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H A KA BeyoCRISPR™ Quick Construction Kit (Puro), BE/BeyoCRISPR™ sy @il & (e EEhir), BHET
CRISPR/Cas9F: K w3 R & I H FHEEFRIXCasofifFE guide RNA (gRNA)MIHELsh YR IA R I B g aAf &, HP
AR T4 BRI RIS & B R R R M A% R (Target-specific DNA oligos), ZAEZTIBKEMNEEG, EREARIR
FlESR RSt e R dA s, BRI E A T B A R ARG I e R, SRR T R 2 Lsh M 4iiE, W AEIE Puro
FUPEEL R T CasOfgRNARIKRH 4RI i, BHPEAIA-IE &< LB AUHAR B AR E g,
CRISPR/Cas9s& — TS e B Rl gmiB BoR, #1EMEHE, M A {Z, CRISPR (Clustered regularly interspaced short
palindromic repeats) & —#FEZEYH I RNA S [ FHIDNARERHEE CasOS SME M & (A 50m 2 R T H K TR RIS ME 5 %2
#%i(Adaptive immune system), JESHEILIAN LB BN 12 N T R BAZLE VI OB AN B R gR B R, %X
REEPFFEGRNAS | T NI CasOx AL Bz P L N4 DNA R A A TAL S R R i BT, AR5l 54518 & (Brror-
prone repair) sk [FJREH (Homologous recombination)fEYIHIN RSl AT K= AR08, MIHEIT ER G ik
PRI AR, E A gRNARARIRAIN s R, %5 CRISPREERIE R, ZHIAR Bl A AT DLSSENEE R kR, 38 nT DASEEEE
RN ZRAE, ARBEFEZRED AN, FERRAERARNH A HE A DA T BEARREE1,2], [FINEID 4 E S N UIERE
Cas9ZRZEfRdCas9, @It 5dCas) B Rl A& TRl AT 525 SE sl b FAMHIR 7, AT DLSTIsgRINA B fa) 56 [R] (1) 5% ST el i
A,

CRISPR/Cas9%%iHiCas9 NucleasefllgRNAE &K, gRNA, th#ksgRNA (Single guide RNA), Hi18-20bp5 A+
FIH#HICRISPR RNA (crRNA)F5I PAK S Casofr 7 4E & i Trans-activating crRNA (tracrRNA)FHIAHL, gRNAEIL 5
A 2 [ EANEERT, #$Cas9 Nuclease5|'FZ2E#IDNA, Cas9 Nuclease Cifif) 5PAM (Proto-spacer adjacent motif)#HE
YEFNEE/I (PAM -interacting domain)IRFIE & GHgZE (5-NGG-3)PAMFZ, fEHNHFARuvCH MM EER T,
TEPAMFHINGG_E AL = Mgz F= 4 DNART I EE KT 2 (Double-strand break, DSB), MRz EEDNAKIZ L A LE4HAEMA,
EHMDNABE NP2 SEEEREA IR, MRS, eI sEF= AR, SEENERNELZEE(ED) (1],

RuvC PAM
f_. —N
ST’ TYYITTTIII  LLLLLLLLS
Gene disruption by Gene correction or insertion by
smallinsertions or deletions assisted recombination

El1. CRISPR/CasOE: K~ E.,

AR & H $2 45 ) Linearized pU6-gRNA-Cas9-T2A-Puro [|] i R IX# A B 192 KW gRNA, Cas9, DLK Biik 3 Puro
(PuroR), RIFIFHIFEIREZESIM:, A Puromycin Dihydrochloride (IEI4E ) (ST551)ii%FRIKZCasOMgRNAMZ b & ak #5a
F%, Puromycinfy%F S 2 RETIEIER T 4000, 8 H 2R AT DLRIEI9% AR IEPuroRE F A4, Ak 7ECas9FIPurof s
WA B EET2ARKFS, T2AZ—A] ISR &6 18 M R ARk AL (EGRGSLLTCGDVEENPGP)H) “ “HEIYT ™ /MK,
{HSERRIISREFF AR R E BB, iR f R AP T2AZE2 ATT A Comit B &R A I IR AK B I & T 2 ER, RS HRAF
BRI N~ 8. _EECas9%E H I CHitld S N — L &SN T2A 5% 3 (GSGEGRGSLLTCGDVEENPG), i RiffPuro®& H
FINSSE S AN RER, ET2ARMINSIIAGSGRA, Al EBIIReER,



> pU6-gRNA-Cas9-T2A-Puroffibi A & ¥ § & =ik,
> pU6-gRNA-Cas9-T2A-Puro/Fiki B RN,

CEh promoter

pUG-gRMA-Cas8-T2A-Puro
9.3kb

Cas9 (with NLS1 and NLS2)
2. pU6-gRNA-Cas9-T2A-Puroiih Kl i,
> FEZRKBeyoCRISPR™ Quick Construction Kit (Puro) R AN K3 Ro
Colony PCR
bp M 1 2 3 4 5 6 7 8 9 10 -—

200-

3. A KBeyoCRISPR™ Quick Construction Kit (Puro) (D7087)MERESHMBERE, anEFR, A AR &
J& ¥ {t DH5a % 52 2 4 AL 5 IR i AR A5 R LB - A B9 SE SR B, M & PCREE S R, 10Ul R MR FR A, K2ul
Linearized pU6-gRNA-Cas9-T2A-Puro (15ng/ul)fi1ul ds Control Oligo (50nM) (AFIEHFRELIIA1I0UM, FHHEEABaAiK
HAdH ORI A, RBEMAIU10X Quick Construction Buffer, 0.5ulfQuick Ligase, FFiE4li/kskddH.ONEE
10ul, FE=RMEEL07M/E, E10pl# k1000 DHS a2 A4+, LIREE RRHA, FRAARKAEESRR NEREL05
B R 22 1 sa sy, HEHMERANA100%, W% PCR5I#hU6-F PrimerfllsgRNA oligo reverse primer, PCRY 3 EE
KINK274bpe FTBrETIRR S R LR AN ARMEEER, BHPRMNESE,

» pU6-gRNA-Cas9-T2A-PuroFTh: vl 8 F A5 1Y P30 T :
hU6-F Primer: 5-GAGGGCCTATTTCCCATGATT-3'

BRBR:
T S 77 A HR (2B
D7087-1 Linearized pU6-gRNA-Cas9-T2A-Puro (15ng/ul) 20ul
D7087-2 Ultrapure Water 2ml
D7087-3 10X Quick Construction Buffer 100ul
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D7087-4 Quick Ligase 20ul
D7087-5 ds Control Oligo (1puM) 10ul
D7087-6 hU6-F Primer (10uM) 50ul
_ iR 117
REFEFH:
20°CIR 17, MIFEERL
AREI

> NTEHEWEAKRTEIRE, ASOxhEZ=YiTait, EEYr DIESEH TR, ERAEETIERCKBEN, EE
e FIDNAZ I S el S e /7 ik aifk DNA, AR5 HEHETHE,

> EIEEER N AN TR RIS, SRR EN TEE = Y TR OIS, HEFE5EE65°CIE B 107 #1{#T4 DNA Ligasesk
%, DUEET4 DNA LigasefIDNAZE & SEMIZ% A BiT 4 (Band shift),

> AFERRTE WA REERH, MERATIRKZWEIGT, MERATRMEZN, MEFERTE®EEEN,

> NTIENZEAERE, EEERRTSR— X ETFERE,

fEFEA:
1. HUDNAFAIRIEEEMEHEDNA oligosHyisit,
a. {IDNARFIRIERE, HESFEA4,
(a) KE: HEDNARFHI—RIEN20MEHIR, H3UmBARLLEPAMFHI(NGG),
(b) [FITEME: WEREEDNARF S HAL R FI5 A B RIRTRE,  Duk s B,
(c) 771E): SEDNAJFHIRYLIE e S SCHES AT £

5'- GTCGCTGAGCTCCGATTCGAAGG 3

Target sequence PAM sequence

El4. DNAFHRH,

b. HEEDNA oligosHigit, 1HSHES,
HT ¥ BEoligoiE i E Linearized pU6-gRNA-Cas9-T2A-Puro#ifAm, #42ii#% 8 LA R Rt oligos.
Forward: 5-CACCG-20bp-3'
Reverse: 5-AAAC-20bp (Copy bottom strand 5'->3")-C-3'
¥ NREFEFINE —DMRENEG, WAIHES W overhangs/Gil—MGRAU6 /R 3IT#5 R AL,

Annealed dsligo: 5-CACCOTORCTOAGCTCOATICN S

3'-CCAGCGACTCGAGGCTAAGCTCAAA-S'
5. BEEDNA oligorfis

2. ERMEEoligo.
a. 1BXoligos,
(a) FEFFIEKHIDNA oligosH Ultrapure WaterstddH 2 OFCHl 5 100uM,
(b) 2% FRIEERMIKR,

Reagent Volume
sgRNA oligo forward (100uM) 1ul
sgRNA oligo reverse (100uM) 1ul

10X Quick Construction Buffer 1ul
Ultrapure Water 7ul
Total volume 10ul

I BRI SRR, RS, WRATAMPCRIGS AR, M Pih(Mineral oil) ARG 1EZR %,
kR oligosIikE N 10uM,
(c) 2% FRIGEPCRIGHITIE K,

Step Temperature Time Note
1 95°C 2min ikoligos7e 7348 1
2 -0.1°C/8sec, to 25°C About 90min 1B
3 4°C Hold B A7

H1: B8R TRE0.1°C, FFEE25°CHREFIZE, PABio-RadiIT1009f: 1. 95°C, 2:00; 2. 95°C, 0:08, -0.1°C per cycle;
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3. GOTO step 2, 700X; 4. 4°C, oo,
H2: R FT AR PCRICAE & TF£0.1°CHIThRE, AT DURE N EI0F) FFE1°C, #2771 E PABio-RadT100 41 1.
95°C, 2:00; 2. 95°C, 1:30, -1°C per cycle; 3. GOTO step 2, 70X; 4. 4°C, oo,
W3 WMREZMER, W] DU ABBMAZESC, HEPCREMIEAKIBIH, s A BRI E] IR AR Sk AR I
W, REKIRFEEI9SCCITAPCRE , FT A /K B I 1-2/ N N E ARSI 25°C /e, 77 TR 1B KR T RE 2 LEAE A
PCRIX g% —1k,

(d) 1B KEEH G A DM R IE B A TIERE R B, W A] DAE-20°CRf7 5 o

b. #il&50nMAEEoligo TAEK,

2 B2a T RIS = 10uM I W oligo Fil Ultrapure Waterfiff204%52500nM, Vortex7e 73RS, WKL, 7k

500n MR EoligoJR i T-20°C,  FF500nM A Eoligo R iMREELOfE, & aS0n MM Eoligo TAEH,

H1: BB EEoligo T B AL VK R,

¥2: 50nMMFEoligo TAF NG &K, BB,

13 WS EoligofVii = T2, WS FBERDNAZME, FalEReRRK, SIEHE,

- RN,
a. 2% FPREERRNIKAR,
Reagent Volume

Linearized pU6-gRNA-Cas9-T2A-Puro (15ng/ul) 2ul

50nM ds oligo 1ul

10X Quick Construction Buffer 1ul
Ultrapure Water 5.5ul
Quick Ligase 0.5ul

Total Volume 10ul

b. AR RRVATIRS S M VortexiRs, HiREOEFD, HRAHRTEIK,

c. ZFiR(20-25°C) W& IERS-107 51,

d. REEEEE, BRMAKRRETIKLE, RERAECERSZE,

. H{LEDHSa MR ZS40/1(D1031),

a. MRS, BURSZ AR B KIS svoKiE R, EHFESD LN, BEREARRIEIOZMNEHE, HE
INENR S AL (A VES

b. WM—ERZSHM, ML BITIRIGHER ™), REMTERL2-3ReRR RN 212-3R AR S, SZRIKIR#E 3055,
T:: BT DNARRE AN B DS 2 S A AT 10%, TR AN A AR ERHEI TR,

c. RBEUCH, Kk ENELEDPUERE T42°CKIaT, ERNASH, BEE AR E oK rhEFE 27 80 DUPUE S S 40T
T, NSRRI Y RATELE,

d. SIS, MAOUIAEHTA RALBRE R, RUEEIRS), 37°CRERZI150rpm B FREF LI,

e. WKEEIRM, 25000 X gZR O 18, JUIEAHE, IKERZI900-950ul BiE, R FL150-100ul i, FBREHREIRTTH ERH
K, BEEIRMEES & R HUERRLBYR b,

f. KLBFEAREIE T 37° CREFRARE IR R

. SRR,

EES-10MHYE, TEE100ug/mIZ FHiERILBIE A 37 CREFRII .,

R BURIDNA, 7 6 H TR/ & Al 107 & (D0003/D0005)

A E R AEhU6-F Primerxy EEHBREA TN, @IS FHIE W iEoligos &5 BNl A B HUR K H T A2 A5 IR/,

HWANEL EHPCREE, 51T A—3 HhU6-F Primer, 55— HCMsgRNA oligo reverse primer, BRI

#)9274bp,

e. AEAEFHRFENVIBEHAT T, K9 AR W EEoligof/ I,

f. BERIEI I 36 IR\ B2 A5 IR R

. MFLE AR R AR G,

I T 29 25 K Lipo8000™ 5 Heit 1 (C0533) 8 Lipo6000™ E ik 71 (C0526).

. R g SR,

FHE A5 {8 FH 5 K] 40 4 4 S AR A T 7 52 (D0S08))

o

oo

SEHR:

1. Nishimasu H, Ran FA, Hsu PD, Konermann S, Shehata SI, et al. Cell. 2014. 156(5):935-49.
2. Marangi M, Pistritto G. Front Pharmacol. 2018. 9:396.

HEFm:
= 7 AR s
C0526-0.5ml Lipo6000m$’§§‘<iiﬁﬁll 0.5ml

4/6 D7087 BeyoCRISPR™ Quick Construction Kit (Puro)

400-1683301/800-8283301 F =K /Beyotime



C0526-1.5ml Lipo6000™ % Jiz{5 1.5ml
C0526-7.5ml Lipo6000™ & Jiz5 5x1.5ml
C0533-0.5ml Lipo8000™ %% 45l 0.5ml
C0533-1.5ml Lipo8000™ & i 1.5ml
C0533-7.5ml Lipo8000™ &% i 5X1.5ml
D0508S B g 5B A IR & 25{%
D0508M B[R ZH i S A I 1 & 100X
D0510S FnCasl2a (Cpfl) 100pmol
D0510M FnCas12a (Cpfl) 500pmol
D0510L FnCasl2a (Cpfl) 2000pmol
D0511S Cas9 Nuclease (SpCas9) 50pmol
D0511M Cas9 Nuclease (SpCas9) 250pmol
D0511L Cas9 Nuclease (SpCas9) 1000pmol
D1031S DHS5a B2 4HMY 20X 100ul
D1031M DHS5aa R &S24 100X 100ul
D7006 T4 DNA ligase 40,0000
D7008 T4 DNA ligase 200,000U
D7080S T7 Endonuclease I (CRISPRZ:EE K548 %5 ) 250U
D7080M T7 Endonuclease I (CRISPR%#: [RI58 45 % 7E ) 12500
D7080L T7 Endonuclease I (CRISPR% 4 [RI58 45 % 7E ) 5000U
D7081S BeyoCRISPR™ One-Step sgRNA Synthesis Kit 20i%
D7081M BeyoCRISPR™ One-Step sgRNA Synthesis Kit 100X
D7083S BeyoCRISPR™ Two-Step sgRNA Synthesis Kit 201X
D7083M BeyoCRISPR™ Two-Step sgRNA Synthesis Kit 100X
D7085 BeyoCRISPR™ Quick Construction Kit (mOrange?2 Reporter) 10/X
D7086 BeyoCRISPR™ Quick Construction Kit (CD4 Enrichment) 101k
D7087 BeyoCRISPR™ Quick Construction Kit (Puro) 101k
D7280S R 7% BHEPCRIAI & 100¢%
D7280M A% HEPCRIAI& 4008
D7280L 7% HEPCRIAI& 2000%
D8301-1pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Neo lug
D8301-100ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Neo 100pg
D8302-1pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Neo lug
D8302-100ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Neo 100pg
D8303-1pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin lug
D8303-100ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin 100pg
D8304-1ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Puro&Zeocin lug
D8304-100ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Puro&Zeocin 100pg
D8305-1ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Zeocin lug
D8305-100ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Zeocin 100pg
D8306-1ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Zeocin lug
D8306-100ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Zeocin 100ug
D8307-1pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Bla lug
D8307-100ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Bla 100pg
D8308-1ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Bla lug
D8308-100ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Bla 100ug
D8309-1ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Hygro lug
D8309-100ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Hygro 100pg
D8310-1pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Hygro lug
D8310-100ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Hygro 100pg
ST007 Ampicillin 5g
ST008 Ampicillin (100mg/ml,1000X) 5ml
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ST551-10mg Puromycin Dihydrochloride (%% %) 10mg/ml X 1ml
ST551-50mg Puromycin Dihydrochloride (IFI%% %) 10mg/ml X 5ml
ST551-250mg Puromycin Dihydrochloride (IFI4% %) 250mg

Version 2024.01.31
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https://www.beyotime.com/product/ST551-10mg.htm
https://www.beyotime.com/product/ST551-10mg.htm
https://www.beyotime.com/product/ST551-10mg.htm

