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Cas9 Nickase (D10A) NLS

I RS P AR (2B
D0514S Cas9 Nickase (D10A) NLS 100pmol
D0514M Cas9 Nickase (D10A) NLS 500pmol

2 O s A
MoniElJrT:

>

Cas9 Nickase (D10A) NLS, BlCas9#itZlfi§(D10A) NLS, EEH=KH EW AN PerfectProtein™ ARG RIE, At IR H—
Fi & e {55 (Nuclear localization signal or nuclear localization sequence, NLS), GETEgRNASG|S R F5IRE L) H]
BAREDNA IR N VT

Cas9 Nickase (D10A) NLS/ZiEId 4 CasOIRERIIRuvCEEMIR NI BN R IR =L D10AZE IR, SR CasOZia
fif—#f, Cas9 Nickase (D10A) NLSH|FgRNA#A HARDNAFS, (E25UERERNEERIRRE, HTFRuvCEMIRIZRE,
Cas9 Nickase (D10A) NLSIXX Y5 gRNA B AMYDNABE(E 1) [1],

T T T T
Gene disruption by Gene correction or insertion by
small insertions or deletions assisted recombination

E1. 28 =K Cas9 Nickase (D10A) NLS (D0514) K 4wt R = &,

AT SR, R, 7B R R N TR Sk g RN A BE ) 8 7 (P BE YU B — R AE0-20bp), XEEYIHIG =45 K, 2 TH1T
FJREELH, MRAHIFEAC T RS, (E15 A RGRER 0T S EgsR, 8 0 /5 82 ga b T AR S e gt = A2 I SR TR
fB%ENMEY], MR, Cas9 Nickase (D10A) NLSTEE HIINHHFI CHi#l & 6 SV40 THLR A E A5 5] (Nuclear
localization signal or nuclear localization sequence, NLS), f#Cas9 Nickase5gRNAJERIE &YITEH: Gutt AJHI/EREER
T AR SN BN, TR ISR & T R IIRE, Cas9 Nickasen] DUB BAGEST. LA RIAN S% 7
BRI TR E A DNA RGNS 4 SMEDNARE & 4 AR R ZH A XU [ 2]
CRISPR/Cas9/2 — WS i MY B R A B 5K, R 1F(EHE, MHAI)7Z. CRISPR (Clustered regularly interspaced short
palindromic repeats)/&—#F A YIFI FHRNA S |5 A DNARXIER G CasOx 4 Mg Y Wi i 7K S0 75 IR A T BE A TR RIS 5%
#4i(Adaptive immune system), JESHEILIEAN LZEL BT 12 N T AR EAZAE V0 BOR BB BRI R RoR, &8
REEM EgRNA S| T N idE T CasOxt JFAZ A EAZ AP (1 FE R DNA L [ 5 5 HEA T AL s R SR DD 8, SR 58I 5 8518 & (Error-
prone repair) B EJEEZH (Homologous recombination)fEVIFEIN s 8H AT HIR = AR R AE, M 8 Z2E 8] G e 1 52
PUEER AR, E A gRNARIARIRAIN R %, %5 CRISPREERIE R, B Bl AX AT DLSSENEE R kR, i nT DASEEiEE
R AR, BARBEZSRED X, KARIEIRARN A HE A U TBE AR RRE[3,4], [N @S35 YIRS R
Cas9%=ZE{RdCas9, @I 5dCas) iRl & FIRB A S5 S B0E s IR 7, 7] DASEIlsg RN A [l B (R (1 4% TG sl
AL,

CRISPR/Cas9&%iH Cas9 NucleasefIgRNAE S¥IFi4Hk. gRNA, thFRsgRNA (Single guide RNA), H18-20bpS5HERRAF
HFIHEAMAICRISPR RNA (crRNA)FFIPAK fE 5 Casofs 7 & A iUtrans-activating crRNA (tracrRNA)FFIHK, gRNAET S
A 2 [ EANAERT, #4Cas9 Nuclease5|'FZ2E#IDNA, Cas9 Nuclease Cifif) 5PAM (Proto-spacer adjacent motif)fHE
1ER S5 (PAM-interacting domain)iRBIE & GHgZE (5'-NGG-3") W PAMF4I, EHNHARuvCH NS FEER T,
TEPAMFHINGG LA L) =M EAL F= 4 DN AR IEE W24 (Double-strand break, DSB), 415 iZAEEDNAKTZE A 4= fE AR,
EHMDNABE P2 SEE R bR, MRS, Ml REF= AR REE, FEH MR ZEEE[3],
HERFRAEHICas9 Nickase (D10A) NLSIASNEEA MR IES % 2,



Competitor Beyotime
- Cas9 1/16 1/4 1 1/16 1/4 1 (pmol)

open circular

linearized

supercoiled

E2. HxKCas9 Nickase (D10A) NLS (D0514)RSMETEREMAIRCRE, RMAKZR: 20ul7K, 3ul Cas9 Nickase Reaction
Buffer (10X). 3ul 300nM gRNA (Target sequence: 5-GGTTAATGTCATGATAATAA-3'), 1pl Cas9 Nickase (D10A) NLS (4>
HIh1/16. 1/4. 1pmol), 25°CHIEE 10738, AREMA3U 30nMMpUCM-T (D2006)Fif, 37°CHFE 1573%; AREMALUlE
K (ST533), iR E 1008 AR IE RN ; BGMA6ul DNA FFEZ MR (6X) (D0071), MHEATHIKF M, gRNAL Cas9
Nickase&i& 5, 5/9EHZEpUCM-TSgRNAE XY FFI EAMYFHIEGTI = A 5Z, BRI (Open circular), miEs
AR CasO 2 itk R4 £t (Linearized), NER2AT7R, A5 NAF (Competitor)iCas9 Nickase (D10A) NLSEAHH
BT, EFRRETIRCR S EE SR, NS HFSENARMEEEZR, REMNESE,

> RiR: W EcolfE4. Rk, Amikis, RIESERERIET Streptococcus pyogenes,
> Fi&: (ROMEIEER. FiRMEgRNA; SHMEEgRNAL & G H A B fLECE TS AT RN A K 4R,
> #lifE: SDS-PAGEHIK/G4IE>95%, ASDNASMIEE, ANEIEgRNAKHEIDNANYIEE, AERNARE, RNE#AGHT,
> WE: 1uM (160ng/ul); 20uM (3.2ug/ul).
> BBRETAIAH: 10mM Tris, 300mM NacCl, 0.1mM EDTA,1mM DTT, 50% (v/v) Glycerol, pH7.4@25°C,
> Cas9 Nickase Reaction Buffer (10X): 500mM Tris-HCI, 1M NaCl, 100mM MgCl., Img/ml BSA, pH7.9@25°C,
2E S
L] FE AR (2ES
D0514S-1 Cas9 Nickase (D10A) NLS (1uM) 100ul
D0514S-2 Cas9 Nickase Reaction Buffer (10X) 0.5ml
- Vi 113
IR s I AR (2B
D0514M-1 Cas9 Nickase (D10A) NLS (20uM) 25ul
D0514M-2 Cas9 Nickase Reaction Buffer (10X) 2ml
. iR 113
RIFFM:
20°CIRTE, BO—F AW rE3EETE-80°CR] AMRTZE KT IH], AU Sl i B 7R,
AREI

> AR N2 R gRNAFIDNAR#EE, W4J0F = RNase-freefIDNase-free M, BT BAT & AT FIFIHE A -t &
5ENuclease-freeff], WIRFIREAZIRIEISH, AIHIEMO0.01% M DEPCALES K, AJGmiRmECEEEMH. HRIENEIE—R
P SR AR,

> N TR RIREE R BBk, HEFEAE Z KR4I RNase and DNase Away (R0123) AZLBRSLI S, (AR FRmEHE
Fefhi b RRRES, VA ZR AR ARNase Inhibitor BARIFTRNA A,

> AFERT LA ZRIRE RN, MIHTIRKSHEGET, M T R, MIFRTEEEEN.

> N TIERZ AR, 5T T E R,

AR
1. Cas9 Nickase (D10A) NLS{E5MNE{EDNA,

a. FRFRRSIRINECR B AT TR S ANAT, ¥ Cas9 Nickase (D10A) NLS, gRNA. JE¥IDNABTIKIA L, f#HICIRRK
MiTEgRNAZE300nM, JKYDNAZE30nM, FHICZEREE/KFRIE®ECas9 Nickase Reaction Buffer (10X)ZCas9 Nickase
Reaction Buffer (1X), Cas9 Nickase (D10A) NLS (20uM)##FE({# FCas9 Nickase Reaction Buffer (1X)##F:iE &£ Cas9
Nickase (D10A) NLS (1uM)%&H, MREERWER, NEHREEHH, DOE%RE RIS SHEREE TR, TORIRER KIS
ffiFiBeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) (ST876),
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b. &I T RECH] MK FR

Reagent Volume
Water (DNase/RNase-Free) 20ul
Cas9 Nickase Reaction Buffer (10X) 3ul
gRNA (300nM) 3ul
Cas9 Nickase (D10A) NLS (1uM) 1ul
Total Volume 27ul

c. MBHERREVATIRASARIGR S ERIUEERERS, SREOHE, ERERRTER, 25°CHlE 10724,

d. A3l 30nMJERYIDNA (KRR RLZAFUA30u]), FIBREREVETIR S SR IRIER & S ERIUEERRRS, MEEOTT
VWA, 37°CHFE 157340, S LI 1R AT DARRHESKERIF HUis =4 HE K 2230-120 73,

e. BMFERHINAIUEARK (ST532), BHRS, HiEME 1055,

f. BPRBARRFMA6UL DNA EAEEMH(6X) (D0071), SRJG{EAIIE = IR RO BB BRI T F UK A AN SRASSZ RITERLTK,
ATRA-20°CERF & o TEIS RSN CasOmgIseds, FIDAHIMTRT IRt AYgRNARYROR 2 5 BAR B (e b i ide tH FEAR U gRNA A °F
i D ek A

2. Rl PUEIEIE 4 & A A Cas9 Nickase-gRNAR QLB AP, HAKTE S MR & B 83U 7™ St 15,

B Il
1. 2 W8 HIDNAYIRIAE4?
a. A[RE/ZHITCas9 Nuclease., gRNA. target DNAHJLLBIIAEIES HEER, #EFFCas9 Nickase. gRNA. target DNAFJEE/R L
Bz 910:10:1 AT DAIEIIE 24 2K S N N [R)E s B2 BB AN 7247
b. ATRES gRNAMFFIGE X, W] DUR#Etarget DNAMEFHE SIEMgRNAFY, AFEFIgRNAMRERSZ R LR K,
c. FIREH TgRNAREMRS HEERT, W] DUEI B IR I IEgRN AR 28,
d. RFFEMEAIREANEIE, 1EHCas9 Nickase HH# IVZE MK Cas9 Nickase Reaction Buffer (10X),
2. MEAARFINGRNAZ BIFHIL BRI 2 2
a. gRNARFFIE AT RESEMAIHILACE, ATt gRNATR TR A SR IRIIE,
b. gRNARFEMATRESFEMIEILECR, BN RER I Bk RIFgRN AR 728 1%,
3. WAL TR S g RN AR ?
a. MET 391 (Overhang) RN, F=425'98 AR Ui AT DA i BRI Jm AR A %0% ., A Cas9 Nickase AT B[R 4wl AR E R
BH, gRNAX DU R(RNS' - 577 g, (EYIEIE AT DA™= 455 1 A
b. HlgRNAX FIFRHIHE R, 4 gRNAX I RIFETE10-30bp i A AMEAT A R AL M 4nkE . &M gRNAXFIHFREIZ I gRNAXT
(=40bp) thr] AGIEIGwEE, (HRCRER, @R ZFgRNARK, DRSS RS RCR,
4. WA EERR R A 1 WM TR AN R B2
a. WNHEFEARERENEHAINEIIDNA, AKEEECas9 Nickase Reaction Buffer (IX)sF#BEE1uM/iGIZEMER, FEEAR
REIR RIRTT
b. WRIUMMRRFEAE-20°CORTE, IR AE [ B 2H &R {6 B RETAT . 10 mM Tris-HCI, 300 mM NacCl, 0.1 mM EDTA, 1
mM DTT, 500ug/ml BSA, 50% (v/v) Glycerol (pH7.4@25°C)i#{ T#ikE,
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MR~ m:
L] I AR 2k
D0508S BRI gt oA 0 & 251k
D0508M BRI gt oA 0 & 1001
D7080S T7 Endonuclease I (CRISPRZ:EE K584 %5 ) 250U
D7080M T7 Endonuclease I (CRISPR% 4 [RI58 45 % 7E ) 1250U
D7080L T7 Endonuclease I (CRISPR% 4 [RI5845 % 7E ) 5000U
ST532 Proteinase K (20mg/ml) 0.2ml
R0123 RNase and DNase Away 250ml
R0102-2kU RNase Inhibitor 2000U
R0102-10kU RNase Inhibitor 10000U
R0102-50kU RNase Inhibitor 500000
D0509S Cre Recombinase 50U
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D0509M Cre Recombinase 250U
D0509L Cre Recombinase 1000U
ST876-100ml BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) 100ml
ST876-500ml BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) 500ml
D7062 SP6 RNA Polymerase 500U
D7066 T3 RNA Polymerase 500U
D7069 T7 RNA Polymerase 1000U
D7383 NTP set (100mM each, Nuclease free) 4%250ul
D0510S FnCas12a (Cpfl) 100pmol
D0510M FnCasl2a (Cpfl) 500pmol
D0510L FnCasl2a (Cpfl) 2000pmol
D0511S Cas9 Nuclease (SpCas9) 50pmol
D0511M Cas9 Nuclease (SpCas9) 250pmol
D0511L Cas9 Nuclease (SpCas9) 1000pmol
D0513S Cas9 NLS (SpCas9-NLS) 500pmol
D0513M Cas9 NLS (SpCas9-NLS) 2500pmol
D0514S Cas9 Nickase (D10A) NLS 100pmol
D0514M Cas9 Nickase (D10A) NLS 500pmol
D0515S Cas9 Nickase (H840A) NLS 100pmol
DO0515M Cas9 Nickase (H840A) NLS 500pmol
D0516S dCas9 NLS 100pmol
D0516M dCas9 NLS 500pmol
D0517S LwaCasl3a 700pmol
D0517M LwaCasl3a 3500pmol
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