UNANNIALY

NTHARINALARUAALAURALAANA L WIzARANY TUINaUAURIla A
Production of Polyclonal Antibody Against Immunoglobulin of

Tilapia Oreochromis niloticus
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nuddeifunisudnueuRiinainuyaianannizsednyiuinaydu (Ig) 2esdaniia (Oreochromis niloticus)
Tnaiannsaansefunidniueeslaniiasoallsiiu bovine serum albumin (BSA) F5uwesianfailfaiuisonnaznen BSA
Tnethdsuaesandalinaniullssiu BSA Tinznaues Ig/BSA complex uaziinluignaiAniulumyaisasnsondnuenidsu
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PfANAINzuA LUy |g 1eetanfiarisnneesllsfiuaisana (heavy chain) auiadszanns 78 Alamasuuas
lusRuanadu (light chain) aunatlszuim 23 flaanasuiianadauiaads Western blotting wsadnelsfinuuawdFuinlfged
weuAveAnaNnsnduiullsiu BSA auiatlszunns 60 Alanasuuazesfsznendu) vesdindantadlziuagfion edniusies

uanuaufuense |g lugluedululnausaweuivesia i lfuaufuanndaauamizgaluBunuildarindniuluniideseld

AmdAny : ueuidin  Ualia Buylulnaydu  Audaguyludviadu Western blotting

Abstract

Mouse antiserum against immunoglobulin (Ig) of tilapia (Oreochromis niloticus) was produced by using
tilapia Ig/BSA complex. Tilapia anti-bovine serum albumin was produced first by peritoneal injection of bovine
serum albumin (BSA) and then used for preparation of tilapia Ig/BSA complex by immunoprecipitation. The
complex was then used for immunization into mice for production of mouse anti-tilapia Ig antiserum. The mouse
anti-tilapia Ig antiserum demonstrated high affinity on both heavy chain (78 kDa) and light chain (23 kDa) as
determined by Western blotting, however, the mouse antiserum still contained antibodies that slightly
recognized BSA (60 kDa) and other components in tilapia serum as well. Therefore, further development of

monoclonal antibody should be performed to obtain high specific antibody without limited quantity.

Keywords : antiserum, Oreochromis niloticus, immunoglobulin, double immunodiffusion, Western blotting

*Corresponding author. E-mail : siwaporn@g.swu.ac.th

AIANTIMENAIERTYSNN TN 22 (21TUT 3) Mueneu - FwaAN WA, 2560 596



UNANNIALY

UNU

a '

danfia (Oreochromis niloticus) \ilutlaninanasaivinegnesnids AyaAmiaasegiagaatiauii

al

£
o o

Wueaustl w.A. 2508 auderlaqiiudnisiaastlanfaduadisuninanalulszmea Inaiflasarniaesdte A
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R‘ d” :// = o | % o a dlﬂld o 1 1 \3/’ Aﬂl 1 =
Wil AuafufeseAaueuueaniaauaiwizse IgM aesda1uatiie annse R uuInuinng
HARwaWALeR lugtIndlaaueauausuad (polyclonal antibody - PAD) uazlululaauaawaufiues (monoclonal
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ANNIEY 5,000 9AL/ANITIUAT 10 W7 WENAZNAUNIAATUANUANIAINARAT LALANTaTAtF1LLWlAN -20 °C

15Ul lunnmedeUANNAINNZALE3E Western blotting

AIANTIMENAIERTYSNN TN 22 (21TUT 3) Mueneu - FwaAN WA, 2560 598



UNANNIALY

s [% A
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al Q

Td3hu BSA nvinnasuanldsfiufaeds 15% SDS-polyacrylamide gel electrophoresis (SDS-PAGE)(Laemmli,
1970) T lsinszualniln 80 TnaMifluinan 2 Falug A ntudALgaLTesaatinunfinnllsfugas Coomassie
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Ao Ao a e a | Ao A © a PP \
Panwzludiuaeslaniia wanainiduyulnayaudaulngfinuluifuaesdardadlugin igM Adawalug)
wazHinwinluianatlszan 780 -788 Alanasu (Smith et al., 1993) Mnliindauniiuulddindnlussiu BSA
Avvalszunns 60 Alamnasu  neaiidanunasalignuisaneuauessallsiu BSA ldanaiilasainaanu

wilstsouaasan nnedasainanaeslatusazsaunnsneiu uaznisnaaaufeensiuidasuy TwAnHoduiluds

'
a

AN laAasannsnamasauanyluinayauniauannzsalilsiu BSA liaunwintl doullanndinig
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Wiagnas = wwapznauiiinluaindjidenszundneuauitinaindaniaiy BSA

Wethdsurestlarflanlfnanisneudauaafaninantiy BSA wudninznauaad Ig/BSA complex 2119
Natu kazainnsin lnaaaudiaeds SDS-PAGE wudn lunznauiiunulilsfiuanaena (heavy chain - H) 211n 78

wazanadi (light chain - L) aw1a 23 Alanasuaesanyiuinayauesdadadluwan (i 2-2)  Samseiuuau

TsAugnyuinayauandinaesanfiangnnsefugianiunldlfinnaznaudas BSA (nnil 2-1) uazwuuay
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P

TisAu BSA (B) 2u1m 60 Alamiasuiluunuunae (nnd 2-2) inauiuuauldsiu BSA (nn#l 2-3) epdnamiy

PIEQMUNITNARBITBY Smith WATAURW (Smith et al,, 1993) Aann1sldign1sdsnanatiinlifannsananduylu
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Tnayauaindiuresianfialiluiuiamuinnedmivldaanssfugiduiuluuylilaalifiaouandusies
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nsuananyulnaydaulivignilaanisidinaesdarniuwendnuaadanid mannan-binding protein (MBP)

(Al-Harbi et al., 2000; Lim et al., 2009)
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i 2 unulilsfiuanndsuaeslantiantlgngfAunusion BSA tnatin 1) Fiuaesdantianlfiiunisilgngiaumi

al

finel BSA 2) menauad Ig/BSA complex uaz 3) Tlsfu BSA unvinnisuaniushiuiagda SDS-PAGE uaz
fiauiaafiat® Coomassie blue WeuriLuALTsAUNIATFIU (S) H = heavy chain 1es8uyTuinayau

wasdallaruintszinns 78 ilanasiu L = light chain vesanyuinayauresdaiazunndssunn

23 Alapasiy waz B = 3R BSA aumilszanns 60 Alanasii
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a % v o Y

AMMFUNNIATINADLAINANNIZDIUA AT TN TR 9NN IHA NN gnaR AN uAtenznauaes

'
ado o

Ig/BSA complex faengauiiaguyluanmedy wudiueuRtiunuanlianuyaaannsoinlfiseniudinees
Uanfialdl TnanuunuaznauiAlusz 9NN AU URTINIBIUYINIAIUIU 6/8 Fd (NN 3) AesaNdFuanuy

linauandindosfuuaziinliviinisgadu (pre-absorb) wauRuaANaWIzEa BSA Geilviluaginananiy BSA

feutn linaaaufoeds Western blotting
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AIUNIINARDLAITNANNITLDILBUATINANUYIININNTRATURE BSA fiaeid Western blotting Wu
a aaa ' a = o Ao a % ado o % :/’ a
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2107w 78 wazdnaduauig 23 Alannasuaesduyuinayauaindandia (nni 4-2) usiaenglafinuuauiaiu
nlfgaanunsnduivlysfiu BSA (Nl 4-1) uazlsfinau 2eatanls (nnd 4-2) llesainpzneu Ig/BSA
complex Nldannseiunifniulumyaiuiilsiu BSA trtluegfcauazaailsfingus andiuvesilaniia

a b4 < v dJ S a dt:ll o 1 dl :j o o Y v ac o
Aannfaeidnties avlunstizedueuivannamzsie BSA Nlzlunntiuaunsanidneanlifieeisnisgadulng
n3'li BSA faudidnazlianunsagadueenléunausniuassuanfluiinaeslanlinullssiu BSA luesfilszneu

ay o ¥ Qddy o v v 1 :/I a a
waznistgnaiAniuluyanafaedzianunsaiinliliazan anadnugsenuazduneulunissdeuuausiag

a aaf A a a Aﬂl ] 2= a a o % A
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o
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nwii 4 NINARBLAINANNTTRINBURTINAINUYIsie8Ny TuTnayAuesarfiafaeas Western blotting
Tnendn 1) Tsiiu BSA uaz 2) Tureslaniad FunisLlgngiduriuion BSA nuenlusiugoeia
SDS-PAGE aztiheunulisiiug nitrocellulose membrane wdathuntiufuueuddiuildannuyang
TneweuunulsAudullsiunnsgiu (S) B = unultlsiiu BSA 1uatszann 60 Alanasii
H = heavy chain au1ailszunns 78 Alannasu L = light chain 1unadszanu 23 Alanasu

waz * = unullesfinau inuludiuaesaniia
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{135y BSA ifnTaefinanuidindiu 100 lulasniu/dadans uavliduiy BSA Aiflsed ALNIRBANNE"] ilngann
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1:1,500 ¢ ‘ T
1: 2,000 o T
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