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KRz S VI210831

EasyGeno Single Assembly Cloning kit
EasyGeno R EFEHAREIXTIE

BRS: VI202

VI1202-01 VI202-02
(10 rxn) (20 rxn)
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2XEasyGenoB FER AR AR

i ) 50 pl 2X50 pl
2 X EasyGeno Single Assembly Mix
PUC19Z ML ERE (X (50 ng/uD) 104 104
Linearized pUC19 Control (50 ng/ul)
2 kbERumFTERHEE (50 ng/ul) 104 104
2 kb Control Blunt Insert (50 ng/ul)
WK 1 ml 2X1 ml
ddH,O
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EasyGenoi K ER EH S ISR T S E FONAFFIEIREMHITA R EH, ATRRGENS
HERREIMEREME LSS, BB OTMERRE, NiFEE 52X EasyGeno
Single Assembly MixE 5 BIEGE M RTAFE AT L B ER X M SR 3 i it 1 TR 4HIE 1R,
RABIMEROAFRRNTEEEURZSEMFIERE. ZH TR TEIASAIR
#il, NBEBNHERPCRSI5' M5 N ML E IR KRIFFES, F5IEA R KR53 Fikts
BEAFHIHN—BEFS (15-25 bp) , RIASEIMEA R EBRWEEEHEHFENE K, BEHRK
AAERR &M TIREHIT (50°CRIE15 min) , BLA RIEHIPCREHAIE S NANRIELE (L5
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AN BARERS,
15 minE4H KM 50 °C/X F215 min
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FmiER

1. RBE EEYILAIRG, BiTFFIRIRE15 minSEAS A BRAOREEA.
2. FENREMPCRAYEHA S —, RHAN, WERSHARITEARN.
3. AT AR HEE(TE mintRiBEELE. colifkSEAS HRAR .




AR BT ESYEERARATIRE 2 iRt R I

1. N TENREROPCREMHITEAR, WMRPCREFE—, AUEEHITEHRE, /M
NFRTEBE EAFRIP20%, EEYRERTERAUEHIPCR=HITES.

2. RBRBEYMLAHITRENEE, BIEMREANEEISFS.

BEPR
1. SRS

BRI ERESBOAM mERN~E, MUl—RERENEEYISkPCRY &K
SEHAT R &M, REBEEREWE G ERSECEE. T IARRARRE T 58
PCR™=4, EifEADpn | AYIEGHIREMN AR
2. PCRFEMIM &S

PCREWIM I 1N FASREMEAEE, WPfu DNA polymerase (EP101), Ultra
HiFidelity PCR Kit (KP203)% .,

(1) BTHN B B e BRI 5 14t R

SR BRI RIGTTAREYEENTERE (B2a) « 3REKIHHSRE KRG (B
2b) , HHEPCREEIMFHAER (E2a) . 3T, BEMNERMNERREXEF
FIEEIR SEIARIS RHFTIX ST A0, Blan, YIS EBRISRE KR, UBI—
S B EIMFEIFHRITEL 15 ntKEEARRRFS. EESIMASHTELEESE
Xig (15-25 nt) M EEEBARERIE@FS (22 ntER) , RESIMIASHELEESE
Xig (15-25nt) M EEFBARERBEFS] (22ntEH) .




(2) FAAELS41%+ T BEEasyGeno Primeri&it 349

-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 -j- -

5’ -AGC...TGCAG - -
3’ 4CCCCTCG...ACGTC -1-

- Vector Right Arm -

EasyGeno Primer@ AfL &EasyGenofRiZEH = EIRTIE (VI201) KEasyGeno# fy
BEARERTE (VI202) WERMALENERSINETIA. ZRHERTEL
EasyGenoR Ri#{TH F B M % 1 B & R 2 N SR ETH) B BIDNA R B HIPCRY 55|
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3. EARMFRNEIL

(1) BTIREWIOMEIPCR EMER (MRTERREHEEERE, FSLBEIRE
BUEEBAER .

L 540 % RE PRTERSER PEMETER
Linearized pUC19
S 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*** e 5 Ul***
Assembly Mix
ddH,0 A EE10 pl HEZE10 pl HEE10 pl

pmol =REng/ (FEZKE bp x 0.65 kDa)
* FREIE A 750 -100 ngZ i8],

RS AR EREEHIZINAE: 2-1: 328, MREARLENHPCR™Y, 10 plRk
FRPEIMAREIE2 uHFR

T EERMARENR, AREESHNEHLEYE, ERUMAEEEREMEARER,
fIEA2 X EasyGeno Single Assembly Mix.

(2) BRERMKETS0 CRM15 min. RNERGE, BHECEEESOEETKER
A, HITRENENRE.
4. ¥ (U TP BIEETESH TIZE)
(1) EiEELRE
1) EXDH5a. TOP108;T-FastZSHMME TkiAt, MESEFIENIELMABERS
FETETLHBELE S, BETKAP,
AR —RBEUERZSHARMEINAEHNS50-100 w, "LHRELREREER,




2)

3)

4)

5)

EIREE A BT MAS5-10 pIEEFY (100 pIRRSE A MMM ngiBIZAE Rk
DNAFF{ERY) , B3RS, EkATEES0 min.

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

BB ETA2CkE hIE60-90 sec, ABRBFERBIKAT, EMILEI2-3
min, ZEREEHELE.

BENSOEPFMAIS0 Y LESOCHLBEFRE(REMER), RAOBETI7CERK
JHHE45 min (180 rpm) , BMEMERK R ORIMFIRERE, EEASH.
AR, RERI100 WIS LM B S A MM E] & MR i EHSOBLBE 43R
AR, ARENTAGAEHESR (GB101) HaHiERBMSAmY ST,
PIRETERETRARRY, BEFR, 37CHEH12-16h.

HE: MEETFLUHSKRENRD, TEERI000 rpmB 10 minKERHE, FXE
FE, PA100-200 WEYSOCTHLBIEHEEREE, HEBELMEAERNSOBHLE
EfAERSIEF E H9955 .
REEENECREIUAT BHAME. R RS I R,

(2) HREFE LR

1)

2)

HT-FastRZS4ME TkiA S, MES RN CARERS R TETSHELE
, BFKEH.

EE —REUERSSAMMNENAE750-100 p, TJURBEMRER S EER,
FREZSTEMUUE, BRFISHMERPIMAS-10 pIEL”Y (100 pIERSZ YA
RETSAK 1 ngiBIRRERADNARTIARD) , BRIRS, TERME, HEKEHEHE2 min.
A% FAADNAFRFAZBERZESARBREIFN+52Z2— UTEEL100 Wz
potubpl 1

BRABRETA2CHBPMED sec, RERBEEXBRKESD, FHHMSE2 min,
ZE R EESNELE,




4) [EFENAEZRPMA200 pl TFEAISOCHKLBIEFHFE (R4t R) B, REOE, WHK
200 YIBE U RZSHMEEREME S HEMIERNSOBHKLBEAIRAEERE L, BX
B FHAMIKIBEE (GB101) SAMERRERIEAEIISIST. BERETEREE
R, EIE AR, 37°CHEFR6-9 h.

AR WFEFSEERRENHE, ROBEHESR, WTRE-RBERAERE RN
HERIEIE, 37°CIERR180 rpmifki%iEF+45-60 minjg, TREY100-200 pIi# TRk,

m

1. EHRN: BERMNEEEM1-5 ml LB (RBHEEKRERER) EHE, 37 CERKRS
ExER, REAMEIRIURN, NAPCRYMYIGALEB/ANFBRETER.
Control Insert DNARIPCR¥E, 1ESE U TR &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 BRNEIYRRARERTSIMBSFIIME, HENERHESIM#HTIEN,
PCRE{REFEIZIN1 kb/min,
2. LR . PRENEE EIESHITPCREN (BEAZERNFREE= -

3. MFEE: EREMATIRRFEHITHILNEEFHITFIENE.
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