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KRz S: VI230630

EasyGeno Single Assembly Cloning kit
EasyGeno R EFEHAREIXTIE

BRS: VI202

VI1202-02
(20 rxn)
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2XEasyGenoB FERAER AR

i ) 2X50 ul
2 X EasyGeno Single Assembly Mix
PUC19Z ML ERE (R (50 ng/uD) 104l
Linearized pUC19 Control (50 ng/pl)
2 kbERuRFTERFEE (50 ng/ul) 104
2 kb Control Blunt Insert (50 ng/ul)
PUE-F/S 2X1 ml
ddH,0
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EasyGenof K ER EH S ISR T EE FONAFFIEREMHITA R EH, ATRRGE S
HERREIMEREME LSS, BB ORITMERRE, NiFEEER2XEasyGeno
Single Assembly MixE 5 BIEGE % RIAFE AT L B9 ER X M SR 3 i it 1 TR 4HIE TR,
RABIMEROAFRRNTEERFURZSEMFIERE. ZH TR TEYIASAIR
#il, NBEBHNHERPCRSII5' 5 N ML BRI KRIFFES, FE5IEAR KR53 Fikts
BEAEFHIHN—BERFS (15-25 bp) , RSN R BN EEEHEHFENE K, BEHRK
AAERR & TIREHIT (50°CRIE15 min) , BLA RIEHPCREZHIAIE S NANRIELE L5
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AN BARERS,
15 minE4H KM 50 °C/X F215 min
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1. RFZEEBYIMLAIRS], B FFIEIRME15 minLIEE S R ERBREESR.
2. AR BRKPCREYMIEMBSE—, THFLML, TERSHEETEARN.
3. ATLURFMFITS mintRIEFELE. colik 5225 4AE .




AR BT ESYEERARATRE 2 iRt B I

1. N TENRBROPCREMHITEAR, WMRPCREFE—, AUEEHITEHRE, /i
NFRAEBE EAFRIP20%, EEYRERTERAUEHIPCR=HITES.

2. MRIERBEYMIR/HITRENEE, ENEMRENEBIILF.

BEPR
1. SRS
AR BRAE S BRI REMNAE, BT — AR IR T BT S PCRY 4/ 5
EHATRI &M, REEEREWE G ERSEEEE. T ARBARRE T 58
PCR™4#, REilfEMADpn | RYIESH T F R BRRIARR .
2. PCRFEYEY &
PCREHIFI B INFERSREMERAES, Pfu DNA polymerase (EP101)% .,
() BTN A R RER 514 THR
SMUBENREATAREGHMNERE (B2a) « FRERHHS RE KK (&
2b) , HERPCREBEINFHAER (E2a) . ESI¥NLITE, EREMNENZEEREXEF
IRk FE SN R FFIXS T RE, flan, BYLS~EBR5RE R, UABH—
£4E3 IRBEINFI R EL 15 ntKEEARIRFS. E@SIIASHETLEES
Xig (15-25 nt) M EEEBARRIERFS) (22 ntEH) , RESIPASHELEES
Xig (15-25 nt) M EEFBARERBEFS] (22ntEH) .




(2) FRAELZS41%+ T BEEasyGeno Primeri&it349

-L AATTC... CTTGCCC
-r TTAAG...GAACGGG

-1 AATTC... CTTGCCC
-1 TTAAG...GAACGGG IAGCT - 5’

Overlap Region fragment sequence

—15-25 nt overlap —
AATTC ... CTTGCCC,

— Vector Left Arm —

ATGGGATTCGACTCGGAT...

-.TCTAGAATGAAAGCGATT! CCCCTCG....ACGTC

Fragment sequence

.37
-5°

Inserted Fragment

ATGGGATTCGACTCGGAT...AGATCTTACTTTCGCTAA
TACCCTAAGCTGAGCCTA...TCTAGAATGAAAGCGATT

3

Mnearized Vector

E2. i\ Fr B E LA SRR 5 4Rt R

— 15-25 nt overlap —

Overlap Region

5’4GGGGAGC...TGCAG -I- -
3’7CCCCTCG....ACGTC - -

5’ -AGC...TGCAG -t -
3’ 4CCCCTCG...ACGTC -1-

- Vector Right Arm -

EasyGeno Primer@ AfL &EasyGenofRiZEH R EIRTIE (VI201) KEasyGeno# )y
BEARERTE (VI202) WERMALZENERSIETIA. ZRHERTEL
EasyGenoR R T8 F B % 1 B E MM B N SR ETH) B BIDNA R B HIPCRY 55|
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3. EARMFRNEIL

(1) BTIREEWIOMEIPCR EMER (MRTERREHAEEERE, FSLBEIRE
BUEEBAER .

i 540 % RE PATEXTER PEMETER
Linearized pUC19
LB 0.01-0.25 pmol * | 0.01-0.25pmol | oo 2o P
Control, 1 pl
2 kb Control Blunt
BARE 0.01-0.25 pmol** 0.05-0.5 pmol
Insert, 2 pl
2 X EasyGeno Single
] 5 pl*** . 5 Ul***
Assembly Mix
ddH,0 A EE10 pl HEZE10 pl HEE10 pl

pmol =REng/ (FEZKE bp x 0.65 kDa)

* EREIE A E7E50 -100 ngZ 8],

RS R R EREEHIZINAE: 2-1: 328, MREARLEUHPCR™Y, 10 plk
FARPEZLMATBIZ2 pltkid

T EEARMARENR, AREESHEHEYE, ERUMAEEEREMEARER,
fIEA2 X EasyGeno Single Assembly Mix.

(2) WRAREETS0 CRE15 min. REGERE, BHEOEBELEETKLES
A, HITRENENR.
4, ¥ (UTHPBIEEXTEE G TIRE)
(1) EiEEARE
1) EXDH5a. TOP10;T-FastZSAMME TkiAt, MES RFIENIELMABEES
ZETETLHBLE S, BETKAP,
AR —RBEUERZSHARAEINAEHS50-100 w, ATLHRELIRERDEER.,
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4)
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R A B TR MAS5-10 pIEEF (100 pIRRSE A MM ngiBIZiE Rk
DNAFFER) , B3RS, EkATEES0 min.

#8: FADNAREAEET RS SAMS AN+ Z—, UTFRBL50 WBSE
R

BB ET42CkA hIE60-90 sec, RBRBFERBIKAT, HMILE2-3
min, ZEREEHELE.

BAENSOEPFMAIS0 Y LEMSOCHLBEFRE(REMER), RAOBETI7CERK
JoHHE45 min (180 rpm) , BREMERK R ORMFIRERE, EEASH.
A RRS, RER100 WIS LM B S A MM E| & MR Hi 4 EHSOBLBE 43R
AR L, ARENTAGAEHESR (GB101) RAHREEMGARYSRH. ¥
FIRETERESRARRY, BEFIR, 37CHEFH12-16h,

HE: MEETFLUHSKRENRD, TEEKI000 rpmBL10 minKERHE, FXE
FE, PA100-200 WEYSOCTHLBIEHEERE S, HEBELMEAERNSOBHLE
EAERSIEFHE F9955H.
BEEEOECREIUAT BHAME, R RS IR,

(2) HREFE LR

1)

2)

HT-FastBZSHME TkAD, MESRFERBCARERS R TETSHELE
, BFKEH.

AR RS SAMNENAE750-100 p, TJURBEMRE RS EER,
FREZSTEMUUE, BRFISHMERPIMAS-10 pIEL”Y (100 pIERZ LA
RETSHE 1 ngiBIRRERADNARTIARD) , BRBRIRS, TERME, HEKEHEHE2 min.
A% FAADNAFRFAZBERZESARBREIFN+52Z2— UTEEL100 WIZEZ
SR,

BB RETA2CHBPMED sec, RERREEXBRKES, FHHMSE2 min,

TR TBENELE.




4) [EFEWERPMA200 yl TEHWSOCHLBIERE (REMER) RS, BRYF, MK
200 MIEH UM RZSMBEREME S HNINE ZMSOBELBEFRAEERE L, AX
BT MIIER (GB101) ZiamEREIISABEISAT. BERETERERE
AR, 188 F4R, 37°CH556-9 h.

AR WFRFEERMNEGE, ROBEERR. WM FHREBRBERNENH R
MEEIEE, 37°CIEFRTPI180 rpmifE%H155545-60 minfg, TREX100-200 W TRIR,

m

1. EHRN: BERMNETEEM1-5 ml LB (RBHEEKRERER) BHE, 37CERKS
xR, REAMEIRIURN, NAPCRYMYIGALEB/ANFBRETER.
Control Insert DNARIPCR¥E, 1ESE AT R &4 -

95°C 2 min

94°C 30 sec
55-65°C 30 sec \/| 30 cycles

72°C 1 kb/min
72°C 5 min
4C o
AR BRNEIYHRARERTSIMBSFIIME, HENERHMESIM#HTIEN,
PCRAE{REFEIZIN1 kb/min,
2. PURMEN : PRENEE BIESHITPCREN (BEAZERN FREE= -

3. MFEE: EREMTRRFEZHITVILNEEFHITFIVEINE.
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