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1. Digest with Hpal, column purify and nanodrop
PSM

PR

NSM

2. one-step Gibson assembly with homology arms, molar ratio 1:1:1

gibson assembly




in detail Gibson assembly sections

Gibson homology section G1 Gibson homology section G2
TTA
AAGCTTGGATCCCCTAGGTT (your LHA[TT])AACCCTAGAAAGATAGTCTG

(from backbone)...CTGCAGCCCAAGCTTGGATCCCCTAGGTT

AACCCTAGAAAGATAGTCTG (towards PSM) ‘

Gibson homology section G3 Gibson homology section G4

AA
TGATTATCTTTCTAGGGTT([AA] your RHA) AACCTAGTATACGCGTATG

‘ (from PSM) ..  JATGATTATCTTTCTAGGGT ACCTAGTATACGCGTATGC (towards backbone)

20bp 20bp

in detail homology arms

Left homology arm

ZObE ZObE

AAGCTTGGATCCCCTAGGTT (your primer sequence[Ta~60C])

57 —AAGCTTGGATCCCCTAGGTT (4 v v v v v e et eeee e vour LHA......... .. ) AACCCTAGAAAGATAGTCTG-3’
37 —TTCGAACCTAGGGGATCCAA (4 v v v e e e et e e eann vour LHA......... .. ) TTGGGATCTTTCTATCAGAC-5'
(your primer sequence|[Ta~60C] [AA]) TTGGGATCTTTCTATCAGAC
. AATT
Right homology arm

ZObE TTAA ZObE

ATGATTATCTTTCTAGGGTT ([AA] your primer sequence[Ta~60C])

5" -ATGATTATCTTTCTAGGGTT (« v v v v v v et e e e e e e yvour RHA....... . .. ) AACCTAGTATACGCGTATGC-3’
37" —TACTAATAGAAAGATCCCAA (« v vt v ittt aeee e yvour RHA....... . .. ) TTGGATCATATGCGCATACG-5'

(your primer sequence[Ta~60C])TTGGATCATATGCGCATACG
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