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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

13T EZH P
Materials supplied

Fs ltem size

1 Reaction Buffer (2X) 1000 pl
2 P-mix (10X) 200 pl
3 E-mix (10X) 200 pl

Positive Control (10X)
4 . . 30 pl
(primer and RNA template included)

5 Cleavage Buffer (10X) 240 pl

6 Casl2a Protein (10uM) 20 pl

7 crRNA for Positive Control (20X) 20 pl

8 Reporter (4uM) 80 ul

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

2 (BRI RV

Other materials required

ZERMIMIHAE S (FAM-Biotin™=%], ##FEZassayti=: CS- FMBO-96)
JEmigE (FlEREA. KA. PCRIE)
LT

. Nuclease-free water
RIS MES Y (IERIIEH) (FEZ&i&1t: https://ezassay.com/primer)

S

.u-n.hwwn—-
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6. crRNA/gRNA: 5lbaCasl2azsa, EMIIEEE a1, #BRFEIRFERIEEE,
(LbaCas12a crRNA scaffold sequenceZgEf=%l: 5 - UAAUUUCUACUAAGUGUAGAU-3" )

LbaCasl’Za crRNA

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

3 -AAABTTTATACTGTAGTACCATTGTTT-5
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 #=21% (RNARIR EE iFiE R DNA)
IR S =N TR FE/910~100copies/Mhid (k&5 |47k (LIEE RSN FFEL)

gl
Assay procedure

o £k ERRUIER A,
o (B BN, LABCHI20 plRMIRZRAH] CER: K LERIF)
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2

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;

R4 FTERZENNN2 pL Positive Control (primer and RNA template included).
IR E SEFERIRIIFEZE791uL, x< 5uL

“*EENAStarter’B85,

o &5 (Ey L TFEERSY) , HEHEL (BRAkRRIZIEZ) , EE3RX
® 39~41°CIEBE20~407 (HETZF39°C, IBIERERAMEARE, RENE, KARILEPCR
(\CRERRER)

o FHCasl2at@ MR BirE5, eI IERIKFHIERN REIKE/N3T° c, =1E

IJI

PCRE{qPCRIIFXRAMAENMAINEETIEMZIRE H45°C (FREFAZEELSEES)
AECHI20 ik AR B CER: K EIRE):

FFs B K
01 Cleavage Buffer (10X) 2 ul
02 Reporter (4uM) * 0.25 ul
03 Casl2a Protein (1pM) ** 1 pul
04 crRNA (Casl2a) (1uM) *** 1 pl
05 7Tt/ ekl X ul
06 Nuclease-free H20 To a total volume of 20 pl
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*1Zreporter HE B ERNIERRE (RMZKRESONM) , oIEECAR L SIZERIC N3 4E5%-
BEAER (535 CS-FMB0-96) . AIEHECAAEICRISPRIZERIGNIIXNA S (585 HD-
FMBO-96) NIEER S reporter 28K E 47500nM~1000nM 22 (8], BfAKEEEZERIEBR
HUSRINZE R ML (AR F RN KFICXXRAN G A, BEreporterKEFEZE/ERIFZ, HibZds
INFNERAHESZE) , FIRMAATCasl2a YIZIEY)-ssDNA- KR (555 . DNA-FAM-
BIO) » (EHTFCRISPRIZERICMIAALF (5= : HD-FMBO-96) AZRIEMIRE, EiXHF L
EEREEFPNreporternREIREd S E = SFBURMAME, HULLMIZIEIEEARSSIS R MY
reporter;REM _EiFHreporternRE, EFHIFmPHIreporternXENETF100nM, E&EMIR
ESCIOEE R (L)

** Casl2a Protein (10uM) FBTris BuffergiddH20%#%%/9Casl2a Protein (1uM)
ORRMEXTERZAE “crRNA for Positive Control (20X) ” fOAlul, EftxMNIINBRFESIEY
FEMECrRNA

MM TE2BVIE R 18D, IIENROKRE S EFRIRINIEE H2uL, X< 5ul

o IEoHIUNES], HHMELD (BER mieBIZIE7) , EE3RX

o BRMNEMWETIT CEHETRM30~60 min,

o B 1~10uL M =YIEE OEF AEEREREI~2001E, BY; (FIENERuLiZERY 1 =440
AT8uL Diluenti& i)

o EX7TO0uL#AREY e N =R F 2R R4Sk, S5THRIERHEXENZER

o IRIWNERE, FAEAZFEINFEFTELZE,

LZRFNR CEZZE)
Result judgment

o [H%:

fllzx(Test Line, T#k)E %K, RIBIEIEZ(Control Line, C£) BB FKH. PRIEERFTAAME
APRAESFRNMBENZERIEES =R T HAFRECEE, (Cas EFESHEUE,
Reporterig E#IE|, TERERE)

o [HI%:
tM2%(Test Line, T#k) LSk, RIEITEZ(Control Line, C4&k) B%H. PSSR REAMEZ
FEEaFRNNBZERR K. (Cas EEEEMECE, Reporterigtl)El, THAE )
® JoRK:

thiT2%(Control Line, C%k) i aficzsk(Control Line, CZk)Ft2Ml<%(Test Line, TZ%)iy
Tk, UMWERIRTFIERINEFZIY, MR ERIx,

Al

WIJ

S
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Notes

o H{EZAF Reporterd=E=SHERIANY, EiIKREN20nM ~120nM, E{ARSLIGWIRIECasEE
KRE, RN EFEZEXKFEEReporterHE,

o MNR{EAPCRINES, BERBIKAMREZINEIEMZFIRE /945°C,

o NI EXRPEIERES, IHEEFEHRY 1~ (amplicons) X FRIAWWHTE, (avoid
carry-over contamination)

o NIARREPBENREN—RERRE, FRNAEPRERETREA—F, F2EEMN
€, EIEER BN ERE. MAEE: sI¥RE (8 %%&R%OnM 800nM) .
crRNA (20nM~1000nM) . reporter (20nM~1000nM) . CasZEH (20nM~200nM) o

Al

WI
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BT 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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