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CRISPR-Cas95& 4k ZFNAMITALENs Z J& 26 =AU R g 1R, BAHBICRE . AR,
BAER SR, OSSR MM ER B TT%. HAl, U3 T CRISPR-Cas9H AR I
AN RR YT 2459 AR UEBEAT IR RARES . AEARSMEEDR VAT o, 181t CRISPR-Cas9 £ Ge & 11 (1 41 o ££
ey AR P9 2 AT, W 4 A EZE R N CasO A% TR AR B . N X HFCAR-TZ W I IF R,
ACROBiosystems 23 ™4 7252500, H F 4 K& H Cas9 ELISA%R B AT A &, Al A Tl
GMP Cas9, TEZYTT R L CMCTR R B CAR-TF= i (1R AT VEAR
A R 2 ]

AR G5 B FHELISAYE Ui o LR U 4% T Anti-Cas9 Antibody, #EASH [FJCASIEE FH 5l
FUMR L [ 5 ) Anti-Cas9 Antibody4% &, #&J5 il ABiotin-Anti-Cas9 Antibody, J&RHiR-$i -4
FARCHUAE S, HJ5 M A Streptavidin-HRP, FEE 0, BEJEHZRLIE, BRALFER
Sl A N A, B CEA50 nmA1630 nmAbil E AL BIROEEE(E (ODasonm ~ ODe3onm)
ODIH 5 FEA ) Cas9 B [ & B S IEAH 5.

[EEREH]
1 AUERMIHME R, Aa] B TR SN2
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I
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5. FEAMEAE KT hriEd R S fE, ROREAEASH] 1xDilution Buffer Mk Ja BTN 27 40 L7
FEAT DR, Frida b RIRBEFIRRBESL, e B R R w] R 240 15 7 2
6. T A RIAF W] 2RI R GE, WA A R AIRE. BBEs R 2 BERECR

JSJSEIN TB) BIGHR FEE  akTR)  AE 5 s

7. AR R BRSPS A B — S A JEE T IR R, AR AT RE R
IR DA Kbk

[ Rd4]

R RAH
ID Hip 2K (?:f) WERS il
RIFE By
CAS01-C01 Pre-coated Anti-Cas9 Antibody Microplate 1 plate [&5] 4 2-8°C 2-8°C
CAS01-C02 Cas9 Nuclease Standard 20 ug BTk 2-8°C -70°C
CAS01-C03 Biotin-Anti-Cas9 Antibody 15 ug BTk 2-8°C -70°C
CAS01-C04 Streptavidin-HRP 50 uL WA 2-8°C, #H 2-8°C,
CASO01-C05 10xWashing Buffer 50mL LTS 2-8°C 2-8°C
CAS01-C06 2xDilution Buffer 50mL LTS 2-8°C 2-8°C
CAS01-C07 Substrate Solution 12mL WAk 2-8°C, It 2-8°C, N
CASO01-C08 Stop Solution 7mL WAk 2-8°C 2-8°C
G Rl Y S |
L RIFE: R RAET 2-8°C, HAEA ROWHTEH .
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TEHITALAR A% 5 55 TR — i 3 B IR AT

e 1 AR

[FZERRUER LRSS 57 ]

T

9]

~

CO001-CN.01

R ORAE, AROW A T Z HE Y 30 K, RAEH]

2. YRR AR -70°CHE A7, A BRBICEA BRIE 1R, 2R AMIETS pg.

HIE, ZIEMERBRES RSk F39 /210 uLy 300 uL. 1000 pLANtE 5K

(ENERP ]

BEFRX, 5450 nm/630 nmi &
B0 : 1.5mL, 10 mL
THIN %5

Ealbiin

A 7K B2 BTk

(iR # ]
i AR AT A R 2SR (20°C-25°C) o WIRVATRI A MARTE R, 5 PRV I f ik
AV (AR UBCE TEIR B 7R 463 7°CF710-15 min) .

IR 2EUL, LR B R (LR T S O AT A TR, AR TR IR 1523008, 38
FEMRIRIRS], SR U RE B SR e . BRI BUAFBURAE -0 CHRAT S LR R CEAS ZE I 1R,
7 REREAMETS pgo
VE: TR R R LU G I A B2 R, SRS MR SR, % T LS A A L R R

(RIER A b v s A Fb o a2, AR L 10 3 P A

2. BT
ID HAprBHK A (96 T) FREBIRE. HIKERVol.
CAS01-C02 Cas9 Nuclease Standard 20 pg 200 pg/mL 100 pL
CAS01-C03 Biotin-Anti-Cas9 Antibody 15 ug 100 pg/mL 150 pL
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(R ]
1. TAEARACH
1.1 FCii1xWashing Buffer:
H{50 mL 10xWashing Buffer, FH4H/K/ 8 TR EARZRS00 mL, ZEHIES.
1.2 Fc#1xDilution Buffer:
150 mL 2xDilution Buffer, H1xWashing Bufferfift HE X 2100 mL, HREIEE].
1.3 ACHil|Biotin-Anti-Cas9 Antibody T {E#4:
F 1xDilution Buffer4Biotin-Anti-Cas9 Antibody#i % 220.01pg/mL, 1% TA/EH 759 H AT«
1.4 Pt Streptavidin-HRP TAE VR :
Fil 1xDilution Buffer’ Streptavidin-HRPHEAT20005 F K, 1% TR #OLRAZ, DB
1.5 RFIUFEASHI AL 3
RrFEA R 20H BIF, H 1xDilution Buffer#F /T2 MikE, FEA GBI 11,
2. il R bR £
SIRJEUES (CAS01-C02) IV EE A 200 pg/mL, HL 10 uL HIARHESAETER, IINE] 990
ul RGBS (Std-0) , ARJEHL Std.-0 ¥R 15 uL, JIAZE] 585 uL HIFR R, 1E ks il
1R E Std.-1 (50 ng/mL) . 7EJ5 28— AN B0 A 300 uL #RE, A3 SR E bR

AEdR A 11 REURRE . RERSIRINT, BAORFEITTR ST AR RERE Aot i 42 1 Z Kk L
VE: AU bR SORIRAMILU b S SR IR, TR AR TR BRI, 388 G ) 24 KRR ol T 5 T4
ARV R TE 45 2 5.«
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3. fnEE

FERFIARE 5 A0 R H AR T ARV S I RN FL A BEFLINN 100 pl. 25 0 FEFL I 100 pL
Dilution Buffer.
VE: R SR M 2 6 B T AL
4. BE

FEBUESAR, 37°CIEIRFE AR E 1.0 h.
5. YR

INCARTF BRI, 3 2L AE, AEFLINA 300 pL 1xWashing Buffer, 2 10s, LM 3
Ko BRGEMG, FTAEWKL EHT.
6. 1 Biotin-Anti-Cas9 Antibody T/E¥

FERT AR AL NN 100 pL 5% Biotin-Anti-Cas9 Antibody (FiB¢Z% 0.01 pg/mL) , % LAE
T BB
7. BE

FEBUESBAR, 37°CIEIRTE A E 1.0 h.
8. WEIR

HE IR S BEIR
9. fin Streptavidin-HRP T{E¥

FEXF NARFL NN 100 uL R [ Streptavidin-HRP (1:2000 #8) , iZ TAERBHBIAC,
JCERAF o

10. %5
FIEBRE B, FiRPFE 1.0 he
11. ¥R
IR 5 Wi
12. B

LI 100 puL Substrate Solution. HEHREE R, FHEY, =ZEHF 20 min.
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13. 1k

BEFLINA 50 uL Stop Solution, 324275 7 Bbrik IR G35
vE: L it e A N .
14. Z%

FHBEAR AN 5E %5 FLAE 450 nm A1 630 nm K IEROGAE, TEEL IR 5 708 W2
VE: &AL ODaso nm$1FRODes0 nm L 7] FEAK T 5t T4A.

(45 R 1]

a. FEARAE SRR A S AL BRSO, AR5 82 TR AR UE 1Y) OD {H.

b. DAFRAE S R BEAE AR, OD EAE AR, R USHIE L hlbrdtdh 2, BEATREAIK
FERITHEL, TR B T R LA B R R 5. R B RARLE, BB AERILH X A,
M A B B A0 B 4R, ORAIE (R0 VA 2 A AR HE R 2

c. tRERNZE R2 KT 0.9900,

d. FreEfIZEYEE: 0.781 ng/mL-50 ng/mL. KT 75 A it h e o Bl R N AR & 9 KT 50 ng/mL
SRR RERE i (S HAE RV B o /N T2 BT bm v T 2R R R i B4R 75 29/ T 0.781 ng/mLs
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[t R%4E ]
RIS, FEPE RS SR LRI, FUR OD (0] AEDA R ISEdo s . 3000 Aol ¢
iR, BUF example 555

[REE]
Cas9 IR AT AR 0.347 ng/mL (3 YRARSESEHR T HIMD o 20 Nz IRE OD
PSRN L6 SD. U SLEE AT R TR

[F#EE]
a. BEARIR AR R

3 AN CARKE RIFEA B bR A B R IGE 10 78, BLVPAS B ARdR A RS 5 1
b, BEbRAR AL

3 AN CLRIIKR L AR A B bt 18] S I 3 9K, DADAd B A AR 18] A4 3 7

Pl R A PN 5 L Mt 5 B 5
FEA 1 2 3 1 2 3
n 10 10 10 3 3 3
V- #){H (ng/mL) 38.419 11.111 1.844 39.098 10.358 1.792
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PRt 1.263 0.366 0.098 0.635 0.991 0.106
A2 5t 2 (%) 3.3% 3.3% 5.3% 1.6% 9.6% 5.9%
(R ]
WX 3 MNASEREE ) Cas9 BFEATMNR, T ECR
FES(m=3) | KMREng/mL) | FEIRIMKEngmL) | FHEREY% a1 2R 91 [ %

37.034
36.846

[ 35.593 36.176 90.4 88.2-92.6
36.142
35.267
9.977
10.665

Hh 9.856 10.050 100.5 94.6-106.6
10.292
9.462
2.027
2.385

ik 2.016 2.072 103.6 95.3-119.2
2.027
1.906

[FRsit]
K=k Cas9 MM BIAE HIMRESL T, HEATHRERRE, PRASRI A 2Rk
4 fut% 7% (DMEM) A % 77 3 (1640)
1:2 P[RR % 102.6 93.6
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313 FH (%) 100.1-105.0 86.5-104.4
TR 104.9 102.5
a Y EE (%) 101.0-109.8 101.9-102.9
I EICR % 102.5 107.4
i Wi F(%) 99.9-106.4 100.3-110.7
T EMER Y% 100.0 110.7
116 5 FE (%) 96.3-105.5 101.4-117.3
(ERZZSED

[N
A

ARG AT IR B R IRANE LK) Cas9o S I A BE FREAT R VR E , AR S 2] (152

XL o
Cap-2’-O-Methyltransferase;
T7 RNA Polymerase;
For N K] ¥ Nuclease;
Casl2a;
Pyrophosphatase
[EFEFI]
I ER RS R R IS DA [R5 B M 7R 2 . DMSO M HSA, 303k 78 I B BT RN
Additive Tolerated concentration
41 iy 15 77 5 (DMEM) 50%
7 5 77 (1640) 50%
DMSO 1%
HSA 5%
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R WU FH LT B AR R 1 bR oA i A

¥E: Blanky=E (X HDilution BufferfL.

[ SCI0d F2 A Al REAE 2 A0 i R R o 7 %]

i FREHI R B BB I

(1) 85 AR 18] B A8 5 a. R & AR ;

(2) i 0 AN ] KR b. B IE E B AE B 5 I 5

(3) JIr Y ) 2 b (1 28 R K A T L c. TE T S I 2R 1K

(4) AIEFHF BRI A7 XEAIIADT | d. 4% 80 - ORA- ) SR vt T ) A
| 455 OD (4 1$/@§%%1f¥?§7&§ﬁ1&; i 8 N
e (5) EEAROCIEE A IEH 5 e. BLIEREFRX;

(6) AR BRI A7 5 285

(7) WG BA T 14

(8) P AR EAN AL, MR P BEHEE /K R
% BN EE AN

(9) BREPHES;

£, DRUE S A EHERE i AE IR A7

g R IR T2 15 208, BRI R
P2 = (20-25°C)

h. RIER A, WHHERL &, SRR 2%
B, WM N EE LR, SR I
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(10> 772 A8 FH AT AR IR 205
QDR o7 Sunen IELR
(12) sEXHIRE, PR T4

L HUOHER EH, BRI,
TN T

j- A R A3k

k. PERHESR RGNS 7T

L SKE L REZ) P,  NOESRSE T 1S
LR

T MR ) R 4R SRR A R, R
EART

(1) IEEAS B ANE; FLIEAS—3
INEEREAS: IRE I, BERR. 2 AR A
—H;

(2 IEEA Sk, hnsefLEE EAARE
#elX s

(3) JnBERbtr, SLEARAETT S

a. EENEFEA, HAEXME. NRENRT]
BE5 FRORFE—E,  DAHERRIX L [F 2R3 )
AN—FI AT RS

b. AT REAS FH [R]— B8 R A8 R 26 R R M s

c. NS /N R A 5

d. BEARFERERTN. FE IR, WA TR 51

}fg’;ﬁg’;ﬁi (&) AR B RS e
5 (5) FEARFAE REUTIEY); MIEFEAR | e AT
SEAGEE BTN, RS AL HBET4EE T | £ AP S
Pk [ B B I A, By tH AR PR OB 585 | g WA UE B — 2P 3 FR IR 5T
(6) LA S h. B b 7R PR EEAS FH INFFR RS 5
(7) fi5 EERRRERRAE S i AR TR 25 i BRI FH T () 3 i e A 5
(8) T HHikE jo P SRR E 2 B BN AL
(9) 15 H FH iy dsb i i 4k k. AR RS 6570 & 24 4y
(10D IIANHARFAAS I 1
(1) AR5 & 4 R
(1) BERA T a. WRAFVEIRAERECH]:  10xWashing Buffer 411
(2) it s A 45 5 U Lk 46 i T R A RV A S X
(3) P Fi ks
(4) [P xT HE LA BE X R ESRE S5 4 | b A8 AR5 T P9 77
N (5) Z&VBKZ IG5 Gy c. RAVEE, MIKIT
(6> KR d. IR BUINBERA R IR 4R T A, ANE

(7R BT P A R, g )k B i v
(8) W F IR o v e S W I ) i 5
(9 BRI

(10D YA A5

SAEMER, BN &K G R AR —
RIEAEH 5

e. o FHB i 2K 0RK

f. A FEHES B 2R
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C11) AR A4 B I ) 5

- VEHE U A M R A AR

KA E AR RS IR, R
S0 SN I JR) I M 4
NARAFAERG AL, B
RS 10 205 L

S

R RO o %252, G B R B R
e (2) HIERILA; b, KHEREE A, 208U A

‘ b, | & ENE, TR,
samegp | (O ATERMDREMDTERIIE | e e R T, RE

o, (EFEAK

Rl 5

(2) FEA R oAt o 5 i /448 s A
(3) FEA PRI I =1, Hook R
FHUBARAE -

AYNHRE, R R
. EAEEMBREA, AR Z R B
FE ANV A -
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