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2XpEASY® Pro Assembly Mix 100 pl 3x100 pl
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A: BEHHIE

() B8UIRIR . BEVIARBAMEE, Fmaithintyel, BYEHRTRER,

(2) PCRXEIR: PuRFISREDNARGHEHIE, MRV BETE—NTINBIIPCRAMRKERMAE, FNEILREK
REHE,

PCRKRZL M 24 B B U B PCRAE AL BT B AN A DM TES R fE BTk 484k, MR S FopE AR MR

DMTEg (B%S: GDI111) o IAZEPCRZERFAIA (50 ik ZE 01 pl), ?37°C§m306}f415|170

B: B RBAHE

() BNREMFEES YR TESIMEFEENFBRERUSIMFIMNEEFT.
REIERSY (5-3): LMBEIERS-25 ntEEFY+ENRRIERFERESIHIFS (20-25 nt)
TETHESY (5-3): MBERE15-25 tEEFY+E N BRREFERMESIMIFS (20-25 nt)
RBAMBARGHENSRE .. IRE. Fi), sIRITSAOT=MER, E-2EOT:

Forward Primer :
15-25 nt homology |

y ! ]
5-GGT..GAC CTGi Gene-specific sequences -3’ 5-AGGC IGCG AGT..GTG...-3
Vector with  5-...GGT...GAC CTG{-S‘ 3’1ICGC TCA...CAC...-5
5’ Overhangs 3-...CCA..CTG GAC AGCG-5’ 3’- Gene-specific sequences ,CGC...TCA CAC-5
1

:15-25 nt homology

Forward Primer : Reverse Primer
15-25 nt homologyi !
————

1
) 5-GGT...GAC CTG Gene-specific sequences -3 5GCG AGT..GTG...-3'
Vector with 5-...GGT...GAC CTG-3’ 31CGC TCA..CAC..-5

1
Blunt Ends  3-..CCA..CTG GAGS 3. Gene-specific sequences iICGC TCA...CAC-5'
1

1
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: 1 15-25 nt homology
1

Forward Primer

1 .

. Reverse Primer

15-25 nt homology .
1

1
5-GGT...GAC CTGr Gene-specific sequences -3’ ' 5-GT..GTG...-3
Vector with 5'-...GGT...GAC CTG3’ 3'ICGC TCA...CAC...-5'
3 Overhangs 3-.CCA.CT-5" | 3-| Gene-specific sequences (CGC TCA...CAC-5

' _ 1

1 15-25 nt homology

' Reverse Primer
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(2) ZANBE MR BRFESIRIT: BAMGSIRITTERR FRRITTE, RERESIRIT AL TES,

Fragment 1 Primer F Fragment 2 Primer F
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| ?kﬁii élz IAGTCACATGTATGACGTATC GCGTGAAGCTTTTCCGTGAC| CGTTCTGTGCCTGAATAACC......
L 4 TCAGTGTACATACTGCATAG.. CGCACTTCGAAAAGQ_CACTG GCAAGACACGGACTTATTGG......

<

Fragment 1 Primer R

BHRERAESEX1* (15-25n1)

>
»

AGGGCGCGTGTGAGATATAA GCTGTGGCCTTTGGCIAACGG TTAGGTGGTCGTAACTCAAA ™ — — ; -
TCCCGCGCACACTCTATATT L CGACACCGGAAACCGITGCC.. AATCCACCAGCATTGAGTTTI HEEEX |
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Fragment 2 Primer R

BHFBEIESX2* (15-25nt)

Fragment 3 Primer R
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SEREIR PR RN
2xpEASY® Pro Assembly Mix Sul
Linearized vector (5-100 ng) x pl*
Inserts y pl*
Nuclease-free Water to 10 pl

10 R NERT, HESEMEAFEMAERINISH0.01-0.25 pmols, FHESEMEAR BOREERLL Y
L1~1:2, BESEMEARBNBEEMAE TR I ARBTEOITE .

HAEEEMAEZ: (0.02xFEKEbpEL ) ng, =0.03 pmol
BARBIEEMAZ: (0.02~0.04x 7 B EbpEL ) ng, =0.03~0.06 pmol
FERBNBESENEANR BpmolBUERITE AN TS E30FEEL,

BRERE, SOCRNS-150. REERE, $¥BEUEETKEAHEY ., 2B TEEA~YRET20CHEE
BFikik.
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(1) FEVK ERRAL Trans1-TI B2 ZSME(E XS CD501).

(2) 7650 WIABEHRANAN2-5 P EHY), BRENBOERRS (EIDRNE) /5, KRB0,

(3) RCHKBFHRHIF, 2FD EEFEKEALH2H .,

(4) IIA450 pl FIRAISOCHLBEEFE, Z/F37°CHEKF250 rpmiFFF /NS

(5) BEERMHLBEARIEI7TCHIRMR,

(6) BR100 pIRfaY SR A F iRk £, < FFE37°CHEFRME P RIETHR
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REGNBASINE, #HTF59T.
EZFI
- S I EAS BN RBRRES BERRTERME,
cEEDR, BIREARELIEMEATYNE, SEEBNEREHE,
- BEBHRNKEREM >15kb), TEIEEM], B EERZESMMETrans2-Blue Chemically Competent
Cell (H3%5: CD411),
HEEEHRBRHBEOEN, TECRER, BUCEMSIMESFSKESIE S EK KNI,
» RSN A B pmol BUERATTE /AT 4 pmols = FiEng /(F XK Ebpx0.65 kDa)

2 100 ngfy2000 bpAY F B TF100/(2000%0.65) £90.08 pmols.

100 ngf95000 bpBY A X ETF100/(5000%0.65) £90.03 pmols.
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