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Brief introduction

Casl2a5crRNAFEEITHEEE &4, EBMZERRFS L “B1T , BINEEXNGE, Casl2atiiFRH
\ﬁ,%&/%, RIATIZIBENIKRE DT (reporter) o FRIAFIERIERY 1EHARSCasl2atEss
5, BEaRBE, 2R Y, SGRtERS, B ZBFToFi2mminig, v USLIIRER
KRBV IR R

‘ X ZLH R
Materials supplied

Ea= ltem
1 Reaction Buffer (2X) 1000 pl
2 P-mix (10X) 200 pl
3 E-mix (10X) 200 pl
4 Positive Control (10X) (primer and RNA template included) 30 pl
5 Cleavage Buffer (10X) 240 pl
6 Casl2a Protein (10uM) 20 pl
7 crRNA for Positive Control (20X) 20 pl
8 Reporter (4puM) 80 pl
9 Starter (10X) 200 pl
(BRIZHBI A

Other materials required

1. kAN, EFAMES (FlaNqPCRIY)

2. BReEs

3. Nuclease-free water

4. BirnR555= 14514 ([Bml 15 _) (TE£%1&3T: https://ezassay.com/primer)
5.crRNA/gRNA: 5lbaCasl2ass s, FmkIigeE &%, wEIRFEIERIENE,
(LbaCas12a crRNA scaffold sequencez5fa=%!: 5° - UAAUUUCUACUAAGUGUAGAU-3’ )
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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 tor G/T/C
V for G/A/C

73

Storage

20°CIRTF, AERRERR. ZIRELIAMEREDERF

ol =T
Sample for detection

RNA &1k
IR S =N TR /910~100copies/Mhid (k&5 |47k (LIEE RN FFEL)

gl
Assay procedure

o EK ERMMCIRIES I,
o (B BN, LABCHI20 plRMIRZRAG] CER: K LERIF)
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01 Reaction Buffer (2X) 10 pl
02 P-mix (10X) 2 ul
03 E-mix (10X) 2 ul
0 Forward Primer (20uM) 0.5ul
Reverse Primer (20uM) 0.5l
05 RNA template” X ul
06 Starter (10X) ** 2 pl
07 Nuclease-free H20 To a total volume of 20 pl

*TAER AT ERZE FANuclease-free H20E X RNA template;

BRM4EXTERZANNN2 pL Positive control (primer and RNA template included)s,
IIRIRRE SHEFEERINF=/91uL, x< 5ul

“*E=EINAStarter;25,

o IRoBIUNRS], HBHEL (HRAlkRIZIE7) , EE3X

® 39~ 41°C ¥ B 20~407h (EF39°C, HEIERERAMEBAE, BEENE, KABWIXEPCR
(\CRERRER)

o fEfCas12atwMiFH M B, REIFIHRIEPCRINFHIERNEEIKEN3T°C, XHAMRE
LheeS fERF IS E 945°C,

PABCH20 pls & Z2 A0, (WIRKIFCNMINERIRKICES, BINECHIARMEFR, Fla04oul) (£
=. ki)

Z R
01 Cleavage Buffer (10X) 2 ul
02 Reporter (4uM) 0.6 ul
03 Casl2a Protein (1pM) * 1 pul
04 crRNA (Casl2a) (1uM) ** 1 pl
05 IR T 7 X ul
06 Nuclease-free H20 To a total volume of 20 pl
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* Casl2a Protein (10uM) RATris BuffergxddH20#& %9 Casl2a Protein (1uM)
**FRMEXTHRZAIT “crRNA for Positive Control (20X) ” A0Alul, Eft/MMAINBIRFEYIEVSF
S MECrRNA

MAZBE2BERY E~Y), IERTROKRE SEFEERIIFZ/91ul, x< 5ul

o ILBmEUNRS], THIMED (B RIERIZIE7) , EE3X
o RRNEMWETXKIEPCRIX (FAMiEE) , 37 °CHEMETRMN30~60 min,

/I $ In

Notes

oUR{FAPCRINZS, BIRAIXAAZINEEIBAFIKE 45°C,

oUNREAABI I, & “Passive reference” & “Quencher” &N “None”

o XN ERHFEIEEE, HEREEY 1E~Y) (amplicons) X FXIXIEEEE, (avoid
carry-over contamination)

o NIKAREFBNREN—RERRE, FRENRNEFRERETESA—F, EBZEEMN
¥, TELEM RN RARE, MAERE: sIKRE (= ,—ké’i‘/ﬁRZ%OOnM 800nM) .
crRNA (20nM~1000nM) . reporter (20nM~1000nM) . CasZH (20nM~200nM)

2T CRISPR/Casi REVZER M NI AT EE
Nucleic acid detection based on CRISPR/Cas technology diagram

Stepl Step2
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Lateral flow reporter Fluorescent reporter
Target sequence Cas enzyme ctRINA For example, FAM-biotin labeled ssDNA For example, FAM-BHOQ) :sDNA
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