SIMPLE AND EFFICIENT METHOD OF CRISPR GUIDE RNA CLONING FOR MAMMALIAN SYSTEMS.
gRNA design workflow


Single gRNA design
Paired gRNA design

Use validated gRNA design tools to select correct oligonucleotides.



The genomic target sequences are selected and the 3’ NGG PAM is removed.


First gRNA in the paired gRNA is gRNA-A (fA) and the second gRNA in the pair is gRNA-B (rB).
Append CACCG to the 5’ end of your oligo.



Create reverse complement of the protospacer sequence.

Append TTTTCGTCTCTCACCG to the 5’ end of fA.


Append AAAC to the 5’ end of the rc protospacer.

Append GTTTTAGAGCTATGCTGAAAAGCA to the 3’ end of fA.


Remove 3’ NGG PAM from 2nd target sequence.


Reverse complement of 2nd target sequence.



Append TTTTCGTCTCTAAAC to the 5’ end rB.


Append CGGTGACCCAGGCGGCGCACAAG to the 3’ end rB.



Order oligos




Use paired gRNA oligos to PCR from pSN007 paired gRNA 7SK backbone.








gRNA vector construction




Single step BsmBI Restriction-Ligation of single gRNA oligos or paired gRNA PCR fragment.
Digestion of pSB700 with BsmBI and gel extraction.





Ligate single gRNA oligos or paired gRNA PCR fragment into digested vector.





Transformation


Pick colonies and sequence verify
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