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SaCas9 NLS
L k) P AR (2B
D0519S SaCas9 NLS 500pmol
D0519M SaCas9 NLS 2500pmol

FomfE T

> SaCas9 NLS, X#fSau Cas9 NLS, HI&HZEN (S MICRISPR-associated endonuclease Cas9 (t2#fCsnl), BEAKHT
W &2 i PerfectProtein™ AR F G RIK, AL IRIG I —FRIR T &8 (1@ & BKEd (Staphylococcus aureus), REfEgRNAS|S FF
FIRe DT EE DNA KA R N VTG, A il AR T4 N Y CRISPR/CasO R S/ FHIU B R iR, AT AR TRSMRiE =
R Iguide RNA (gRNA)FAI. FiEDNAFHITEGRNAG S FHBTY), A FEFHIRIPEEAEDNARZ (LS ik, SaCas9ii
B PAMFSI 5 -NNGRRT-3', 5SpCasOiR B PAMIFAI5'-NGG-3'H i AR,

> SaCas9 NLSfESaCas9# H YNl Cli#l & A SV40 THiURIAZE A7 (Nuclear localization signal or nuclear localization
sequence, NLS), {#SaCas95gRNATYHIE SYITERRGH NG, BETEH M AR BUHE A SN, MR T
BRI, SaCas9 NLSA]DUES BAGES . FRZEFLAIIRBUAN S5 RN, TIXFARTE ZEHDNANRGAZ
AAMNEDNAKE & 2 A AL RIZH A XURR: [ 1]

> CRISPR/Cas9 /@ —WIRM MR B R H B HOR, #RIFEMESE, R 7Z, CRISPR (Clustered regularly interspaced short
palindromic repeats)2—FEZAEYFIFIRNAS | SR DNARXEEEE CasO X HME B0 B A Bl0m S IR T B RV BRI RS M o
#%i(Adaptive immune system), JESLAEMER BB RN IZ N TR EAA VIR BCR B AR B R R R, 1%L
RAEEW EgRNA S| T N idE T CasOxt JFAZ A EAZ AP (1 B R DNA L [ 5 51 HEA T AL s R SR DD B, SR 58I 5 8518 & (Error-
prone repair)&[FAJREH(Homologous recombination)fEVIEIN B sHA NP FIR = AR FE2EAE, MBI 5 K e i 5
BB R FBR. H A gRNARRIRAIN AR R, BB CRISPRECRIIA B, ZHOKH BIAX AT ASZ IR R RBR, 1 AT DASCB AL
HIR R, ARZELRRLTTN, KAl TEIR AR AT DU T E AR RBELEE2, 3], RN @I @A N YIRS R
Cas9=ZE{RdCas9, Wil 5dCas9 BRI & FRIKERHEA S UG B AL SRANHIE 7, AT PASE I sg RN ASE [/ B [R5 SR s el %
Al

> CRISPR/Cas9%4tHCas9 NucleaseflgRNAE &Y, gRNA, HFRsgRNA (single guide RNA), H18-20bp5iEHAF
HIEAMFICRISPR RNA (crRNA) A PAK fE 5 CasORe R 45 A Htrans-activating crRNA (tracrRNA)FFI4H K, gRNAMIT S
B Y 2 R AN, $Cas9 Nuclease5| FZEHDNA, Hrh, SaCas9 Nuclease CififfJ'5PAM (Proto-spacer adjacent
motif)tH B e ARS8 (PAM-interacting domain) = IR FIPAM/F41(5-NNGRRT-3, N=A/T/C/G, R=A/G), fEHNHHFI
RuvCHW MR EIE R, fEPAMIFHIS UKL =M b 7= 4 DNA R EKT % (Double-strand break, DSB). W5 IZM
HEDNAWT 2R AETEAIMIA, TE4EMIDNAB S I fErh & S B R AL b iR A IR e, MW AT REF= AR, SHH
AR R R e 2822 (E) (2],

HNH

— il N
—=  —

RuvC PAM *N=any, R=Aor G
(NNGRRT*)
/— \+
T T T T
Gene disruption by Gene correction or insertion by
small insertions or deletions assisted recombination

K1. = KSaCas9 NLSE: R r= E,
> BARAFEISaCas9 NLSIRINGE IE R IE S H K2,



Competitor Beyotime
— 0.0625 0.25 1.0 0.0625 0.25 1.0 (pmol)

kb

E2. BRRAHISaCas9 NLS (D0519) (R HMEGTER AR E . KRB AZFR: 20ulK, 3ul SaCas9 NLS Reaction Buffer
(10X). 3ul 300nM gRNA (Target sequence: 5-GCTTCCGGCTCGTATGTTGTG-3"). 1ul SaCas9 NLS (475190.0625.
0.25. 1.0pmol), 25°CHEE 10738, AREMA3M 30nMZ&Bsal (D6128)k!:bAIpUCM-T (D2006) ki, 37°CHEE 30741,
65°CHRIES /50, RIEMALUEHEEK (Proteinase K) (ST533), ZEME 10580 AKRIER N ; fJEIMA6ul DNA AL
(6X) (D0071), HATHIKKM, gRNASSaCas9 NLSE& /G, 519/EHIRAIpUCM-TS gRNABAMYFFIFFEFT) = 41521 bp#l
1252bpMI B, AEFTR, AF= 55 N/AF (Competitor)JSaCas9 NLSEA A Y IEEIE M, SRR RFEMFIZE, K&
ENAREmMEEER, KBEUES%E,

> SKRIR: B EcolifEl, RIK, ALmisks, FREERRIRT Staphylococcus aureus,
> & B EgE. RIMGIEERgRNAFSI. MiEDNATEgRNAS S TSIV, SBRVEFSI N FEDNA G LA,
> 4lifE: KNEDNASMIEE, REIEgRNAKIIIDNANYIEE, RNERNAM,
> WRIE: 20uM (~2.5ug/ul),
> K& 65°CHEE S,
> BBRETAISI : 20mM Tris, 300mM NacCl, 0.1mM DTT, 50% (v/v) Glycerol, pH7.5 @ 25°C,
> SaCas9 NLS Reaction Buffer (10X): 500mM Tris-HCI, 1M NaCl, 100mM MgCl., I1mg/ml BSA, pH7.9 @ 25°C,
2ELLK
P S 2 B AR (2B
D05198-1 SaCas9 NLS (20uM) 250l
D0519S-2 SaCas9 NLS Reaction Buffer (10X) 2ml
- Vi 143
L] 7= s AR (2B
DO519M-1 SaCas9 NLS (20uM) 125ul
D0519M-2 SaCas9 NLS Reaction Buffer (10X) 10ml
- Vi 143
RIEFSFM

20°CHRA7, ED—HFAR -80°CRILAGRF S KA, R 7 i E TR,

FEEI

>

>
>

ARFE il A2 05 K gRNAFTDNA#E, 4% RNase-freefliDNase-freefIHHSSIR1E, BT B 1T HES IR FIFAFER tER B
JENuclease-freeff], WHEAREEZIREFISY:, 7% EH0.01%MDEPCAHHEITH, AESESEAIGHH, HIEREIE—X
PR,

X FIRER R P AZIREE I ARR, HEE#HE A RAEF M RNase and DNase Away (R0123), RNase, DNase and DNA Away
(R0125)=kRNase, DNase, RNA and DNA Away (R0127) AZEBRSEH SR, (A& FRE L il Er&IRE, RNMARF
M A RNase Inhibitor (R0102) AR RNARHE R

AR T A RWRERRA, MEATIREREWEEET, MEHT RS, MIERTHEBEEEN,

N T I R, 1EFNRARFE— T ERE,

fEFREA:

1.

SaCas9-gRNAE &P E i (PANeon HLE: R Gt 0 ).
a. FrESsaitel:
(a) HEK2934HMIZR, 5 FH E At 4 pfuan = 9256 75 2 vl R T Bk 1@ 4 Mk
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b) SaCas9 NLS

c) KPR H AR F I gRNA

d) Neon Transfection System 10pul kit (Thermo)

¢) PBS (C0221A)

f) FEESAHARIN LR (0.25% ) (C0201)

g) BH10%FBSLAK Glutamax ) DMEM

h) BeyoGold™ 24fLAIMIEF= MR (FCP243), B3 5550 75 B A 21 H e AR IR 7R AR

i) BRI YmER SRR & (D0508)

HLEE SR IR

(a) TEHLFLRHT— K (18-24/ NI ) Eehh 4 Al (R AR A B R AR AR A A . R IR AR AR s S8 i), 58 — R At 8 F ik 312
70-90%,

(b) DA24FLARCNAI, 2% FRIEESaCas9-gRNAFE KRN, Resuspension Buffer RfZFE#ENeon transfection kit#, fEIt

3, {#HResuspension Buffer R, ML SaCas9 NLSHfwfJReaction Buffer (10X).

(
(
(
(
(
(
(
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Reagent Volume
Resuspension Buffer R 10ul
SaCas9 NLS (20uM) 2.5ul
gRNA (50uM) 2ul
Total Volume 14.5ul

(c) BRRIRS FIRRIVAAR, FFEZIR T E 20781,

(d) fEmE AR, AR, KAERT5-10mlE 2EFRRT, RETER—RUBRERE iR, Mi-&s
patril)ikie= e

(e) HRABA LR NMMEEE, FRERFEL-2X 1054, HAMMAZITLENELEH, £500 X g8 L5578, H
PBSYERAA—IX,

(f) RIBM ¥ & I H Resuspension Buffer REVIATR, SREEFFEE10.5u] Resuspension Buffer R, AR {KFIRY
Resuspension Buffer REEE4H,

() 24FLAR AL AS00 I 5E 42 RE 775,

(h) £14.5ul1ySaCas9-gRNAK R HAEF N AL0. Sul i 2R 5.

(i) #10ul SaCas9-gRNA SR AW IMEN Ol INeonB iR asl kSN, 28 AN S T4 % . 1700V, 20ms,
lpulse, (PARZIULES %, BRI SRE S35 6 R & B B3 T)

() SLENRrAHRLRS 2 & B LR 244 LR,

(k) AL E RS SRS I & 48-72/ M,

(1) A58 PR PR 40 2R 23 2R A7) S0 R FE O 4E A TR, BRI S IR SRR 4,

2. SaCas9 NLSH#MEIEDNA,

a.

BIRFHIR S RINEC R BT TR IS FIA TR, ¥ SaCas9 NLS. gRNA., JKYIDNAE TIKE L, #HTKEREEKFEREgRNAS
300nM, JEPIDNAZ30nM, FHICHZERREG/KFRERESaCas9 NLS Reaction Buffer (10X)%SaCas9 NLS Reaction Buffer
(1X), SaCas9 NLS (20uM)#fe##{#ifiSaCas9 NLS Reaction Buffer (1X)Fif20f5E1uM, HRIELRFERFEREEEH, &
BRERRMEH, NEGRFEMEH, DU S RSB TR, ToAIREG /KR i BeyoPure™ Ultrapure Water
(DNase/RNase-Free, Sterile) (ST876),

TR R RELH R AR R (PASOuA R 19 f1) :

Reagent Volume
Water (DNase/RNase-Free) 20ul
SaCas9 NLS Reaction Buffer (10X) 3ul
gRNA (300nM) 3ul
SaCas9 NLS (1uM) 1ul
Total Reaction Volume 27ul

MR ARV TR S 82 M VortexiR s, =HIRELERD, ERAERTER, 25°CHEHE 1074,

PA3uL 30nMJEEYIDNA (30uli28Af), B4R (MBI R TIR S sl iR ER S S E R (RRERERS), FEELO
ULTEIRR, 37°CHEE3070%h, S WL B] AT DAKRHE SR % (03E 4 FE K = BI4n30-120 7%,

ARSI LUE HEEK (ST533), REIRS, =EMEE 1055,

B RBARRFIIA6UL DNA_ERZE(6X) (D0071), SRS FIE 4 IR A B e T FL DK AT o W SRASSZ IR,
AJPA-20°COR1F & Mo T AIMNTSaCasORE ISk, Rl DUAIITAT IS T A gRNARTRCRZ & BAH s AL (L it H B AR A gRNA ]
T YLk,

3. SaCas9 NLSta] DAdid 8 4 i & 1% SIS aCas9-gRNA R R AP,  FKTE S5 HH R 8 AL 200 il 6.

= DL IA) e
1. 2 mg3 I DNAYIEIARE 2?2
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a. AJRERHITSaCas9 Nuclease, gRNA. target DNARJLLBIAEIES HERY, #EFFSaCas9 Nuclease. gRNA. target DNAFY

BE/RECBIZE /0 910:10: 10 AT DG IE 24 JE 4 S W B A6 52 B B ANFE 70

b. TThESgRNARIFSIG Y, AR IEtarget DNAJGHEH AIEMIgRNARS, RRMIgRNANBRSE R ALK,

c. AIREFH T gRNAREMES LAY, v DU B KR IEgRN A sE 8,
d. RMEMKEATREASIE, TEMIFSaCas9 NLS HH g HkSaCas9 NLS Reaction Buffer (10X),
2. P AARRIFIZRNA Z BRI SERE{EZER?

a. gRNAMFHIBITATREXFMIEMLRCE, ATt gRNATR 2T 31 S BRI 5k

b. gRNAMFE thATRESFEIMIHILRCER, M HBUERE B kI g RN A K 2 1

SE R
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X~ m:

L] I AR 2k
D0508 BRI miR s RN & 25/100{%
D0509 Cre Recombinase 50/250/1000U
D0510 FnCasl2a (Cpfl) 100/500/2000pmol
D0511 Cas9 Nuclease (SpCas9) 50/250/1000pmol
D0513 Cas9 NLS (SpCas9-NLS) 500/2500pmol
D0514 Cas9 Nickase (D10A) NLS 100/500pmol
DO0515 Cas9 Nickase (H840A) NLS 100/500pmol
DO0516 dCas9 NLS 100/500pmol
D0517 LwaCasl3a 700/3500pmol
D0518 Cas9 HF-NLS (SpCas9 HF-NLS) 500/2500pmol
D0519 SaCas9 NLS 500/2500pmol
D7066 T3 RNA Polymerase 500U
D7069 T7 RNA Polymerase 10000
D7080 T7 Endonuclease I (CRISPRE AL [RIZ24F & 5E ) 250/1250/5000U

D7383-1ml NTP set (100mM each, Nuclease free) 250ul X 4
R0102 RNase Inhibitor 2000/10000/50000U
R0123 RNase and DNase Away 250ml
R0125 RNase, DNase and DNA Away 250ml
R0127 RNase, DNase, RNA and DNA Away 250ml
ST533 Proteinase K (20mg/ml) 0.2/1/5ml
ST876 BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) 100/500ml
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