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Cas9Nuclease (SpCas9)
L] 7 i 24 R f13%
D0511S Cas9 Nuclease (SpCas9) 50pmol
D0511M Cas9 Nuclease(SpCas9) 250pmol
D0511L Cas9 Nuclease (SpCas9) 1000pmol
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> Cas9 Nuclease(SpCas9), ECRISPR-associated endonuclease CasQthFRCsnl, &%z K [ T & ffiPerfectProtein™H A1 4 %
iE. A IRIE I —FP ok T Streptococcus pyogenes, AEFEGRNAB] SR 5145 5k 1 U 2 XU DNAIAZ R N VIl . A7 Sh o]
DA T 4h i ik =1 20 I guide RNA (GRNA)FF . 4752 DNAFFITEGRNAS S R BT U). & K58 17 41 (1 AUFE R TE DNAT 28
PEALAE T o

» CRISPR/Cas9s& — Tl 5% f P (1) % DX 4H 9 B 0 R, A4, N HIT7iZ . CRISPR (clustered regularly interspaced short
palindromic repeats)2& —Ff 5% A= ¥ F] FHH RNAT] 5 I DNAKZ B2 B CasOx ZMIF I W B 1A B0 5 A% BR HE 4T 28 DRI UTBR (P 3R 1514 4
%% 7 %t (adaptive immune system), J5SRTE A OB R )12 R T R AN BAZ A ) TR SR A i A ) B R AR R R
ZHAR B TEGRNAS| 5 T i ok CasOx i A% Rl A% A 4 1) 55 K 4 DNA I HE 1] J32 S HEAT A7 s R S e RO D081, AR 5 Jd i 5 &
5 (error-prone repair) %7 5 5 41 (homologous recombination)££ 1) #I47 x5 i8N\ 5 41 5K 7= A B i oA, AT 36 it 25 K
BT SE IS DR i L PP QRNARA R B S s et . BB CRISPRECR IR &, %3 AR H I A AT LLS2BLE R, 38
AT DASEISE R ) U RAR | dl AN RARSE Z M RAR T, R R eI R R FH 7 T DL TE S A R RARSE(L, 2] [R] ks ) 22
B WY & 1 (1 Cas9 R A {4 dCas9, it 5 dCas9 Bl il & 2 8 B R 48 55 5 s Wos B si Mkl IR 7, W] LS I sgRNAE
IFi) 55 R P e SR BT B SR b

> CRISPR/Cas9 % 4: H1Cas9 Nuclease FIgRNAE &4 AT 4. gRNA, tHFKsgRNA (single guide RNA), H118-20bp 5483 A 7 41
HAMPCRISPR RNA (crRNA)JT 51 LA K fE 5 Cas94 7 14 25 7 IfJtrans-activating crRNA (tracrRNA) 7 HI 41k . gRNAJE L 5587
Bl Z 18]l B AN X, #5Cas9 Nuclease5| 52 #EDNA, Cas9 Nuclease Cifiiff] 5 PAM (proto-spacer adjacent motif)AH .1 Ff [ 45
¥4, (PAM-interacting domain)if 5l & & GHi: (5°-NGG-3")[IPAMF 31,  ZEHNHMIRuvC I AN M8 ik Hh R /E FH R, ZEPAMIF
FINGG _E i R4 = ANF ik 4b 7= 4= DNA XU 1 24 (Double-strand break, DSB). 13 i% XU DNAWTZL K A LEAH M N, 7E4H
DNAE S i #2 2 S BOER RIBEAL SAL IHE N IIBRECE #e, AT AT e~ AR R R RAR , 350 H 2R DR 1 il 2k 58 (K1) [1]
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Gene disruption by Gene correction or insertion by
small insertions or deletions assisted recombination
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Competitor Beyotime
- 025 05 1.0 0.25 0.5 1.0 (pmol)

Kl2.28 = K 4 77 [11Cas9 Nucleaself i M 1 2 R & o B4R % 20ulK .« 3ulCas9 Reaction Buffer(10X). 3ul 300nM
gRNA(Target sequence: 5'-GGTTAATGTCATGATAATAA-3). 1ul Cas9(4r 7l 40.25. 0.5. 1.0pmol), 25°CHii¥ & 10min. 44
Ja I A3ul 30nMEIpUCM-T(D2006)2k P4k 5 #i, 37°CHE B 15min; 4& J5 I A 1ulZ& E BFK(Proteinase K, ST533), =iEIHH
10minBLZ& 1k e B ; B Ja A 6ul DNA EREZEM(6X) (D0071), HEAT Ik . gRNASCas9% &5, 515 5% EpuCm-T
5 gRNAE A} 7 41 g U] 77 £ 2206bp MI56 7bp ) Fr B . W2 s, A7 i 5N 2 B (Competitor) (1) Cas9 Nuclease R A3 #H 24 1)
BEE . SEPRACR S BRIRE A AN . AR PSRRI E R, AERINES % .

> RIE: EIdE.colifH., Fik. Aifbifisifs, FRiAH K KIE T Streptococcus pyogenes.
> H&: AMEIE S GRNATF S R SUEEDNATEGRNAG] T FRIBIY] . & A K5 7 91 SUEE DNAR L FE I 2o A0 55
> 2. AEDNASMIEE, A7 JEgRNAIKIGIIDNAN YIRS, A% RNAKT.
> WEE: 1uM(158ng/ul).
> EEMEFEVE: 10mM Tris, 300mM NaCl, 0.1mM EDTA,1mM DTT, 50% (v/v) Glycerol, pH7.4 @25°C.
» Cas9 Reaction Buffer(10X): 500mM Tris-HCI, 1M NaCl, 100mM MgCl,, Img/ml BSA, pH7.9@25°C.
BREL:
P G AL 4k
D0511S-1 Cas9 Nuclease (1uM) 50ul
D0511S-2 Cas9 Reaction Buffer(10X) 0.2ml
YIS 1t
LE ] LR a3
D0511M-1 Cas9 Nuclease (1uM) 250ul
D0511M-2 Cas9 Reaction Buffer(10X) iml
LIRE 163
LE ] LR a3
D0511L-1 Cas9 Nuclease (1uM) iml
D0511L-2 Cas9 Reaction Buffer(10X) 4ml
LIRE 163
RIFEM:
-200CHRAT, ZA—IEH . T LAor 2 5 7E-80°CK IR AT
AEE:
> AP 4 K gRNAFIDNARI#1E, 1A 2517F B RNase-free fIDNase-free i AH 44 « BT [ 4T HE A5 AR AN AE A4t 45
I Nuclease-freeft) . W1 7 BE B A% BR RS 4, 7] % FH0.01%KIDEPCAL BIE 1, 4R il i IR AL B J5 At o #RAE I 2l
B — R B R
> 0T EAERSE AR I 22k, HERE(E 28 5 R A= [FIRNase and DNase Away (R0123) L& Brscit s . X% s & 45 R oL
ERER AT ERALIREE . SN A & HERE A RNase Inhibitor DL ERHRNAAN 1 B A -
> AR T N AR, AR T IRKIZWEasT, AMIH TR REZ W, MM SEEEN.
> N TR, 1857 LR IR — T B HRAE.
fE AR :
1. WERIHIR SRS AL S ST 75 & RV . K5Cas9 Nuclease. gRNA. JEYIDNAE Tkt b, 1l CHEBREE K B gRNAE
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300nM, Jix#IDNAZE30NM.
2. TR FCH SN R (BA3 oA 5 M fil)-

Reagent \Volume
Nuclease-free Water 20pl
Cas9 Reaction Buffer(10X) 3ul
gRNA (300nM) 3ul
Cas9 Nuclease(1uM) 1ul
Total Reaction Volume 27l

3. MBS RRWITIRA SR M VortexiRE), RS OHED, FRARERTEIK. 25°CHE & 10min.

4. IMA3WBoNMJEIFEDNAGORIE AARFR), FRER IR SR W A8 32 0 HT VR 50 5 FH IR e TR A 2R 7E B (I S AR AR IR 50), B s 5
OUTTERAR, 37°CHT & 15min, R E] AT LLAR 4 2 R 18 Bl id 4 4E K %2451 7130-120min.

5. SRRSO pIE A EEK(ST532), BRIES], iR E 10min.

6. AR R F A6 DNA_LFEZE i (6X)(D0071), 4R 5 A5 FE 24 1% 5 A B M W Bt 3R AT FL Uk T o S SRS ST B L ik
A LA-20°CHR A 4% -

% Do) :
1. A4 WEZ] B FIDNAYIEIA SEL?
a. WS M TCas9 Nuclease. sgRNA. target DNAKIELBIAREIE S #E M), #EFFCas9 Nuclease. sgRNA. target DNAJK)BE/R
e 2520 210:10:1. At m) DUIE I 3 224 A K J5 B B TR A s )82 B 78 53
b. FIRELSgRNAMFFIA ¢, 7T LU HiEtarget DNAIEFE B A & MsgRNATF I, AN [A] (1 sgRNAK R 2 22 77 LK
c. TTAEHITsgRNARFMESIFEA, 7T LA B f Jk 361 sgRNAF) 5E B 1
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MBX=m:

7 77 i 4 PR 3
D0508S 5k DRI 2 2 i SR A e M) 251K
D0508M S5k DR 2 A o R AR A U R 100Kk
D7080S T7 Endonuclease | (CRISPRE:E [K 7845 %5 5 H) 250U
D7080M T7 Endonuclease | (CRISPRE:E [X 7845 %5 52 H) 1250U
D7080L T7 Endonuclease | (CRISPRE:JE [K 7845 %5 52 H) 5000U

ST532 Proteinase K (20mg/ml) 0.2ml

R0123 RNase and DNase Away 250ml
R0102-2kU RNase Inhibitor 2000U
R0102-10kU RNase Inhibitor 10000V
R0102-50kU RNase Inhibitor 50000U

D0509S Cre Recombinase 50U

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) 4x250ul
D0510 FnCas12a(Cpfl) 70pmol
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