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Brief introduction

Casl2a5crRNATEZEINEEE &%), EEIMZERRFYI L “/B1T , AINECX/E, Casl2atikis=
V_’—E,%&/i.?, i‘ttﬂélﬂﬁ EHIRS7F (reporter) o ZAAFIERIERY 1Bk AKR5Casl2atl4
a ,\E XPE, ST, SERLFRR. Bl ZAToF2maE, vl ESKIXRIR
ZN:EPSES g a8

13057 & 2H X
Materials supplied

Ea= ltem
1 Reaction Buffer (2X) 1000 pl
2 Reaction Tube 96FL

3 Positive Control (10X) 20 ul
(primer and RNA template included) H

4 Cleavage Buffer (10X) 240 pul

5 Casl2a Protein (10uM) 20 pl

6 crRNA for Positive Control (20X) 20 pl

7 Reporter (4uM) 80 pl

8 Starter (10X) 200 pl
9 Diluent 3000 uL

2 (BRI RV

Other materials required

*ZEQLAJWUWQEE,—R (FAM-Biotin=%), ##FEZassaysis:. CS- FMBO-96)
JEmikE (FlEEA. KA. PCRIE)
%%Aﬁz%%

. Nuclease-free water

ESEEEMES Y (1883 1I8AH) (TE&igit: https://ezassay.com/primer)
.crRNA/gRNA: 5lbaCasl2a%ia, HoieEE &Y, WBWMEIEFFIERE,
LbaCalea crRNA scaffold sequence&Eta=%!: 5° - UAAUUUCUACUAAGUGUAGAU-3’ )

mgn.mwwn—-

S
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LbaCasl’Za crRNA

C-G Guide sequence (20~23nt)
5 -UAAUUU-AUAAATATGACATCATGGTAACAAA -3

3 -AAABTTTATACTGTAGTACCATTGTTT-95
5 -TTTVAAATATGACATCATGGTAACAAA-T

PAM Target sequence
B for G/T/C
V for G/A/C
fiE1F
Storage
-20°CIRTZ
1A A

Sample for detection

RNA &= (RNATRIR EE iP5 RDNA)
I 2N T PE910~100copies/Miz (7¥Es |47Tm e A IZE RS M FES)

gl
Assay procedure

o 7K EREYIEESo
o [ESmI 18Nz, LABRCH20 plpzixiR A, T&FLReaction TubesHOA (3
1)

= ki
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01 Reaction Buffer (2X) 10 pl
- Forward Primer (20uM) 0.5ul
Reverse Primer (20uM) 0.5l
03 RNA template® X ul
04 Starter (10X) ** 2 pl
05 Nuclease-free H20 To a total volume of 20 pl

* TR X2 FANuclease-free H20E X RNA template;

R4 ITERLZANNN2 L Positive Control (primer and RNA template included)s
SRR E S HEFRIRMIMEZEA1UL, x< 5uL

&AMl AStarter;24,

o Y (zy ETEREIBERSY) , HiEL (BRAlkRIZIE) , EE83X

o 39~41°CIiEE20~4007%r (HF39°C, IHIRERAMSAE, BETHE. KARILEPCR
(\CRERER)

o {FACasl12at@MfFR MBI, IREFIAIERIREHIERMN EEIRENIT°C, &fF
PCRZ qPCR{ IR AAZNMATNEESIEAZ I E N45°C (EMFERAEEEREEE) -

IJI

ABCHI20 plR AR R AG) CER: K ERE):

F= B R
01 Cleavage Buffer (10X) 2 ul
02 Reporter (4uM) * 0.25 pl
03 Casl2a Protein (1pM) ** 1 pul
04 crRNA (Casl2a) (1uM) *** 1 pl
05 IR T 7/ Ml X ul
06 Nuclease-free H20 To a total volume of 20 pl
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)
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o BH \E SRR ZR

F

Al

!

SHECE, ReporterigtEl,
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Notes

o H{AZAReporterd =E=FHBRIAYE, EIGKRE N20nM ~120nM, B{RSLIGIEHECasEE
KRE, RMNBYE]ZFEZERIFAZEReporter A=,

o INRFEMAPCRINZS, 1BIEAIXFHAZINEIBAFIKE H45°C,

o NI EXRPEIERES, IEEFEHRY EZ~Y (amplicons) X FRIAWWHTE, (avoid
carry-over contamination)

o NIKAREFINREN—RERRE, FRENNEFREREZETERA—F, EBZEEMN
£, FELEM EEMNSREARE, MHAEE: SIIKRE (BFLKRE300nM~800nM) .
crRNA (20nM~1000nM) . reporter (20nM~1000nM) . CasZH (20nM~200nM) o

Al
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E T CRISPR/Casti ARV EG IR NI R = E
Nucleic acid detection based on CRISPR/Cas technology diagram

Stepl Step2
/ Template Amplification \ / Activation Cleavage \ Readout
L P s
dsDNA >—e ' 2] i =
— RPA/RAA — g .

-
\ / \ / Lateral flow
- 3
- : e .o

Lateral flow reporter Fluorescent reporter
Target zequence Cas enzyme ctRINA For example, FAM-biotin labeled ssDINA For example, FAM-BH() =sDINA
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