A pMpGE_Eno1

< MpU6-1,,, gRNA backbone —
GTTGCACCCAGCCTCTCGAGCTC- (CmR--ccdB) —CTGCAITTTTAGAGCTAGAAATA
CAACGTGGGTCGGAGAGCTCGAG-—-——————————— GACGT TCTCGATCTTTAT
J/ Sacl Pstl \L
GTTGCACCCAGCCTCTCGAGCT GTTTTAGAGCTAGAAATA . .
linearized vector
CAACGTGGGTCGGAGAGC ACGTCAAAATCTCGATCTTTAT

5’ GCACCCAGCCTCTCG--(18-20 base target)-—-GTTTTAGAGCTAGAA 3’ oligo F
3’ CGTGGGTCGGAGAGC-- (18-20 base target)--CAAAATCTCGATCTT 5’ oligoR

\L Annealing

In-Fusion/Gibson cloning

B oMpGE En02/03

< MpU6-1,, gRNA backbone —
ENn02 GTTGCACCCAGCJTCTCGGAGACCGAGAGAGGGTCTCAGTTTTAGAGCTAGAAATA
n0 CAACGTGGGTCGGAGAJCCTCTGGCTCTCTCCCAGAGTC TCTCGATCTTTAT
En03 GTTGCACCCAGCCTICTCGGGAGACCGAGAGAGGGTCTCAGTTTTAGAGCTAGAAATA
n CAACGTGGGTCGGAGAGCCCTCTGGCTCTCTCCCAGAGTC TCTCGATCTTTAT
J/ Bsal
GTTGCACCCAGCC GTTTTAGAGCTAGAAATA linearized vector
En02 CAACGTGGGTCGGAGAG ATCTCGATCTTTAT
GTTGCACCCAGCCT GTTTTAGAGCTAGAAATA linearized vector
En03  -aacGTGGGTCGGAGAGE ATCTCGATCTTTAT
En02 5’ TCTC- (18-20 base target) - 3’ oligo F
37 -(18-20 base target)-CAAA 5’ oligo R
5’ CTCG- (18-20 base target) - 37 oligo F
En03 37 -(18-20 base target)-CAAA 5’ oligo R

\L Annealing

Ligation cloning



