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BeyoCRISPR™ One-Step sgRNA Synthesis Kit

P P AR 5
D7081S BeyoCRISPR™ One-Step sgRNA Synthesis Kit 204K
D7081M BeyoCRISPR™ One-Step sgRNA Synthesis Kit 100K
SEYSM O
M 7 K 4 77 [f1BeyoCRISPR™ One-Step sgRNA Synthesis Kit, EJBeyoCRISPR™ — 4 jisgRNAS & ik 77 &, 2 3 T

CRISPR/Cas9 [} g 45 B AR M A fISgRNA (single guide RNA)ARAML sk & pstifl & AT &, AP ARG 2 At
UL THIE G i Target-specific DNA oligo, it AT DU i AR & 5k — 2 [ M3k 155-25ug sgRNA. 3R 15 IsgRNATH] LA
F TGN 3 H 4 58 sgRNARIROR . 7] DL 4% Y3 1k CasO ik 4H i DA S I, H 1) J5k [R] ) 5k DR 9 4
CRISPR/Cas9s& — Tl R A M HE A H g BB BEOR , #RAE(E#E, M) 72 . CRISPR (clustered regularly interspaced short
palindromic repeats) & —# i A% 2E P F FHHRNAS| 5 [ DNARZ B2 B CasOxT 4MJg (14 W B 7R B3 15 4% R 12 47 5 DRI U BR (1 3R 45 1 e
J% 72 4 (adaptive immune system), J&SE7E LA BT R R Rz R T IR A R AL AR A T R R A R 2 R R AR R R
ZHAR RIS TESgRNAS| 5 T i i CasOst Ji A% A B AZ A= P 1) 56 [ 4L DNA WS ) J32 F1EAT 7 s e S vk g D)8, SR sl 5 s
# (error-prone repair) %7 5 = 41 (homologous recombination)7£ 1) %47 s i8N\ 7 415K = A B i 5 A%, AT 36 it 22 R
BT S I DR R B . e sgRNARA RIS AL s IR Rr P o B & CRISPRALAR R, AR H HT A AT LA S I A PRI i
IETT DASE AL R IR fU R AR ARG Z P RAL T2, Rl CE G R S 7 T o] DL T S A R RABSE[L, 2] R
A W YIS 1 (1 Cas9 R A {4 dCas9, it 55 dCas9 B # il & 2 I8 B R] 424 B2 4 S Wos B i MR BR 7, T LS EsgRNA
A 1) 5 R PR 2 SR B SR A
sgRNA, tHFRgRNA, [118-20bp 5 H#E3E K 5 41 HAMFICRISPR RNA (CrRNA)FE 51 LL K fit 15 Cas 94 77 14 45 4 ¥ trans-activating
crRNA (tracrRNA)JF 52 . TEAMMPY, CasOt%ERHG Il LARE S PEHh 255 sgRNA, - [F] FsgRNAH B4 7 1 i 55 A 197 Ft 4 2k [R]
FABCR A, X RE AT UL S B Casok% BRBG7E ¥ L K17 25 fIPAM (proto-spacer adjacent motif)F #INGG i k21 =AMk i)
P B AR R HEAT VI . B 5 (E 40 M DNARS S 2 o 22 S BUE R BEAL fUC AR . MIBRECE He, NI AT B = A2 o i A,
SECH B B R RAR[1].
7 RKAEFZ[)BeyoCRISPR™ One-Step sgRNA Synthesis Kitm] LU i — 45 [ B i 2807 AR ¥ 1) H LR [ sgRNA . AR 7 i
fit 7 Cas9 Scaffold Oligo, 1% /¥ %151 i 4 ¥ it i) Target-specific DNA Oligo#ifi 4> H4h, TEDNAREEEERIVER T EfH 55 H T
B A dSDNAER, SR 5 1 AR A @ 4R fHE FORNAZE & B AL sgRNAG i,  20ul 58 [ ¥ 7] 7E.0.5h-4h A 3K 455-25 g D e 1k
fISgRNA. 2H4L J5 IsgRNAR] DL Gt fifl, 75321k CasOft 4 i AT B2 D8 44, W] DL Y5 CasOr% IR BEIR 5 i3k 47 g 1) 4 7 S
5.
AN & — 1A R sgRNAN JF B S % K1,

Target-specific DNA Oligo designed by the users

' )
5-CCTCTAATACGACTCACTATANNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGA-3
TT7 promoter Target (20nt) 3’-€AAAATCTCGATCT ...... CCGTGGCTCAGCCACGAAAA/—S’

Y
80nt Cas9 Scaffold oligo (Offered by the kit)

L Extension

5-CCTCTAATACGACTCACTATANNNNNNNNNNNNNNNNNNNNGTTTTAGAGCTAGA......GGCACCGAGTCGGTGCTTTT-3
3'-GGAGATTATGCTGAGTGATATNNNNNNNNNNNNNNNNNNNNCAAAATCTCGATCT......CCGTGGCTCAGCCACGAAAA-5

L Transcription
sgRNA 5’-{\JNNNNNNNNNNNNNNNNNNN@UUUUAGAGCUAGA ...... GGCACCGAGUCGGUGCUUULJ-S'

Y Y
crRNA tracRNA
K1 2= KA BeyoCRISPR™ One-Step sgRNA Synthesis Kit (D7081) 4 JilisgRNA ) JF &

KA HIBeyoCRISPR™ One-Step sgRNA Synthesis Kit (D7081)#1BeyoCRISPR™ Two-Step sgRNA Synthesis Kit (D7083)
) E B R RIAE T — DR B AE R AT — B OB, (HP BRI — ¥ PRI B 4, HEDN RN R —
R EZANE

24 75 KA [11BeyoCRISPR™ One-Step SgRNA Synthesis Kit 2 i IsgRNA SR 15 2% K2,



Without DNase | With DNase |

0.5h 1h 2h 4h 0.5h 1h 2h 4h

SERNA

Template [T i

K2, 2 7%K4 77 1BeyoCRISPR™ One-Step sgRNA Synthesis Kit (D7081) & /fsgRNARIZUR Bl . 22 A3 77 & 14 FH 1 B 18
B20pl R MK &R, 37°Cr Al B 0.5h, 1h, 2h, 4h, 70°CHE B 10minL& 1k Mo BB B, T NDNA A 22 b5 (6X)
(DOO7L)E MR W AL R AORE s A ANECH Sl B, A 1ul DNase I, 37°CHE & 15minLLi/LDNAREHR, HiA1ul DNA L
FEGZ T (6X) (DOOTL)VE T AR J5 BIAE it o AR A T IS I RE S IR AT 15% AR5 5 DA 0 e Jrie B e FEL DK, PR 45 SR J i
FHD0130 NA-Red (EBF- 2= i) B iR Lt 15min, B BAE R gs K. WEFR, (AR & DR I
& RisgRNA, I HL7E B s 1 S SET TE)N,  SROBEE (AT BR G, & R FISQRNAK = Sl iy o AN [F) SR 00 21 7 A R RICR T
HIAE, BRI ES%.

> HERRKETFBeyoCRISPR™ One-Step sgRNA Synthesis Kit & % fIsgRNAS| S Caso BR B VI & B 117 5111 2 R ik 2% 3.
M 1 2

3000bp

2000bp

1500bp

1000bp

800bp

500bp

(3. 245K 7 1BeyoCRISPR™ One-Step sgRNA Synthesis Kit (D7081)4r . 1(IsgRNAS| 5 CasOA% i ity 17) ) H 13 PR 1 25 %
K. &E30pMNER, HPEE1X Cas9 Reaction Buffer, 30nM sgRNA, 30nM Cas9 Nuclease (SpCas9) (D0511), 25°CHsH
10minf#isgRNA L Cas9 Nuclease 7t 7345 75« Bifi J5 I A\ 3ulERAIDNA (3nM final), JEA34%5], 37°CHE & 15minidb T 1% [ . Bl
JG M 1ul Proteinase K (Proteinase K, ST533), &S], iR & 10minAFEAR S NAK R 1 1 E ARE. B 10 MR, i
A2ul DNA FREZZ R (6X) (DO071)iEAT B i B 468 (1.5%) FLYK , Ak 45 ARG i HID0130 NA-Red (EBFH 23 AR 7= i) = iR e
ta15min, FHAE B R RAGMEZRIGEE R . WKIEL: RBAE R PG IMASGRNA, DNAR BCK/NKN2773bp: JkiE2: R
R Z N T sgRNA, %174 IDNA B BE K /N4y 51l J92206bp 156 7bp. U BT, 5 FH AR 7 & & i I sgRNAT] LA
#4513 Cas9 Nuclease 7t 73 V)| H IFIDNA . AN A S48 2644 7= A R SUR T REA PR AN ], IR ACRAUE 2%

BRER:

L k] 77 i A4 R a3
D7081S-1 2X sgRNA Reaction Mix 200ul
D7081S-2 Enzyme Mix 40ul
D7081S-3 RNase Inhibitor (40U/ul) 20pl
D7081S-4 DNase | 40ul
D7081S-5 Ultrapure Water 400pl
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L k] 77 i A4 R (k3
D7081M-1 2X sgRNA Reaction Mix Iml
D7081M-2 Enzyme Mix 200ul
D7081M-3 RNase Inhibitor (40U/ul) 100ul
D7081M-4 DNase | 200ul
D7081M-5 Ultrapure Water 2ml
— AP 1t
REFFM:
-20°CRA7, ZED—FH .
ABEI:

> Pt A FH I B A TRCPE VK R Y B v b, s 56 B S B B ICE T-20°C R A7

> JZRAd I RNase Free ) SEIe 25 b (k. B0, PCREEE), FR7EERMEL Rt ™% 1 28 S RNaseis 4.

> FHEEALANFERF: 3M NaAc (pH5.2); /K ZEE; 70%ZEE; LUKWA KBS RS ER .. W57 E £ M UIltrapure
Water, E#£iENEZE 2 K F1ST876 BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile).

> AP RAUR T N R BIRHET R, AR T IR IZEEGEYT, A TR MEZ S, AMHERCT S EEEN.

> N TR AR, 15 SR RO I T E R

{EFRRE
1. EEDNAFEFI RS FEM Target-specific DNA oligof Bt it 54 5.
a. SEDNAJPHIERE. EFEMIFEDNAT I 7 Z 2 0 N 2444 PLpUCm-TEk 44 (D2006) 1 Sy 2k P 4 5 1 R 5L R A 491 i 7R
155 T SEDNAST 5 k15 2 L E 4.
(a) & % ) EDNAF 51 B335 44 41 % 48 HPAMF FI(NGG). R HPAMF %1 L i ff120nt DNAF 1| 4 g 4 1%k % 1 T
CRISPR/Cas9 R 4 HIHLF 51 »
(b) fEAT 4B EPAMST B1|(NGG) L7 ZI BB vl Bk e FH o HON T FRAR VDRI (0 i Rk 22, AN 317 41 (B HEPAMT 41)) 5 3
‘BT A BEDNAR FI| 2 4 ) 2L K HDNAF 51 & /0 = AN ECE . 0 545 B i 28 H B 7EPAMT 771 5l X 4 5 PAM P
B, SxBEAMEERLNI LR
Target sequence PAM
pUCm-T Vector 5’ ACGCCTATTTTTATAGGTTAATGTCATGATAATAATGGTTTCTTAGACGTCAGGTGGCAC-3*
(Examplel) 3 TGCGGATAAAAATATCCAATTACAGTACTATTATTACCAAAGAATCTGCAGTCCACCGTG-5

Target sequence PAM

pUCm-T Vector 5 GTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAG 3
(Example2)  3: CATAATAGGGCATAACTGCGGCCCGTTCTCGTTGAGCCAGCGGCGTATGTGATAAGAGTC-5°

Target sequence PAM

1

pUCmM-T Vector  5:.GGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCAC-3
(Example3) 3 cCAAATAACGACTATTTAGACCTCGGCCACTCGCACCCAGAGCGCCATAGTAACGTCGTG-5

K4, 3T CRISPR/Cas9 & 4t 1) 2 K 4w 5 #EDNAJTF 41 L R Bl . PAZE = R I pUCM-THR 74 (D2006) 1F v 2t K] 2 48 1 $E 5 R A
1 J i T-REDNAJT 51 36 4%

b. Target-specific DNA oligoff] % it 5 & . Target-specific DNA oligo s ZELE T T (4T T . (3). FEAE TR FF HII5 5 N T7
JE B F ALt I A A 1 DU R B IE (4nt) o (). 55 FATIRHL £10~210G o W INIG I A B T #0741 195 . T7JH 3))
FTEOTBENANGCAREA L. MPEFRHT I CEE521NG, M T EERE LRGSR MBIMIG. WRaE
INBOANNG, B EAH NI NI BN AMG. HId2 NG BEILIBIEE . (c).20ntK & sgRNARE P 1| . (d). 5E % H
1% FF 51135 14nt K J&F () Scaffold Templateil & /5 41 . LLpUCm-T# 1(D2006) {1 g J& K] £ 5 f) 88 3 K 4 1) J&8 7 i Target-
specific DNA oligoi% 111525 WLIEI5.

Extra T7 promoter Target Scaffold template
sequence  sequence G(s)added” sequence annealing sequence
pUCm-T Vector (4nt) (17nt) (0~2nt) (20nt) (14nt)
[ — T r 1l 1
Examplel 5-CCTCTAATACGACTCACTATA  GGTTAATGTCATGATAATAAGTTTTAGAGCTAGA-3’
Example2 5-CCTCTAATACCACTCACTATA GGACGCCGGGCAAGAGCAACTGTTTTAGAGCTAGA-3"
Example3 5-CCTCTAATACGACTCACTATAGGAATCTGGAGCCGGTGAGCGTGTTTTAGAGCTAGA-3

& 5. BeyoCRISPR™ One-Step sgRNA Synthe5|s Kit (D7081) AT 7 Target-specific DNA oligo & it =], LAZEZ KA puCm-T
AR (D2006) 11 7y 5= PR 24 1 1) HE 6 R g ) Fig 7= B2 T 1Y) Target-specific DNA oligo 741
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2. sgRNA& .

a.

b.
C.

d

S N RALVKIG F IR ESQRNAG U BAA R o N RIFIN AT 2 NsgRNAKN, 7] LA T % B Target-specific DNA Oligo
AR A H RETTUR S, RIE 0 RER & NS N, FERE NN A Target-specific DNA Oligo.

Reagent Volume
Ultrapure Water ol
Target-specific DNA Oligo (5uM) 1l
2X sgRNA Reaction Mix 10pl
RNase Inhibitor (40U/ul) 1l
Enzyme Mix 2ul
Total Volume 20pl

YE: BTV RRNABRME, T3 A 5 IERNABE (R (TG HEAT, 8% RNaseis 4, AH DGR ATRE b 35 T2 0 7 2 RNase free
¥, B3 4 DEPCALIE O 4 £ FRRNasel] . 7T LIOE 24 il #% Ll O R AR 2R, BASRAS 3 2 [IsgRNAT B . TR R
87 4 22 0o sgRNA I 7528 A Y A S

FeHE L REHIIT SR RS, R R AT (AT DA RS IR W T VR A0 B FH Vortex 76 B R B i 42 R AT), BRI 8900

SN ZAT s 37°CHF F 0.5h-4h. I8 H RSN TR, A2 i IsSgRNABR %

221l [ Ri: 70°CHT & 10minbAZ 1k [ i .

3. séRNAE@?iEf/bo

a.
b.

HY20pul#5 35 S B2, in 2wl DNase |, 37°CHiE & 15min A 78 7 B DNARSAR

e S A S P B S R 2B U 5 VA AT SgRNARI 44k . BT LA T 28 25 R A2 7 IR0028 RNAeasy™ 4 /)s
RNAZ #3771 & (25 /0 A 20) EAT SgRNARI ZH AL, H 370 & B> A4 AT 1 i $R 25 AR B/ — i, AN BRI /2 10-40pg
SQRNAMZfLZE R, H AT LU T /b it sgRNATE A A6 R 73 BT 485

7 3R [ SR 2 A i N 160pl Ultrapure Water, FEJA20ul 3M NaAc, pH5.2 (£1200ulf & AR 1110767, 12T .

d. 0N 200l 7K LR A VR AR (SRR, 784 Vortex iR S AR B
e. 4°C 12000-14000g-0r10min. W4 I 2004 2 5 A9 1.5mI .00 (Nuclease free), FIAfEARAR K 28, TRBAI, -20°CYL

f.

g.
h.

TE3hE-80°CYTHELh (4n SRARLS 2 5 =7~ FE [F)sgRNA, 7] LA R ITIE I 1K) «

4°C 12000-14000g % 0>10min. Zfk L&, IoA1ml 70% 2B .

4°C 12000-14000g /) L2bmin. ZBg Bif, REFGRERAE, THE D, ZERBCE2-5minE Kbk OB .

JHA20pl Ultrapure Wateri& fUT3E, -80°CHRAT . SgRNAIHR B AT LLE I 2 S8 4R, DAl i sk e gt AT i e . I8
W — AN VAR F ] D3R AR 25-25ug SgRNA .

4. (M) FrcitIsgRNARIBUR & 52 .
a. B% FRAUKE LEHIL T PR R, D511 Cas9 Nuclease (SpCas9) T LA 4 2= K K o
Reagent Volume
Ultrapure water 20pl
Cas9 Reaction Buffer (10X) 3ul
1uM Cas9 Nuclease (SpCas9) (D0511) 1ul
300nM sgRNA 3ul (30nM final)
\Volume 27ul
Pre-incubate for 10min at 25°C
30nM substrate DNA 3ul (3nM final)
Total volume 30pl
b. SBgEAt: 37°CHTEHE 15min. s F] AT DU A B A4 S 56 A 24 4E K 22451 4130-120min.
c. #ZIERB: MA1ul Proteinase K (Proteinase K, ST533), ¥4, iR & 10min.
d. HLEASIN: B 10p e N, A2l DNA_EFEZE M (6X) (DO071)HEAT 35 g bt ie rLyk ,  FLVK 45 ) 18 I D0130 NA-
Red (EBFFZ 44077 i) i e t.15min, 58 FHE 18 R G 52 s 48 R
e. FRM: X TR AFEIIsgRNA, AT DU HE FL Ik 25 R vhons T Y DNARI DI #I 203 4 52 sgRNART B RUR -
& )

1. sgRNAZA &K,

a.

b.
c.

AR DNAJT & 7 8. BARDNAH R H IEh. 8. B ST EVERI S8R Rk Eiik&maiE
IDNARR .

RNAFEITH: RNARE AT DL AR DNABL Z #4F i N . RNABE 2 [RAREES 2, MRS KIsgRNAE IR /D
HARDNAE AL : S sgRNARE AR R 75 7 £ 18 2 B AIDNABIIR . 3% 3 7 75 2 2 EDNARR I HL s 2 75 2%
R — JEMT. S K E R DNARR X T-#2 HisgRNAF B — 2 # 8.

2. SQRNAHLVK M. W& . RANAIER . sgRNAANL00ntA A7 I HEERNA. TE/KIBHUTH A S T — a5k . DR H ki)
B2 RAARA . R FHAR M Jo PR v 200 b BE B AE HR I e A 1 B A PR K P DA 38 D50 L KOUR
SQRNAZZ: 358 IE B vt Ji FEL VK H B 225 /N T 100Nt (K SR i . RNAR TS Jeits ilisgRNARRE . ik 510 SR v o B (0 A% BR il
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https://www.beyotime.com/product/R0021.htm
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X ~=m:

ELRE] 7 i 2 R f13%
D7081S BeyoCRISPR™ One-Step sgRNA Synthesis Kit 201K
D7081M BeyoCRISPR™ One-Step sgRNA Synthesis Kit 100K
D7083S BeyoCRISPR™ Two-Step sgRNA Synthesis Kit 201K
D7083M BeyoCRISPR™ Two-Step sgRNA Synthesis Kit 1007K
D0511S Cas9 Nuclease (SpCas9) 50pmol
D0511M Cas9 Nuclease (SpCas9) 250pmol
D0511L Cas9 Nuclease (SpCas9) 1000pmol
D0508S e PR 21 4 R AR A ) 251K
D0508M e PR 21 4 R AR A ) 1007K
D7080S T7 Endonuclease | (CRISPR&:HE [X 545 % 5F ) 250U
D7080M T7 Endonuclease | (CRISPR&:H: [X 545 % 57 ) 1250U
D7080L T7 Endonuclease | (CRISPR&:HE [X 545 % 5F ) 5000U

D7062 SP6 RNA Polymerase 500U

D7066 T3 RNA Polymerase 500U

D7069 T7 RNA Polymerase 1000U

R0102-2kU RNase Inhibitor 2000U
R0102-10kU RNase Inhibitor 10000U
R0102-50kU RNase Inhibitor 50000U

D7073 DNase | 200U

D7076 DNase | 1000U

ST532 Proteinase K (20mg/ml) 0.2ml

ST533 Proteinase K (20mg/ml) iml

ST876-100ml BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) 100ml
ST876-500ml BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) 500ml
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