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L] FE AR (2ES
D0517S LwaCasl3a 700pmol
D0517M LwaCasl3a 3500pmol

FEanfEaT

> HEARRAFHILwaCasl3a, tHFRC2c2, RHE =R H TR FIPerfectProtein™ iR -G RIK, Hifb RSN —FHRNAS [ S
A RNA Y B 20 P8 P VT i,

» CRISPR (Clustered regularly interspaced short palindromic repeats)z—#hEAZEYIF| FHRNA S| S RIALERER N A ME 1IE B
TR BALTR M TR R TR RIS M % 22 55 (Adaptive immune system), JESLFE LRl B8R )12 N T IE A B AR
PIMICRISPR/CasH: A gmiEHiR, T crRNAMN E &Y HICas®EH, CRISPR-CasR4i N, % I 28CRISPR-CasFRSiA
HZEAMNESWEEER, BriEA 5 3MBA2FEA; M5 1 28CRISPR-Cas &%t A 75 F 8 — 1 Casyi . 2 H R Al %
ANBAZER A TIR AR DIE, BRG] 55 3R RmMofnr A, 5 1 25CRISPR-CasRA AL H TIEFNLAIfE 8, FILZ2 Z%E,
HAICRISPR-Cas9%&St/E T4 12K 11, CRISPR-Casl2aZ4t/E T8 112K VAY[2], CRISPR-Casl3aRSt/E T4 VI, Cas9
FCas12fE DNAX N4t i AR EIAER T 2N A ; Sl A Cas137TERNA VA HFC EZ/EM, HATCas13E M T4 R4 TAZ,
JRETH, ERRMAIRNARSGE A TH[1],

> LwaCas13aRiF T Leptotrichia wadei#&k, 7T &% N140kDa, S5HE IZCRISPR-CasiM Y A[H, LwaCasl3afitZDNA
Fgzstai, (A EA &S ERAMAFEZEY T 5B & (Higher eukaryotes and prokaryotes nucleotide-binding, HEPN)
(IR, XSRS 5RNAYIHE], BRIk 4h, Cas13aldBIfAR/ZEPAM (Protospacer adjacent motif)#%l, Ti@PFS
(Protospacer flanking site)fiis; LwaCasl3aXf TPFSALAMEE WL (BIA, U, G. C¥W]), Wik THEECasl3alllfm
FFA, U, C[3],

> LwaCasl3a=iBd Mt 7 X Bl IR RS M, — Rt R 27 XS I8 ] (cis-cleavage), LwaCasl3afEcrRNA
1S NIRAIFFUIEFEARABERNA (Single strand RNA, ssRNA); 5 —fui@id IERe 7475 20E0E )87 Y] (trans-cleavage), 4
LwaCas13a5crRNA, ¥tRssSRNA=EEGER =cE &G, Basihe M IER 7 ssRNAR A TIIEME, BlLwaCasl3a
BEAMYBERE VB FARsSRNA, ERER RVAARFIMERFHIAFERNAYI, % E 1, ETZFEM, BroadW5iFiisk ¥ #AFF
% T 4% NSHERLOCK (Specific High-Sensitivity Enzymatic Reporter Unlocking) R ER PIE M T B [4],
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E1. #EBxKLwaCasl3aREHE M RERER,
> HERKLwaCasl3afiiE A TIRERSHE 2,

LwaCas13a (Beyotime) LwaCasl13a (Competitor)
16 04 0.1 0025 - 16 04 01 0025 - (pmol)

500bp [

200bp



E2. BaRKLwaCasl3a (D0517)H1GA R LwaCas13alis A tba R B, 6.5ul Nuclease-free Water, 1pl 10X Reaction
Buffer., 1ul crRNA (0.75pmol), 1pl LwaCasl3a (4751241.6. 0.4, 0.1, 0.025pmol)F10.5ul RNase Inhibitor (40U/ul), 7£
37°CHiIE 1078, ARBTELOURITINE S KM ARZR A A8ul Nuclease-free Water, 1ul 10X Reaction Buffer, 1ulfffrssRNA
(2pmol) 20l ik ZR, 1E37°CHFE 3054, FMALul Proteinase K (20mg/ml) (ST533), =M E 10580 LALLM

B/EMA4ul DNA_ BRI (6X) (D0071), 3EAT2% Bl s BEAL BRI, crRNA S LwaCas13a%5 & )5, 51 95 H 2HFRssRNA
FEAEEHT], ssSRNAWIEIGRAR, WEATR, A7 hS5GAFRMLwaCas13a B A HIEAIERE M, TEREIIRCESERES. BiAsL
BAHFNARMEEER, REMNESE,

> RiR: i E colfEd, Rk, Abmiskis, RISERRIEN Leptotrichia wader,
> H&: ATATRINRNAYIEL, (RIPRNAKH, (S4MRNAVETE, RNABRGE, SCA R AV nid s,
> 4l NS DNANVIEEFISMIIEE, A5 B8 ZSMNAIRNARS,
> WJE: 35uM (ZJ5mg/ml),
> WEiBfATAW: 20 mM Tris-HCl, 300mM NaCl, 1 mM DTT, 50% (v/v) Glycerol, pH8.0 @ 25°C.
> 10X Reaction Buffer: 400mM Tris-HCl, 600mM NaCl, 60mM MgCl2, pH7.3 @ 25°C,
2E S
k) IR (2B
D0517S-1 LwaCas13a (35uM) 20ul
D0517S-2 10X Reaction Buffer 1ml
— BiRH 113
) IR (253
D0517M-1 LwaCas13a (35uM) 100ul
D0517M-2 10X Reaction Buffer 5ml
_ Vi 113
RIFFM:

-20°CHR1E, ZED—FEM. 7AEIG1E-80°CH] ATRTE I H], AU Sl 5 S SRRl

AREIN

> A7 ER R FEERRNuclease-free, RIERIRRFFI/IND, BERBHSH, TG RIEE T EiZERNase-freeJE KT,

> W TIRERSE P ALIRER I LBR, B A KA RNase and DNase Away (R0123) PAERRSCES 52 _F o H e Rl -1k
Wls, KMIRZEFHERF NI ARNase Inhibitor AR RNA AR

> ARFERRTF LA ZESEHFRH, MIHATIRKEH G, MIHTEMEZASR, MIFERTH@EEEN,

Y

fEFREA:

1. SURRRNAYIHISLEE,
a. RfRITRSIEFRRNAYIE R M T RS AR, crRNARIHEARsSRNAR] DUB AR EFEGK,; i BER 2 HIMERR
R, M E ZRpRNA-T3-T7 (RNARSMNE F AL (D2312)8pRNA-SP6-T7 (RNARSMNL KAL) (D2314), ZeM:Ab Bk
JG, FHEI RNAR & & R FTRssRNA, ¥ LwaCas13a, crRNA, ¥EbRssRNAE Tk L, i F IR ES K FiFEcrRNAE400nM,
#FRsSRNAZE60nM, HITCHIREEKFHRFIEE 10X Reaction Buffer®1X Reaction Buffer, LwaCasl3a (35uM)#fEfE{# A 1X
Reaction Bufferfifg = LwaCas13a (1uM)#&fH, MBS EREER, NREGRFEEMERH, DUBS R E RS BEEE M, T

IR EE KR i BeyoPure™ Ultrapure Water (DNase/RNase-Free, Sterile) (ST876),
b. FEE R FERPHINF B RNARR,

N TIERZ R, E LR — R T B,

Reagent Volume
Nuclease-free water 6.5ul
10X Reaction Buffer 1ul

crRNA (400nM) 1ul
LwaCas13a (1uM) 1ul
RNase Inhibitor (40U/ul) 0.5ul
Total volume 10pl

MBS RRVETIR S S8 M VortexiRS), =&
c. RRBIRIIF, ERIE NN HEE TR PCRE H A TIF A

Reagent Volume
Nuclease-free water 3ul
10X Reaction Buffer 1ul
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Target ssSRNA (60nM) 1ul
LwaCas13a/crRNA complex (from step 1b) 10pl
Total volume 20ul
R BRI TR M VortexiRs), =R/ OER, RARRTEIR, 37°CIFE 3058,
d. A1l Proteinase K (20mg/ml) (ST533), ZEiZ10058h AR IER M,
e. JIA4ul DNA_EAEZZ MR (6X) (DO071), A TERAEHE R HE bk i & Aa
2. HERERINSEE: (PAELISA M),
a. BRI RERAG I S B T 78 B & RIA T 5 LwaCas13a. crRNA, #'hRssRNA N 7R &5 44 (Quenched Fluorescent RNA
Reporter) BTk L, #HTRMREEKFERECrRNAZE400nM, #lRssRNAZE60nM, iR SIREFZ2uM, F TCAAIRER K Fike
JE 810X Reaction BufferZ1X Reaction Buffer, LwaCasl3a (35uM)#E#£{# f1X Reaction Bufferfif = LwaCasl3a (1u
M) H, mREERMER, ReekREE A, DU KR S Gl S B T %, TTRIRE/KHEF (L FBeyoPure™ Ultrapure
Water (DNase/RNase-Free, Sterile) (ST876).
b. =& MR TRPBINFIEE R AR,

Reagent Volume
Nuclease-free water 7ul
10X Reaction Buffer 1ul

crRNA (400nM) 1ul
LwaCas13a (1uM) 1ul
RNase Inhibitor (40U/ul) 0.5ul
Total volume 10pl

MBS RREVETIR S S M VortexiZS), =EEOERD, MRARRTEIR, 37°CHlEE107 4,
c. Fif MR N RAPHURIINE R E RN AKF (2 2 KAIFCPI66 BeyoGold™ 4 BI6fLANMIE F#HR).

Reagent Volume
Nuclease-free water 30ud
10X Reaction Buffer 4ul
Target ssSRNA (60nM) 1ul
LwaCas13a/crRNA complex (from step 2b) 10pl
Quenched Fluorescent RNA Reporter (2uM) S5ul
Total volume 50ul

MBS R RVHETIR S 82 i VortexiR®s), RIRELERD, ERANRTER, 37°CHE 30724,
d. WEE, ERTOCEIMORBOOERE (BRI 494nm; AZHHEKS518nm),
(ANEE KN TS EE BPCRIUGIIIOEE S, 37°CRE, F30M-108RE—~IRIOEES, )

W LRl

1. #WICas13EHMELE? EAi1Z MIA WA R 5?2
Casl13ffECasl3a, Casl3b, Casl3c, Casl3d, HHCasl3cifs BRI AT, HE=fCasl3t9HE L) 2R FIZH,
Casl13affiCas13cl¥spacerX fEcrRNAKI3'¥H; Casl3bfspacerXfEcrRNAYS' Y, FHCas13baEMS R HIAZ MRNAK AR,
BEIEH TR DR, MiCas13dib HAhCas13%R M, Bl RE L, TN, (UF2.8kbA/N, 7] IR RIS = AR
kb, R EA ORI A R A A

2. Cas9. Casl2afiiCasl3afififlX}l?

Cas9 Casl2a Casl3a
Classification Class II Type IT Class II Type V Class II Type VI
Nuclease Domains RuvC and HNH RuvC HEPN X 2
Guide RNA crRNA and tracrRNA crRNA crRNA
PAM Sequence 5-NGG-3' 5-TTN-3' /
Cis-Cleavage Target dsDNA with PAM dsDNA with PAM or ssDNA ssSRNA
Trans-Cleavage Target / ssDNA ssRNA

3. W ikitLwaCasl3affjcrRNA?
LwaCas13afJ B ## 5 & (Direct repeat, DR)/F%y: GATTTAGACTACCCCAAAAACGAAGGGGACTAAAAC,
LwaCas13afJcrRNARJIZH AT 2R LT F2:
5'-GAUUUAGACUACCCCAAAAACGAAGGGGACUAAAACNNNNNNNNNNNNNNNNNNNNNNNNNNNN-3', (o Xk
JFFFIADRIX, TXIZF78crRNA SR bn 57 AN spacerX, il spacerX K& 728nt),
HEFE FH crRNATELRIZ T MG . Guide design resources — Zhang Lab (squarespace.com)
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PSRN
P S 7= AR (2B
D0508S BRI gmiR s TR & 25 %
D0508M B DRI 2H e 5 A e 0 & 100 (&
D7080S T7 Endonuclease I (CRISPR S5 KI5 %5 ) 250U
D7080M T7 Endonuclease I (CRISPR Z53E[K 5828 5 7E ) 1250U
D7080L T7 Endonuclease I (CRISPR %54 [R5 45 % 7E ) 5000U
ST532 Proteinase K (20mg/ml) 0.2ml
R0123 RNase and DNase Away 250ml
R0102-2kU RNase Inhibitor 2000U
R0102-10kU RNase Inhibitor 10000U
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 10000
D7383 NTP set (100mM each, Nuclease free) 4x250ul
D0510S FnCasl2a (Cpfl) 100pmol
D0510M FnCasl2a (Cpfl) 500pmol
D0510L FnCasl2a (Cpfl) 2000pmol
D0511S Cas9 Nuclease (SpCas9) 50pmol
D0511M Cas9 Nuclease (SpCas9) 250pmol
D0511L Cas9 Nuclease (SpCas9) 1000pmol
D0513S Cas9 NLS (SpCas9-NLS) 500pmol
D0513M Cas9 NLS (SpCas9-NLS) 2500pmol
D0514S Cas9 Nickase (D10A) NLS 100pmol
D0514M Cas9 Nickase (D10A) NLS 500pmol
D0515S Cas9 Nickase (H840A) NLS 100pmol
DO0515M Cas9 Nickase (H840A) NLS 500pmol
D0516S dCas9 NLS 100pmol
D0516M dCas9 NLS 500pmol
D0517S LwaCasl3a 700pmol
D0517M LwaCasl3a 3500pmol
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