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(1) BBUIRIR . BEVIAB4&MEE, Finsgithintyol, BYEHTREL,

(2)PCRXEE: PuRFISRAEDNARGHEHIE, MRV BETE—NTINBIIPCRAMRKBRMAE, FNEITREL
REHE,

PCR3R IR L M 2 (4 B B U S PCRAE 1L BT 2 I AN ADMTES P R Tk 48R, MTIE S B BA M &,

DMTEg (B3RS GDI111) o UZEPCRERE AN (50 R Z= N1 pl), F37°CHEEI005HENT

B: B BRAIHEIE

() BNREMFEES YR TESIMEFEENFBRERNSIMFIEERT.
REIERSIY (5-3): LMUBEIEDIS-25 nEEFY+ENRRIERFERESIHIFS (20-25 nt)
RERRESIY (5-3). &UBERE15-25 ntEEFIENRFBRREFERESIPIFS (20-25 nt)
RBAMHARGHEMSRE . IRE . Fi), RIS OT=fMER, E-2EOT:

Forward Primer :

15-25 nt homology | .
1 ) ! )
5.GGT..GAC CTG Gene-specific sequences -3’ 5-AGGC GCG AGT...GTG..-3

1
Vector with  5-..GGT..GAC CTG-3’ 3’1ICGC TCA..CAC...-5’
5’ Overhangs 3-...CCA..CTG GAC AGCG-5’ 3’- Gene-specific sequences CGC...TCA CAC-5'
L T |

:15-25 nt homology
: Reverse Primer

Forward Primer |
15-25 nt homology:
1

1
Voot " 5‘5 -gglgﬁg g_'ll:g gene-specmc sequences -3 5JGCG AGT...GTG...-3'
ector wi ’---- . ’ 3’1'CGC TCA..CAC...-5
Blunt Ends  3-..CCA..CTG GAG-5 3- Gene-specific sequences ICGC TCA...CAC-5'
1 E—|

1
1
: 1 15-25 nt homology
1

Forward Primer : Reverse Primer

15-25 nt homology .
1

5-GGT...GAC CTG: Gene-specific sequences -3’ 1 5-GT..GTG...-¥

Vector with 5'-...GGT...GAC CTG3’ 3'ICGC TCA...CAC...-5'
3’ Overhangs 3-..CCA..CT-& : 3- Gene-specific sequences [CGC TCA...CAC-5'
. 1

: 15-25 nt homology

' Reverse Primer
Fris M AmmmER L AR (0. BEsY). WEEY). REPCRE) AR, AN E=FMFREEWHNRREEAE.
B8 A BSR M S I AEITEEE E S &It B NI,
(2) ZENRBRTESIETT. ARSIt AR R REBRITTAE, RERESIRTTAEL TESR,

Fragment 1 Primer F Fragment 2 Primer F
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Ir HAEEX ': AGTCACATGTATGACGTATC.‘.GCGTGAAGCTTTTCC:-GTGAC CGTTCTGTGC_:CTGAATAACC ......
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Fragment 1 Primer R

B ABREESXI* (15-25n1)

Fragment 3 Primer F
>

_______ -

AGGGCGCGTGTGAGATATAA[GCTGTGGCCTTTGGCAACGG. . TTAGGTGGTCGTAACTCAAA ™ o ; -
TCCCGCGCACACTCTATATT[ CGACACCGGAAACCGITGCC...AATCCACCAGCATTGAGTTT Lﬁ%ia@ !

——————— —_—_—
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Fragment 2 Primer R

BHREEE&EX2* (15-25nt)

Fragment 3 Primer R
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*EMRREESXEITE L RAMPEESR. B2 ARSI, S2FEE—FMHARXKBHAERYI,

(3) Bs9IETE . PARIISREDNA BEE,

4) RN %M, BIeESIMAEPCRALIRE 40.2-0.4 uM, BT RESIMRK (BE40 ntEH) HTmRE,
FrIXPCRETIR JCR EIB E 7E60-68°CHI T 1E B &S, HAKMHRIBAT APCREEHE .

(S) i ERMR B

R BRBETRAER, Bz SEAREREFHEBERYE, BB ENABADMT BEtE, T4,

cMRABRE—, WENAPCRALKFIE (BXS. EPI0) AL A&,

cMEFEFHRY G, WENAREBXFE (BXS: EGI01) BRA K.

.

c iz ATEREE, MBI AR REASIEMN, BN RE SRR, ERBUIMNSM
W, DEMTITE R ES| I E R BRI R E R R E R BB YIS,

cMREARNATEARE, WESIYRITEERIRLIE, BREARLRALFAEFY (NBEFFS, RBS
F3, RIEEBF, XIEBBT, EATRESE) TEBIR.

SEREIR BRI
2xAssembly Mix Sl
Linearized vector (5-100 ng) X pl*
Inserts y ul*
Nuclease-free Water to 10 pl

10 URNERS, HESEMEARBRMAERIIFA0.01-0.25 pmols, FHESEMEAR BROREE RN
L1~12, BESZEMNMEAFBHEENAE TR T ARSTELITE.

HEEEMAZ: (0.02xFEKEbpEl ) ng, =0.03 pmol
FARBREEMAE: (0.02~0.04x R EbpEL ) ng, ~0.03~0.06 pmol
FARBNBESENEANR BpmolBUERITE AN TS £ E0CEEE,

BRESRE, SOCRNS-150%, REERE, $BEUEETKEAHEY . 2B TEEA~YRET20CHEE
ATk,

2314

(1) FEVK _ERRAL Trans1-T1 RS2 75 4RAE.

(2) 7550 WERREHINIA2 WA EA &Y, REENBOEERS (ZILRE) &, KRB 0D,

(3) 42°CABHFEI0F), 2 BT EEEKEA2HH,

(4) ION450 pl HIRAISOCHLBIEFE, Z/F37°CIEKF250 rpmiFFF /NS

(5) BB EI M MLBEMRZEI7CHIH,

(6) BR100 WIRABY %A F ik £, ~ B7E37°CHER4 P &g 5%,

R v B AS M

« PCR J7i%k %€ fHM: B

(1) BBEEANFEZELO wl TEKF, IRIESRBES -

Q) B pl BREBETF25 W PCRIER, ARENE. RESIMEERMETRE,

« B M AU S DT BHE ek

P RN EEEMTEENHNREEREF, ISR ARMERFE (BXS. EMI01) 12BURN, #®#F
EEMRGENDIEE, BULEEAT.
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REAENBAS YN, #ITFIIPH.
R F

fﬂm—i@lﬂta’]%kﬁk‘i B R B RRRES BERRTEREE,
FEOR, BNEMHEYENEA~YNE, FENEREHE.
Kfﬁ%i‘éﬁﬁh{cfﬁﬂ’ﬁ%m (>15kb), FERERCRREEAR, BINFEMAIEZFRSZSHMIATrans2-Blue Chemically Competent
Cell (H3%S: CD411),
cFEEEHRBREEBE NG, TEICREMK, BUGENsMESFIKESIE S EKRERE,
* BESHEN A B HpmolBUERITTE AR A: pmols = FiEng /(1 B4 Ebpx0.65 kDa)
70 100 ngf92000 bphY Fr EXZEF100/(2000%0.65) £90.08 pmols,
100 ngfY95000 bpAY Fr ERZF100/(5000%0.65) £90.03 pmols,

AP BT, AT IRRIZE.
RRAE: V2.1-202508
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