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Short Communication

Evaluation of the effect of protease inhibitors on the viability of Miamiensis 1]

avidus using the WST-1 assay L
b gl ER] 1h,s

* Pepammens of dfariee Lifr Sames, Jey Menongd Popersy, Jﬁu'&n’-@mmrm Mguldiz of Korna
" Marine Solence i, Mgy Meriom] Unerniy, gl Ssi-Gmerning Province (3333, Sepulie of Koree

ARTICLEINFOQ ABSTRACT

Peficrmirvts oifus couses scutioocifmnsts i eulvarad ollve Meanders {Paornlichiys almsrns), lmdng 1o sconemic

Kejwangs

Miareberaiy avidun losses im aquarnloone in Karen, Quantiiasve evalaagion of te wiabdity of M, avidu (2 important o developan

::.“i!':l' idffertive woocing o chemotherapeorc agent againgt i, Wi wsed 4 colorimetris asssy based oo the reduction of 2.
oo [4-budaphuenyi-3r{4-ai tropheny Ty S-{Z A-disulfophenyl - 2H-prtrazoliim (WST-13 0 quanitily the viabdlity of M

@virhus. Uising this methed, we investigared the effect of protess infihivan om die vabiliyy of M, ovidus, The sssay
shnverdd o clear lllll'mmnr in zhe Dp:lu] dermity (T of over 707 eillares, asd the e caDoproresse inhihiters 1,
L o herling mid o i tetic acid {EDTA) rodiced the wiabaliny of M. aviduy I imre than
W wlen used W cancensration vuf S mbd and $HG 0, respostivily. Howover, differenr mosptalogical change
Im the: paragian ween observed when exposed to thes nwo inhibisors. These resalis Indienie thar the WST-T assay

b slmple imd mellidhln mithad 1o quaniafy the visbility of M. evldus, and Moy

B Hin targers

far tha davelopment of ogese and yuocines o contred 3 oeskes infecrics

Eeuticociliatosis is a serlous parasitie disesss of 4 broad tange of
miarieen Mk cavsed by abont 30 specie of wriosllubar cifliote parasiies
kmerwm souticocitiazes and especially Miansersis avidus has been causing
mags morality b cultired olive Bounders, Poralichefiys oliveceus in
Kopea [1,2], Several srudses have been conducted fo find chemother.
apentic agents (antparasides and antiblotics) againe this garasite. The
effect of varkmas chemicals an the wiabiliny of the parasite have been
evatusted om che basis of thesrr motibioy and morphotogical chamges
[3-6]), Havnewer, paly few pasasites coanted in these methods and henee
the methods are wnable o gquantdy and determine accurate effective
deses of the chencals, The aim af this study i o estallish 2 smplbs and
obdective mothoed to quantify the effect of different chemicals on the
winbility af this parssite

WET-1  (2-{d-lodophenyi)-3-(4-nitwophien 11502 4-dixullophenyl).
ZR-tetrazolivm], o resrazalium sl i reduced o e colored farmazan
compounds by soccinate-teirpzolium medactese, which exims |n vialle
cells, ond theseby can provide a sensitive and acrurace method 10
messtme cell veability and probiferation [7). In additicn, U.IST 1 susny u;
aksn wsed for the guantification of parasite viability, and «

Although previous smifies revezled cysieine professes secreted v M.
thilehii nre impoctant faciors infleencing the vindence of the parasite
[6.01 ], there are no reparis an the effect of protease inhibitors on the
wlabiliny ol M avidis, In the present sindy, we investigated the effect of
protease inhihitors on the visbdlitg of M. evidie wing the WST-1 ausay,

Mramiergs aviioe: was Bolaped from the bragns of cultured olive
flonenders which having scuticocllisoss, i Jeju April 2014, The pam-
sibe wins caltivated vring fat head minnow (FHM) cells in L-15 Lethovics
mediam (L-15. Sigma) supplementsd -with 10 fetal bovine serum
[FRS), 1% pentcilling and 1% streptomycin at 20 "C and mub-cultured
every 5-7 days. The culfured M. ovidos sas harvested by cenirifizgation
at 4idg for 15 min b2 10 °C and concentrated by centrifugation at 6508
for & min at 20 C The supernatant was discarded, and the pebesed M,
avidis was resuspended and washod twice ln artificial seawater, The
final ‘comcentration was adjosted 10 7.2 = 10°2m] which was serally
diluled fen-fald 1o 7.2 = 107ml, The sssay was condoceed o flat-
Bodiom, S6-wel plates. Cne huodred microliers of the cibine suspen
wed weie adkled o #ach well, and the plate was mcobated &t moom

p {0-25 ) for 10 min, Ten microlitors of WST-1 soluen

tiviey (8,91,

The perasitic proteises play key roles in the lysle of lost cell, no-
triemt mptaice, and immme ovasion and have heen studied ne targes for
vacines or chemotherppeutics against the pamsisie nfection (100,

was bhen added to the mispension apd the plate wes Ineubated lunber at
room lemperazare for 4 he A microplate reader { Multishan GO, Therine
Sceentific] sot at 440 nm with & reforence wawtcnn;m ol GO0 s W
e lo redd e piates, every hoar,

* Corresponding suthor az; Jeju Nadonal Universicy, Sefa Gy, Jego Sell Govemang Provinee, Bepubbic of Korea,

E-muoil address: jefiond jrsonu oo ki [ Lee],

higpesS s dolorgs B0, LEST. parind D020, L2083

7 Ckrober 2008, Recebved dn revised foon 22 Febrasss 2030 Sccepted 28 February 2020
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