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Abstract: The present study established a real-time fluorescence loop-mediated isothermal amplification (LAMP) method for detecting
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the Anisakis typical in imported aquatic products:-According to the mechanism of LAMP, three sets of specific primers for targeting the ITS2

rDNA were designed for specific identification of target genes . The specificity of primers were tested among Anisakis typical, Anisakis simplex,

culata, Anisakis ph ris, Anisakis nascettii, Hysterothylacium Spp., Contracaccum Spp. and Gnathostoma spp.. The
sensitivity is‘MP method was tested with the template concentrations ranging from 1 ng/uL to 10 ag/uL, which was 100 times higher
than theraditional PCR method. Besides, 15 times repeats were conducted at the detection limit of 1 fg/uL plasmid template. This LAMP
method was used to detect Anisakis typical in 41 samples imported from different tropic countries and areas, and its false positive rate was zero
compared Wwith the conventional PCR method. The established real-time fluorescence LAMP method is suitable for specific 4. #ypical detection
in imported aquatic products.
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Table 1 Sequence of primers for the real-time LAMP

HE/EA S R3] (5-3) 714K B bp

F3 CACGGTTCCTTGCTTAGTT 19

B3 TACGAACATTATCGCTTCTCG 21

FIP(F1c+F2) GCGGCACTTTTGTGACCATCCAACGTCTGCTAAACACTAGA 41
BIP(B1c+B2) TCATAGTGGCAACAACCAGCATATTCCGTTGCCGTTTCAT 40
LoopF CCAACACCTCTAGACACCAG 20

LoopB ATACTAGTAGGTTGGCTGGTTG 22

123 Jrxatiz Agarose Gel DNA Extraction Kit Ver.4.0 7l &r, %[

I LAMP 5|85 5190 F3. B3 X LR F o2k it
FEKZH DNA #£47 PCR ¥4, {#iH] Takara AFH]
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ig.1 Detection of reaction efficiency of the real-time LAMP
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Fig.2 Assessment of specificity of the real-time LAMP assay for
Altypica
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Fig.3 Assessment of sensitivity of the real-time LAMP for
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Table 2 Detection results for detrction A.typica by real-time LAMP method and PCR method in samples

kiR e LAMP PR
rAbE AR FE AR s 22 /% fAbE A PR %
i 10 10 0 10 0
KA 23 23 0 23 0
ERiF:3 1 0 1 0 1
i A . A 80.5 . . 80.5
RIHEE 3 0 3 0 3
Bt 41 33 8 33 8
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