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Manufacturer: LD Biopharma, Inc.

Introduction

CRISPR-Cas9 systems have shown tremendous promise as heterologous tools for
genome editing and transcriptional regulation. CRISPR (clustered regularly interspaced short
palindromic repeat) is an adaptive immune system that provides protection against mobile
genetic elements (viruses, transposable elements and conjugative plasmids). CRISPR clusters
contain spacers, sequences complementary to antecedent mobile elements, and target invading
nucleic acids. CRISPR clusters are transcribed and processed into CRISPR RNA (crRNA). In
type 1l CRISPR systems correct processing of pre-crRNA requires a trans-encoded small RNA
(tracrRNA), endogenous ribonuclease 3 (rnc) and Cas9 protein. The tracrRNA serves as a guide
for ribonuclease 3-aided processing of pre-crRNA. Subsequently Cas9/crRNA/tracrRNA
endonucleolytically cleaves linear or circular dSDNA target complementary to the spacer. Recent
data indicated that by intracellular delivery Cas9 protein, which carry nuclei translocation signal
(NTS) domain either in DNA transfection or protein-delivery with gRNA, this protein could be
used for various mammalian cell genome editing, and site-specific gene transcription regulation.

Full-length bacterial Cas9 (1367 aa) gene was constructed using full-length gene
synthesis strategy. His tag was added at N-terminal of Cas9 protein, and nuclei translocation
signal (NTS) was inserted at C-terminal. This protein was expressed in E.coli as soluble protein
(163.7 KD). The final product was purified with two step column chromatography.

Gene Symbol: Cas9 (RISPR-associated endonuclease Cas9/Csnl; SpyCas9)
ccession Number: Uniprot: Q99ZW2

Species: Streptococcus pyogenes serotype M1

Size: 20ug / Vial

Composition: 0.4 mg/ml, sterile-filtered, in 50 mM Tri-HCI (pH 8.0), with 400

mM NaCl and 20% Glycerol.
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Storage: In Liquid. Keep at -80°C for long term storage. Product is stable
at 4 °C for at least 15 days.
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Applications
1. May be used for in vitro Cas9 mediated mammalian cell gene editing study by
intracellular delivery this protein with target gene specific gRNA either together as
complex or separagely with “ProFectin” reagent.

2. Highly purified Cas9 antigen, may be used for specific antibody production.

Quality Control
1. Purity: > 96% by SDS-PAGE.
2. Endotoxin level: < 1 EU/ug.
Recombinant Protein Sequence

MKHHHHHHQEFRSDKKYSI1GLD IGTNSVGWAV I TDEYKVPSKKFKVLGNTDRHS IKKNL IGALL
FDSGETAEATRLKRTARRRYTRRKNRICYLQEIFSNEMAKVDDSFFHRLEESFLVEEDKKHERH
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PIFGNIVDEVAYHEKYPTI'YHLRKKLVDSTDKADLRL1YLALAHMIKFRGHFL IEGDLNPDNSD
VDKLFIQLVQTYNQLFEENP INASGVDAKAILSARLSKSRRLENL TAQLPGEKKNGLFGNL 1AL
SLGLTPNFKSNFDLAEDAKLQLSKDTYDDDLDNLLAQIGDQYADLFLAAKNLSDAILLSDILRV
NTEITKAPLSASMIKRYDEHHQDLTLLKALVRQQLPEKYKEIFFDQSKNGYAGY IDGGASQEEF
YKFIKPILEKMDGTEELLVKLNREDLLRKQRTFDNGSIPHQIHLGELHAILRRQEDFYPFLKDN
REKIEKILTFRIPYYVGPLARGNSRFAWMTRKSEET I TPWNFEEVVDKGASAQSFIERMTNFDK
NLPNEKVLPKHSLLYEYFTVYNELTKVKYVTEGMRKPAFLSGEQKKATVDLLFKTNRKVTVKQL
KEDYFKKIECFDSVE I SGVEDRFNASLGTYHDLLK T IKDKDFLDNEENEDILEDIVLTLTLFED
REMIEERLKTYAHLFDDKVMKQLKRRRYTGWGRLSRKL ING IRDKQSGKT I LDFLKSDGFANRN
FMQL IHDDSLTFKED 1QKAQVSGQGDSLHEHIANLAGSPAITKKG I LQTVKVVDELVKVMGRHKP
ENTVIEMARENQTTQKGQKNSRERMKRIEEGIKELGSQILKEHPVENTQLQONEKLYLYYLQNGR
DMYVDQELD INRLSDYDVDH 1VPQSFLKDDS I DNKVLTRSDKNRGKSDNVPSEEVVKKMKNYWR
QLLNAKL I TQRKFDNLTKAERGGLSELDKAGFIKRQLVETRQITKHVAQILDSRMNTKYDENDK
LIREVKVITLKSKLVSDFRKDFQFYKVRE INNYHHAHDAYLNAVVGTAL IKKYPKLESEFVYGD
YKVYDVRKMIAKSEQE I GKATAKYFFYSNIMNFFKTEITLANGE IRKRPLIETNGETGE 1VWDK
GRDFATVRKVLSMPQVNIVKKTEVQTGGFSKES I LPKRNSDKL I ARKKDWDPKKYGGFDSPTVA
YSVLVVAKVEKGKSKKLKSVKELLGITIMERSSFEKNP IDFLEAKGYKEVKKDL I IKLPKYSLF
ELENGRKRMLASAGELQKGNELALPSKYVNFLYLASHYEKLKGSPEDNEQKQLFVEQHKHYLDE
1 1EQISEFSKRVILADANLDKVLSAYNKHRDKP IREQAEN I IHLFTLTNLGAPAAFKYFDTTID
RKRYTSTKEVLDATLIHQSITGLYETRIDLSQLGGDGLYETRIDLSQLGGDSRADPKKKRKYV




