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Short Communication

Evaluation of the effect of protease inhibitors on the viability of Miamiensis = .

5 | )
avidus using the WST-1 assay ==

Wb b Lhs

* Depanmens of darwe Lifr Somes, Jmr Menoned Untersty, ma&wmm Fpubliz of Koreg
" Marine Solence funine, Mgy Nefiomd Univeuty, Jal SaYmermg Privence AR333, Bepalilc of Kiree
ARTICLE INFO ABSTRACT
Keywands: Mffarmiersts evidhus couses scuticoe| Bansis in eulvared olive lsanders {Porolichtfos slmcrm], leadng 1o reonemic
larsberris Bvklue lowsny fm aquarnloune in Konea, Quantitasive evaluagion of the wiabidiee of M. avidi 18 impartant to devedopan
:{;“i'h' rdfective vaccine or chemotherapearic agent agabont i, W ssed 4 calorimetric assay based oo the reduction of 2.
by [4-Endaphenyi-3-{4-nl rophey] ) i-(2 4 -disufophenyl - TH-trrrazallim [TWET-1) t0 quantily the viabdity of M

@vithus. Uslng this methed, we invesiigaied the effect of promess inbibiton o te vishilisy of M, avides, The ==y
shpwed a eleas difference in the optical deosity (00} of cver 107 eiliones, asd the mealloprotesse inhibibers 1,
1 heraline mid athylenedi cetic achd (EDTA) toduced the viabsility of M. avidh 1% mare than
P st 180l 41 esincmsrasion oF § mMd and 100 1M, respetivily. However, difierent mospialogical changes
In the paragite wern observed when exposed to thes two inhibizors. These resalis Indicoie thar the WST-1 assay

b5 simpde ismd rellihbe misthead 1o guanify the vishility of M. evldus, and oy BEE 1

Targets

for tho development of ngems and yuecines bo control AL e infecrios.

Ecuticocliatosis is a serlous parasitic disease of o broasd range of
miariees fish cavsed by about 20 specie of unicallubar cilliote parasites
kmewm sowticociilates and especially Miameersis avidus has been causing
mass morality i cultured olive Bounders, Porolichefns oliveceus in
Kopea [1,2], Several srudies have been conducted fo find chemother.
apeutic agents {(antiparasites and antibloties) againet this parasite. The
effect of varkmas chemicals on the viabiliny of e parasite have been
evalusted om the basis of therr motitioy and morphological changes
[3-£), Hawewes, only fetw parasites conmted in these methods and henee
the methods are wniable to gquantiy and determine accurate effective
deses of the chemdcals, The aim al this stody i w establish a simple and
abjective mothod to quantify the effect of different chemicals on the
winbiliry af this parssite

WET-1  (2-{4-lodophenyl}-3-{4-nitopheny])-5-(2.4-disuilophenyl)s
ZR-tetrazolinm), o tefrawolium sl i reduced o ity eoloted fannazan
compounss by succinate-temagolinm reductase, which exise in viable
cells, ond thereby can provide a sensidve and oot methed 1o
muesstme cell veability and probiferation [7]. In additicn, wsr 1 euny I.u

Although previous stafics revesled cysieine proteases secreted by M
i fire impostant faciors influencing the vinderce of the pasasioe
Ga1l, ﬂltemnnmpnﬂsunlbe:ﬂh:rrﬂ'pﬂm inhdbitors on the
wiabiliry ol M avidus, In the present siudy, we investigated the effect of
protease inhihitors on the visbdlity of M. gvidho wing the WST-1 ausay,

Migmiarsis avidre was bBolated from the beaina of cultured olive
Aotenders which having seuticocllisoss, in Jefu April 2014, The pam-
sibe wins coltivated vaing fat hesd mimnow (FHM] cells in L-15 Lefbovirz
medium (L-15, Sigma) supplementsd with 104 feal bovine sernam
[FBS), 1% pentctilin, and 1% sirepiomycin b 20 "€ and sub-cultured
every 5-7 days. The culfured M. mados was harvested by centrifisgation
at 460y for 15 min of 10 "C and concentrsted by centrifugation at 6508
for & min at 20 "€ The supernatant was discarded, and the pebleted M,
evids wis resuspended and washed twice lo artificial seawater. The
final concentration was adjsted 10 7.2 = 10°7m] which was seelally
dilated ten-fold w0 7.2 = 10%ml, The assay was conductod o flat-
Botiom, Sf-weld plates. One husdoed microliters of the cifinse sospen
den were added 1o each well, and the piale was incohated &t mam
e (20-25 “C) for 10 min, Ten mieraliters of WST-1 solution

also used for the guantification of parasie visbility, and
tivity {8,491

The parasitic proteases play key roles in the Iysle of bost cell, no-
trient miptaice, and mnmtrws'ln'nlnd have been studbed ne targets for
varcires ar chemotherng gainst the pamsitic infection (10,

was Ehen added o the suspension apd the plate was ineubated funber a1
room lemperasare for 4 he A mieruplate reader {Multishan G0, Therne
Bcientific} szt at 440 nm with a reference wavebength of S00 fm waas
used 1o redd tee plate, every hoor.

*Corresponding author az; Jeju Navkanal Universiry, Sefa Cliy, o 8631 Goverming Province, Republic of Korea,

Emall addres: jeheeS i ac kr (. Lee’

higpessdolarg/ B0, L0 porind 0G0, LO20sa

Received 7 Ocrober 2008, Rereived In revised fuem 22 Fetraary 2000 Avcepied 23 Fehruary 2000

Avallable anline 39 Februany 2020
13805768, £ X020 Elevier LY. AL rights nesarved.
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