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Contents Hets gvnilable at Scienceine
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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 e
Wb iyl h ENG] 1hs

* Depanmment of Marvee Life Sames, e Nenonid Unierray, Ja 5o Govermng Province 83545, Higaukdic of Korna
" Martar Bolence futiive, Jgu Neniond Univeray, sl SeiCGmerning Privince 453337, Sepalilc of Korte

ARTICLE ENFO ABETRACT

Mfiomimsts s couses sruticoc| Ranss Bn eulvared ollve fsanders {Pornlichife s¥mert), lmadng o reonemic

Keivwonts

iarelereris gvhlun lowsey fm Aquacnlione in Karen, Quantiiasdve evaluagios of tin dabitin of M, avide (= foportant bo dessdopan

::ui!':l' ffertive vaccine or chematherapeode agenc agains i, Wi wsed a colorimiirc aasie based oo the reduction of 3.
o i [4-Edbaphaenyi-3-(4-nl wophenyly 5-{2 4 cisulfophenyl - 2H-wrtrzollim [WST-13 60 queritify the iability of M.

@virfus. Uising this methed, we investigared the effect of protess infibibon om die visbiliyy of M, ovids, The sy
showerd a eleas difference in the optical decsity (00} of cver 707 eiliones, asd the meaDoprotesse inhibiers 1,
14 haraling mnd athylenedinmi cetic actd (EDTA) oduced the whabslicy of M. avihu 1 meare than
W e used Wl enncensration of 5 mbd and 900 M, reepestivily. Howoves, differsnr morpianlogical changes
m the parasie wor okierved when exposed o thess two inbibizors. Thess resals Indienie tar the WST-T agsay

& almpde imd rellichle mithad 19 quaniafy the visbility of M. evldu, and Aoy e

TarjErs

tar tha dvelopment of ogesne and yuocines o conmred 3 weses infecricn

Eewticociliatosis is a- serlous poarasitic diseass of o broad tange of
miariee flah caused by about 20 species of wissllukar ciflinte parasies
ko sowticucitlazes and expecially Miamsensic avidus has been causing
mnss merrality kn cultured olive Bounders, Poralichefns olivaceus in
Kopea [1,2], Several srudies have been conducted fo find chemother-
apentic agents (antiparasites and anciblaties) againe this garasite. The
effect of varimas chemicals an the wiabiliny of the paragite have been
evalusted om ehe basis of thesr matitioy and morphotogical changes
[3-6]), Howeres, coly few pazasites counted in these methods snd henee
the metheds are wnable o quantdy and determine accurnte effoctive
deses of the chendeats, The aim af this study i w establish a2 smpls and
obdective mothod to quantify the effect of different chemicals on the
vinbility af this parssite

WET-1  (2-{d-ladophenyl}-3-{4-nimophieny11-5-12,4-disullophenyl)-
ER-tetrazolinm), o tesrazolium sl s reduced o s colored farmazan
compounes by succinate-temazelium reductase, which exiss ln viabie
cells, ond thereby can provide a sensidve apd peeurmte method 1o
measume cell veability and protiferation [7). In sdditicn, WET-1 sesey is
akso used for the guantification of parasite viability, and chemossnsi-
tivity (8,51,

The parasific proteises play key rodes in the lysls of bost cell, nm-
triemt niptzice, and immune gvasion and have been studsed ae targets for
vt at chefiotherapeutics against the pamsisie nfection (101

Although previous stafies revesled cysieine protesses secreted by M.
avklis nre impoctant faciors influencing the vindenos of the parasite
[6.01 ], there are no reparis an the effect of protease inkibitors on the
wlabkliry ol M avidus, In the present siudy, we investgated the effect of
protease inhihitors on the viebdlig of M. evidhe wing the W5T-1 anay,

Migmisrsls avidre was Bolared from the beains of cultured olive
feimders which having scuticoctlinfons, m Jefu April 2014, The para-
sile wias cultivated wning fat hea) minnow (FHM) calls in L-15 Lefbovics
medium (L-15 Sipma) supplementsd with 10 fetal bovine sefum
[FRS), 1% penJ-:I.“in. and 1% sireptomycin st 20 " and sub.coltored
every 5-T days. The culfured M. ovidos sas harvested by centrifisgation
at 4y for 15 minbe 10 °C & concentrated by centrifugation at 6508
for & min at 20 € The supernatant was discarded, and the pebleted M,
avidis was resuspended and washed fwice i artilcial seawsies, The
final ‘comcentration was adjusted 10 7.2 = 10°7m] which was serially
dilated len-fold 1o 72 » 10%ml, The assay was conduceed in flat-
Bodiom, S6-wed plates. Cne handred microliters of the cibine suspen
sen were added o each well, and the plate was incobated at mam
remperatng (20-25 “CF for 10 min, Ten mieraliters of W5T-1 salution
was biven ndded 1o the mispension and the plate wes incubated funber a1
room lemperazare for 4 he 4 micruplage render { Multishan GO, Thermne
Bcientific) sot at 440 pm with & reforence wavelength of GO0 nm we
uged 1o redd the piates, every hoar.

* Corresponding suthor ar; Jeju Navonal Univirsicy, Jepa Clty, Jefo Ss0f Goveming Province, Repubdic of Korea,

Emoll address: jefeed peonu oo ki L5 Lesl,

hips S ol g/ B0, L0EST prind 0G0, L0203
Hereived

7 Dxrober 2008, Recebved dn revised foem 22 Pebrasss 2000 Srcepted 24 February 20820

Avarlable anlioe 73 Februany 2020
1386769, £ 3020 Bsevier B, AL dghts rnearved.
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