Recombinant Cas9 Protein
GMP grade

CodeNo.T230 Size:

Conc.:

0.6 mg
3 mg/ml

Description:

Cas9 nuclease (spCas9) derived from Streptcoccus pyogenes is widely
used for gene editing in various cell types and organisms. CRISPR (Clustered
Regularly Interspaced Short Palindromic Repeats)/Cas9 technology
consists of two key components that form a complex: Cas9 nuclease and
guide RNA (gRNA) that is a couple of small RNAs directing Cas9 nuclease
to cleave a specific double-stranded genomic DNA in a sequence-specific
manner 1+ 23),

Recombinant Cas9 Protein GMP grade is a recombinant wild-type
Streptcoccus pyogenes Cas9 nuclease containing nuclear-localization
signal (NLS) at C-terminal expressed and purified from E.coli. The Cas9
protein solution has been verified to be well-tolerated by mammalian
cells when electroporated or microinjected as a ribonucleoprotein
complex (RNP) with a single guide RNA (sg RNA) for knockout experiments.
This product is manufactured according to relevant GMP guidelines.
Storage: Store at or below -70°C

Molecular Mass:

159,665 (based on amino acid sequence, 1380 amino acids)

Source:

E. coli expressing recombinant wild-type Streptococcus pyogenes Cas9
nuclease with nuclear localization signal(NLS) of simian virus 40 at
C-terminal.

Purity: = 90% by HPLC
Packaging: 0.6 mg protein /0.2 mlin a 1 ml cryovial
Application: gRNA-dependent double-stranded DNA cleavage

Precautions:
Avoid repeated freeze/thaw cycles.

* Takara Bio is not guaranteed the quality of the product after once
opened by a customer. However, we have not found any obvious
decline in performance after up to five(5) times freezing and thawing,
if it is not opened.

Quality Statement:

1. This product is manufactured according to relevant GMP guidelines.

2. No animal- or human-derived components are used in the manufacture
of this product.
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Related Products:
[Cas9 protein]
Guide-it™ Recombinant Cas9 (Electroporation-Ready)
(Cat. #632641/632640)
[Others]
Guide-it™ Cas9 Monoclonal Antibody (Clone TG8CT1)
(Cat. #632628/632627)

Guide-it is a trademark of Takara Bio Inc.

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6972 or from our website at www.takara-bio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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Experimental Example (Genome Editing of Mammalian Cells):

Reference: Guide-it Recmbinant Cas9 (Electroporation-Ready) User Manual
https://www.takarabio.com/assets/documents/User%20Manual/Guide-it%20Recombinant%20Cas9%20(Electroporation-

Ready)%20User%20Manual_012317.pdf

Target cells / gene
RNP delivery method :
Preparation of RNP

RNP electroporation

1 293T cell / CD81

Electroporation [ Equipment: Neon Transfer System (Thermo Fisher Scientific) ]

: 7.5 ulsolutions were prepared by mixed with 0.45 g of sgRNA, 0.75 1 g/0.25 ul of this product and

Resuspension Buffer R (or T), incubated at 37°C for 5 minutes and stand at 4°C.

: Cells were harvested, washed with PBS and resuspended with Buffer R to be 2 x 107 cells /ml.

RNPs were electroporated into cells using 7.5 1 of RNP and 7.5 ul of cells as prepared above according
to equipment manual. Electroporation was conducted in the following three kinds of condition (N=3)
(Table 1).

Table 1. Electroporation conditions

Condition Pulse voltage (V) Pulse interval (ms) Pulse time
A 1,300 20.0 2
B 1,200 20.0 2
C 1,100 20.0 2

Efficiency of genome editing:

After the electroporation under the upper conditions, the cells were cultured for 7 days, and then reacted with PE-labeled Anti-CD81

antibody and measured the proportion of CD81 negative (knockout, KO) cells by FCM analysis.

Result:

Comparing Condition A to C, the highest Knockout (KO) efficiency of the CD81 gene (85.4%) was obtained at Condition A.
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Figure 1. Knockout efficiency
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https://www.takarabio.com/assets/documents/User%20Manual/Guide-it%20Recombinant%20Cas9%20(Electroporation-

Ready)%20User%20Manual_012317.pdf
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