R EMRITRMNER, FECEE
BXHE SIS ENIES, Fragment 18R [55]4FFragment 28 E @545 15-
25 ntWEEXE, Fragment 18R ES|I¥1EEEE XA K ERHRSIHIXE,
Fragment 280 EE S48 EEBXIGAME R RS 4K, MRtk 33E.

Overlap region A
1
1

]
Fragment 1 Forward Primer = Fragment 2 Forward Primer |

GCATTTGA...GCAAGEGCGATAAATCTTTAAGTCTTCT...
sblalilll CGTAAACT...CGTTCACGCTATTTAGAAATTCAGAAGA. ..

]
* Fragment 1 Reverse Primer

| Fragment 3 Forward Primer |

]
TTAGTCA1'AAAACTCTCCA1TTTdATAGG. .TTGCATGCTA m
AATCAGTATTTTGAGAGGTAAAACTATCC...AACGTACGAT

1
1 Fragment 2 Reverse Primer

Fragment 3 Reverse Primer
Overlap region B

E3. &R EREERERSIZH R

(3) (ML 4%t T EEasyGeno Primeri&it3|4)
EasyGeno Primer2A#. &EasyGenolRIEEH T EXFIE (VI201) BIERFF 4 H
MERSIEH TR, 28 HEE A Ti@idEasyGenofi R I TR KBRS HERE mE
HENERETRYE RIDNAK ERRIPCRY 183 14i% 1.

EasyGeno

ERTIANGENERET, S il it \EasyGeno Primer.




3. BRI {FF R
(1) BTFESOMEIPCR EHER (MRMGRFHEEERE, HHLBEIEES
MERHBAER .

SARERR 73 BE RSB PR ER
ML E A 0.01-0.25 pmol * 0.01-0.25 pmol | L-inearized pUC19
Control 1 pl
BARE 0.01-0.25 pmol** 0.05-0.5 pmol 2 kb Control Blunt
Insert, 2 pl
2 X EasyGeno
5 pl*** _—_ 5 plww*
Assembly Mix
ddH,O #EEN0 pl #MNEZE10 pl FMEZE10 pl

pmol =FEng/ (KB E bp x 0.65 kDa)
* EH AW E A E50-100 ngZ (8.
> HAES SN FEREREAEINE2-1:32 8. MRFERAXRALANPCR~Y, 10yl

KRB ZRFPEMAACRIE2 pliFFR.

“EARMEREMNM, ARIEESHEAYER, BRMAZELREMBARERS,

A2 X EasyGeno Assembly Mix.

(2) WREREBZETS0 CRE15 min (FFE8E3 ML ERBRNESR, SIMHPERRF
FIRKEREINZ20 nt, REBTEZEKESO min), REEFRE, BRNECEESCEET
KR, HITRERNELRE.

4. B (U THSRIBELTESHF TIRE)
(1) HBERE

1) BXDH5a. TOP10skT-FastZ MM E Tokidd, MESRAHFNIRLMBSERSE
BEEANBLESR, ETKEP.

AR —RBRUBRIEMAMAEINAEH50-100 pl, ATLIRBEFE RS EER.




2)

3)

4)

5)

1)

2)

3)

B ASEEERDMAS-10 YELHH (100 pIRZASMEEEE B 1 ngBIRHE AL
DNAFTEFN) , RS, EKASEFHRE30 min,

R FIADNAGRAEBIRERAMBRERN 72— MUTERLS0 pIBREE
R F .

HELEET42CKIERHREL-90 sec, ARRBFEHBIKEF, FMLE2-3
min, ZdEFEENELE.

AENEOEPIMAS0 yl TEHSOCHLBIEH & (FERER) . BYUBETI7C
ERIRH1EF45 min (180 rpm) , BRI EERKEEHEXMMMERICERRE, FREFE
o

BEAERES, WE00 WEFHULMBZSMAEME SHEME RHNSOBHLBE IR
fEtgsrE £, AXEMNFHAGHIELR (GB101) HighHERENISMEMSRTT. ¥
THRETEREZRFERUY, BETHR, 37CHEFHF12-16 h,

AR MEETLUEFEERERRL, FIEEK4000 rpmBO010 minliREE, FHIE
FFE, IIA100-200 wIBISOCEELBIEFEEREE, HEBEIHMRNERNSOBHLB
EFIREEEFFE L% A

BESHBENEKEEIRT R, PRI FRRIEREE,

(2) RBEILTTE

EUT-FastEZ S E Trkidd, MESEFRIREMEREES R TEMANBLE
d, BEFkiss.

#E —RBUERSTARMNEINEEN50-100 pl, ALIRIBRRERSZER.
FRZETEMULLE, BEZSEEMBRFMAS-10 PEHH (100 pIRZ M
REUSH 1 ngiBARMEFRIDNARTIAR) , BRERS, TERE, FHEKEFFHFE2 min,
EE. FAADNAFRAEBRIRESARSRFRN 72— MUTREIRIUA100 pIEz
SRR,

BEAERT42'CHBRMEND sec, RERBFEREHEKA R, FMHALEI2 min,
ZEEFEENELE.




4) EEELERSMAN200 pl TEHASOCHLBIE#FE (FERER) B8, BaiE, BE
200 PIEFEAMBEZSHMEEME SHEERE ZRWSOBLBE HmEEHRE L, BX
B FHATRIEIR (GB101) SipHmBRREAIGHERHSSRHT. BHRETEEREE
iR, BIEFIR, 37°CHF{H6~9h,
AR MTEFFTEENMNEE, RABEERMR. M THREFTE Stk i
TEEEHE, 37 CHERT180 rpmiRiFH1E5545~60 minfg, FREY100-200 uli# TiaR.

i
1. BHEN . BEENEEEM-5 m LB (SEHERERER) 1E5xE, 7TCEFKES
EFITE, REEMEENELE, NAPCRIEE A ELEEHMANBESIER.
Control Insert DNARIPCREE, E8EUTRNEY:
95°C 2 min

94°C 30 sec
55-65°C 30 sec ] 30 cycles

72°C 1 kb/min
72°C 5 min

4°C oo
HE: BNESIYMMEAREETSIVMBEFIIME, HEINERE &34 THRm,
PCRIEE{RETEIEIY1 kbimin,
2. R PENEDEEIEH{TPCRIEN (BESEISTRBRES .
3. MFEE: FREANREESRHITVENEEEHITFIIRMNE.
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