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Alt-R S.p. HiFi Cas9 Nuclease V3 is a high-fidelity S. pyogenes Cas9 protein that significantly reduces off-target
effects without compromising performance—perfect for routine experiments and ideal for challenging genome
editing applications.

The Alt-R S.p. HiFi Cas9 enzyme easily replaces wild-type Cas? in existing applications, with no need for protocol
changes. The enzyme is compatible with other components of the Alt-R CRISPR-Cas? system to enable precise
genome editing through the same advantageous ribonucleoprotein (RNP)-based workflow.

100 Figure 1. Alt-R S.p. HiFi Cas9 Nuclease V3 facilitates near-
wildtype on-target editing potency and significantly reduces
off-target site editing. RNP complexes were formed with either

go\ Alt-R S.p. Cas? Nuclease V3 or Alt-R S.p. HiFi Cas9 Nuclease V3,
; 10 combined with an Alt-R crRNA:tracrRNA complex targeting the
O EMX1 gene. RNP complexes (4 uM) were delivered into HEK-293
Z cells via the Nucleofection™ method (Lonza). Indel formation
_5‘ (indicated on the y-axis in log scale) at the on-target locus and
o) 1 9 known off-target sites were measured by next generation
_g sequencing (rhAmpSeq™ amplicon sequencing, IDT).
* x x % X ok ok Kk Kk Kk Kk x K
0.1
6 — N M < 0 0 N~ o o 6 — N M < 10 0 N~ 0 0o
O 50D PDBOD 9% 000D BT LD
T PO T DD
J<BRR RN RN R A R C R R R c 88 SR REREEER
O u = o o o= o 4 o = O 8 8 ¥ 8 9 ¥ 3 ¥
OO0OO0OO0OO0O0O0OO0O0 OO0OO0OO0OO0O0O0O0O0
. Alt-R S.p. Cas9 Alt-R S.p. HiFi Cas9
Cas? variant Nuclease V3 Nuclease V3
* Indel formation <0.1% as measured by multiplexed amplicon sequencing
using the rhAmpSeq system (IDT)
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ORDERING INFORMATION CRISPR GUIDE RNAs

Product Size Catalog #
Alt-R CRISPR-Cas? crRNA 2, 10 nmol tubes or plates Order at www.idtdna.com/CRISPR-Cas9
5 nmol 1072532
Alt-R CRISPR-Cas9 tracrRNA 20 nmol 1072533
100 nmol 1072534

HiFi Cas9 NUCLEASE

Product Size Catalog #
100 pg 1081060

Alt-R S.p. HiFi Cas? Nuclease V3
500 pg 1081061

CONTROL KITS*

Alt-R CRISPR-Cas9 Control Kit, Human (2 nmol) 1072554
Alt-R CRISPR-Cas9 Control Kit, Mouse (2 nmol) 1072555
Alt-R CRISPR-Cas9 Control Kit, Rat (2 nmol) 1072556

* Control kit components are also available individually.

CONTROL KIT COMPONENTS
Alt-R CRISPR HPRT Positive Control crRNA

Alt-R CRISPR Negative Control crRNA #1
Alt-R CRISPR-Cas? tracrRNA

Alt-R HPRT PCR Primer Mix

Nuclease-Free Duplexing Buffer
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