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From: Kimmel et al. Stages of embryonic development of the zebrafish
Dev. Dyn. 203:253-310, 1995
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) Primer design

serpinel’ L 0
NCBI Reference Sequence: NM_001114559.1

FP AGTGAAGATGGAGTGGAGGTAG
RP TCTGGCTGGCTGAAGTCTATC

NCBI Primer-Blast

Primer pair 1

Sequence (5'->3') Length  Tm GC%  Self complementarity Self 3' complementarity
Forward primer AGTGAAGATGGAGTGGAGGTAG 22 5663 5000 200 0.00
Reverse primer TCTGGCTGGCTGAAGTCTATC 21 5924 5238 300 3.00

Products on target templates
>hM_001114559.1 Danio rerio serpin peptidase inhibitor, clade E (nexin, plasminogen activator inhibitor type 1), member 1 (serpine1), MRNA

product length = 131
Forward primer 1 AGTGAAGATGGAGTGGAGGTAG 22
Template 402 e 423

Reverse primer 1 TCTGGCTGGCTGAAGTCTATC 21
Template L 512
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I CRISPR/Cas9

0 0 0 Clustered Regularly Interspaced Short Palindromic
Repeats (CRISPR)/ CRISPR-associated (Cas)9
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) CRISPR/Cas9 Vector System

Any
tissue-specific
promoter

pcmic2:GFP
U6:gRNA
Prom:Cas9

Inject — B

Mosaic,
e tissue-specific
Evaluate gene disruption

phenotype

Stable,
tissue-specific
CRISPR line




v

I CRISPR/Cas9 Vector System
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£z B W DNA OligoA

gRNA-entpd5
CTATAAGAAGTCCGAGCATGguuuuagagcuagaaauagcaaguuaaaauaaggcuaguc
cguuaucaacuugaaaaaguggcaccgagucggugcuuuuuu
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) Others

1. /Ne’
Protein name Catalase CATA
Organism Zebrafish Danio rerig7955

Protein information http://www.uniprot.org/uniprot/Q9PT92

Protein length 526aa
Entry ID Q9PT92
Feature key Active sites 75-75aa

Active sites 148148aa
Metal binding 35&858aa

Sequence >CATA DANRE
MADDREKSTDQMKLWKEGRGSQRPDVLTTGAGVPIGDKLNAMTAGPRGPLLYQDVVFTDE
MAHFDRERIPERNAKGAGAFGYFEVTHDITRYSKAKVFEHVGKTTPIVVRFSTVAGEAGSPD
TVRDPRGFAVKFYTDEGNWANTBTFFIRDTLLSPSFIHSQKRNPQTHLKDPDM w
SLRPESLHQVSFLFSDRGIPDGYRHMNGYGSHTFKLVNAQGQPVYCKFHYKT
DRLAATDPDYSIRDLYNAIANGNFPSWTFYIQVMTFEQAENWKWNPFDLTKV
GRFVLNRNPVNYFAEVEQLAFDPSNMPPGIEPSPDKKRIGRHSLGANYLQL
NCPYRTRVANYQRDGPMCMHDNQGGAPNYYPNSFSAPDVQPRFLESKCKV
DDNVTQVRTFFTQVLNEAERERLCQNMAGHLKGAQLFIQKRMVQNLMAVHS
DKHNAEGKKNTVHVYSRGGASAVAAASKM

IPVEEA
PV
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esolution:  1.65 (XRAY)

Swiss-PDB viewer

Y




AR [H] Y5 1 Bleth

NCBI Uniprot

Entry ID Organism Length Identical
1 Q9PT92 Daniorerio 526 100%
2 P24270 Mus musculus 527 80.4%
3 P04762 Rattusnorvegicus 527 79.6%
4 097492 Canidupus  ~ 527 79.5%
5 P00432 Bostauru§  ~ 527 80.1%
6 062839 Susscrofa ~ 527 79.3%
7 Q216W4 Callithrixjacchus 527 78.5%
8 Q64405 Cavigporcellus 527 78.9%
9 Q5RF10 Pongd 527 78.1%
10 P04040 Homo sapiens 527 77.7%
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