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Overview: three stages of CRISPR

Repair Template
ST TTTTEEENNNTT T T T
[ L
QO

1. Design sg%

2. Build

sgRNA Expression Repair Template

3. Edit \y @ i

l



Overview: three stages of CRISPR

2. Build

:ngNA : : :

D O

sgRNA Expression Repair Template



SapTrap: a Golden Gate toolkit for CRISPR

Paix et al., Genetics. 2015 Sep;201(1):47-54.
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A simple procedure to generate CRISPR plasmids

C-tag Tag + N-tag
Connectors Markers Connectors
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Dickinson et al., uPub Biology. 2018. Schwartz and Jorgensen, Genetics. 2016.
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Overview: three stages of CRISPR

@

1. Design sg%

Repair Template

T T T T




SapTrap Builder: CRISPR design software

_
Job Information Homology Arm Setup Sequence Entry Select gRNA
Job Name: Unc-32 hUS target length: 57 Select Translation Frame Mutate Repair Template
Type: SapTrap v hDS target length: 57 C-tag v Review Design
Output: Oligos + Annotated v Min true length: 32 Set Insert Site Get Reagent Sequences
< >
Wild Type Translation: F S F E K I L A E E R E A E E N L *

Repair Template Translation: F S FEKXKIULAEUEUREA BAETENTIL
Repair Template DNA: CATTCTCATTCGAAAAAATCCTTGCTGAAGAGCGTGAAGCTGAGGAGAATCTC |- INSER’I‘-|TAAgatcacctcggccacttcaaacagt:gt:gacatcgacgttcgacaaatctttaat

Wild Type DNA: CATTCTCATTCGAAAAAATCCTTGCTGAAGAGCGTGAAGCTGAGGAGAATCTC |-INSERT-|TAAgatcacctcggccacttcaaacagtgtgacatcgacgttcgacaaatctttaattattta

Guide RNA binding site: GAGAATCTC | -INSERT- | TAAgatcacctcgg
PAM: (8) /\ cgg
Restriction Sites: SapI

SapI site in repair template. Mutate SapIl site for SapTrap assembly.

Review Design
Repair Template trimmed to specified length.

* Works on Windows, Mac, Linux

User guide and Youtube tutorials

Schwartz and Jorgensen, uPub Biology. 2018.
jorgensen.biology.utah.edu/Labsite/resources.html
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Integrated Cas9: High efficiency CRISPR
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Integrated Cas9: High efficiency CRISPR
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The Future: Cassette Exchange Tags
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