RT-LAMP-CRISPR

RT-LAMP-CRISPR Fluorescent Detection Kit (One-Step)
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Brief introduction
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Materials supplied
RT-LAM-CAS-01 RT-LAM-CAS-10
96T 96T*10
01 Reaction Buffer (2X) 700uL*2 700uL*20
02 RT-LAMP Enzyme Mix 200 pL 200ul*10
02 Casl2b Protein (10uM) 80 uL 80 ul*10
02 Reporter (20uM) 130 pL 130uL*10
02 Positive Control (5X) 50 pl 500 pl
(BRIEHAY
Other materials required
1. &I, EFAMES (FI90gPCR{Y)
2. BkzEs
3. Nuclease-free water
4, BRI MY (TEZi%1T: http://primerexplorer.jp/e/) i&it&if:
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o Flc: Fl

F2¢ LF Flc

complementary

FIP: Forward Inner Primer

& LF: Forward loop primer

B1 B2

Blc: Bl complementary

BIP: Backward Inner Primer

BF: Backward loop primer
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5.5gRNA: 5AapCasl2b%a, kg E S, wKBInFIRREAE. HER
fid “CRISPR guide RNARRIAFIE" HlzsgRNA. (Cat.: SG-RNA-001)
(AapCas12b crRNA scaffold sequenceZEta=51: 5 -

GUCUAGAGGACAGAAUUUUUCAACGGGUGUGCCAAUGGCCACUUUCCAGGUGGCAAAGCCCG
UUGAGCUUCUCAAAUCUGAGAAGUGGCAC-3" )

AapCal2b sgRNA

Scaffold sequence (conserved)

AUCUG o /
G

AGGACAGAAUUUUUCAACGGGU G UGCCA A UGGCC A Guide sequence

|||||||||||||| (20‘*23[‘][)
A AACUCUUCGAGUUGCCCGAAACGG UGGACCUUU /

U CUGAGAAGUGGCACAAAUAUGACAUCAUGGUAACAAA 3

3'-NNNNNNNNNNAAABTTTATACTGTAGTACCATTGTTTNNNNN-5
5 -NNNNNNNNNNTTTVAAATATGACATCATGGTAACAAANNNNN-3'

PAM .

B for G/T/C
V for G/A/C

Target sequence
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Procedure

1. TEKERfLERAIH.

2. ERIFIHRIEPCRIGFHIER M GE1KE60°C, XHIAZINEILEMRFIKENT0°Co
3. LAECHI25 plRziRZ& 7151

Reaction Buffer (2X) 12.5 pl 1X
RT-LAMP Enzyme Mix 2ul -
Casl2b Protein (10pM) 0.75 pl 300 nM

FIP/BIP&1.6 uM,
Primers (10X)* 2.5 pl LF/LB#0.4 pM,
F3/B3%&0.2 UM,

Reporter (20 uM) 1.25 pl 1 uM
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sgRNA (25 uM) 1 pl 1 uM

RNA template™* 1 pl >10 copies or more

ddH20 Up to 25 ul :

*¥FFIPAIBIPS |4 980uM, LF. LB. F3FIB35|47#&%/H20uM, M10X PrimerssEI0N
FIP. BIP. LF%DLBRO S5uL, AOAF3#1B3%%0.25uL; WrlREs|¥mBEAEMRE, RIERS
FRZRE A INBP Bl
" RN T BRZH A Nuclease—free H20Z{URNA template; PRHMEXTERZBANNS L Positive
control, B&primers, scRNAFIRNA template.

4, BRMNEWETXKIEPCRIY (FAM@EE) , 60 CHEHTFRM3053FH,

A ESEI

Notes

o IH{FIECHI 51 e M ERE XS #T1T, URAEETE,

o R INE R ILIGIE NN AR MR BB I I R

o NTRIEEE RIFMZLR, EIRIRDNAS/GIN.

o PCRINIARAAME, AILUIREIXAREGIEITIEHREEE, EEINAIEHAREEEIBIE
EA=SZ8[ =Ko —ﬂyPCRTM\ gPCRIGFT AR REEARESS EHREE|105°C, HLtEEMRLR
A RERESENRE (70°C) , SNEANAFEEZSIIKE, SIBEED K EH 20
T

o kA Z R reporter, sgcRNAKRE AN—RGERAKRE, FREIPCIERRIENRERTER—
£, TSERMFMY, FItEM FISN=EERE,

2T CRISPR/CasiZ REMZER IR KRR B E
Nucleic acid detection based on CRISPR/Cas technology diagram

One pot in one step

Template / Amplification Activation Cleavage \ Readout
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RPA/RAA

RMA
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RT-RPaRAA
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\ / Lateral flow

_ H 5o c @
Lateral flow reporter Fluorescent reporter
Target sequence Cas enzyme ctRINA For example, FAM-bictin labeled ssDINA For example, FAM-BHQ) ssDNA
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How to choose the LAMP products

DMNA LAM-LOQ-1
- j| ]

BAE ey

RINA ET-LAM-LQ-1

E A PCR, &M SCHAE K EA4oEve green)

DNA | LAMLQ-RED-1
B ALk | A ANT e R BEFE TR, TURIEFIEFIAM,
RNA | RLLAM-LQ-RED-1

DNA LAM-LQ-EGR-1 | S o i e
LAMP & 5 3 8 1% ] & Eve Green gﬂfﬁ‘ﬂlfe Green & . &4, L HAQ-PCRAL Hﬁﬁ“ﬁ‘ﬁﬁi

KA ENA | RT-LAM-LQ-EGR-1 s

DNA LAM-CAS-01 || ACRISPR/CasI2bii K, £iH—Fikib|, LA
LAMP+CRISPR A REE, . E5HAE. E5RATESE
RNA | RTLAMCAS-01 (K. (&£iEF#SKE)

DNA LAM-PB-1 15| ARNaseH2 #R4t, R&ES, HRHiE, LELES

LAMP+RNaseH?2 SNPAEM. Tl AN S ERFAEZER,
RNA RT-LAM-PB-1
Bst2 .0 # 488 BST2-1600 AZIEDNA 3, #E4DNAERNITEE .
rl & "9 f = |
”UL”J*NRE*%—% TE‘% (for sk R A RT-TS-LM-2000 &ZEHFTHE, Hm:miE, TEHELAMP.
RNaseH2/RNaseH II e
Kings (442 RH2-250 #mm?r}ﬁi (L
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Professional supplier of point-of-care test products

& www.ezassay.com
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