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fdfey:  PTW Vibrio vulnificus/ Uanazvauny gliduiu/ woudved/ TuTulnaves/
Twa lnavea/ ELISA/ Western Blot
2dudnuel Hanmesad: mawandatudiumuuuaiene lsaaila Vibrio
vudnificus Wlanewav11 (DEVELOPMENT OF VACCINE AGAINST PATHOGENIC
Vibrio vulnificus IN SEA BASS (Lates calcarifer)) mmﬁéﬁmmu%mﬁwuﬁ: iUmes

15, PhD., gnday walnnasmd, oD, 7 Tan v, Ph. 70 nih. U w.at. 2550,
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- wwafiGsnindansnernitie 2 @egniuunsiadisgananen AP 20E Wil
[<f o o . 4 e e .
$ Vibrio vulnificus wagaIodwunoanitiu Biotype 1118391010581 Indole say
o 3 J < os/f '
Ornithin Decarboxylase I,ﬂmj’m‘ﬂﬂ@‘ LAy Biotype 2 Lﬂuﬁﬂ‘mﬂ Hog 111111 Outer Membrane
. ' . = = @ A =} [ a o -4 J
Protein (OMP) #1111 Biotype I 3 1uUsaundni 37 kDa miloufumeiugainuysd ua
. A =4 ar t:i T <3 Sy ey ) = p.:.
Biotype 2 1l5AUMANT 36 kDa uamsifagnsevedluTulnausaiauaueniuwizh 6.5
-1 . [V ad 1 = = =t =S
kDa w141 Biotype 2 1az meiuganuupd dauIndInaneausudtenamnsony ldsiu
F
2 1 W ar . a 3
$1s UAnE1af NI ED4 Biotype AT BN 0w
o Al ' . 9 s kY P
Fadunause I Biotype 1 uaz 2 Tagaian @ muuafize V. vdnificus Tuia?
A ' sd d s d o . .
AraYT iBannneomImenzaw 88 e didun taz 76 We kAN Biotype 1 110E Biotype
2 MUAIRUR 96 21314 HANTRATATY Bacterin LAY OMP H1¥84M9svastaingwan v
9
Yanlsresngunanasimsahaeudvedlusedugand ngualuguetaiivod iy
(p<0.01) ifiaA3 1A BnATA Indirect ELISA Ansaninanes § d1lat lagindu Bacterin
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uaz OMP fiszduneuAvegegaludUami 2 uos 4 awddy uasiiabeavidlunguh
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1F5uiaduiisSunaganinialunquaruquedisifuddgmaadia (p<0.05) lenadoy
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amudumzvoenia s uvenlai 1§y SaSud emaiin Westem Blot wuh a1iilg sy
Sn@vwila OMP TmsasUAUDIHBIBURITLT 43, 33, 17 Az 6.5 kDa daudarii 185y ndu
Bacterin IM1sAoUaLoIABIELAINGH 33 1Ay 17 kDa ud Tuianadt 17 kDa thesfinruilu
suluTunuiiadewnuou Tsaudanudunnuasimsasuausannlamasss
dsgd@nFamlunmsqulsadouuniife V. vulnificus wuhinduRsaesiinliim Relative

. V@ oA & o 1 1 o
Percentage Survival (RPS) 11fuf 93.40 nfesidum daunguniuguiian Rps dlu o nlofidud



46910497: MAJOR: AQUATIC SCIENCE; M.SC. (AQUATIC SCIENCE)
KEYWORDS: VACCINE/ Vibrio vulnificus/ SEA BASS/ IMMUNITY/ ANTIBODY/
MONOCLONAL/ POLYCLONAL/ ELISA/ WESTERN BLOT
WALAILAK NILCHAIRUTS: DEVELOPMENT OF VACCINE AGAINST
PATHOGENIC Vibrio vulnificus IN SEABASS (Lates calcarifer). THESIS ADVISORS:
PRAPASIRI BARNETTE, Ph.D., SIRICHOM TUNGEKAO, Ph.D., SUPPALAK
PUTTINAOWARAT, Ph.D. 70 P. 2007.

Two isolates of bacteria from diseased seabass Lates calecalifer, Bloch were identified
by AP 20 E test kit and were found to be Vibrio vulnificus. Since Indole and Ornithin
Decaboxylase were both positive indicted as Biotype 1 while Biotype 2 were both negative. The
result of the Outer Membrane Profein (OMP) showed that Biotype 1 contained 37 kDa proteins.
This was similar tathe bacterial family in human, but Biotype 2 contained mainly 36 kDa
proteins. The reactivity of monoclonal antibody specificallyin 6.5 kDa was found in Biotype 2
and in bacterial family isolated from human. Polyclonal antibody was found with a different
specific protein in Biotypes like that from the bacterial family in human.

Vaccine mixed between Biotype 1 and 2 was developed to prevent bacterial
V. vulnificus in seabass, Since the cumulative rate of 88% and 76% from Biotype land Biétype 2
during the 96 hours experiment, the result of Bacterin and OMP vaceine intraperitoneal injection
into seabass showed that fish between the two groups developed more antibody level than the
control group statistically (p<0.01). Upon testing with Indirect ELISA technique through the 5"
week of experiment by using Bacterin and OMP vaccine injection, the antibody levels were at
their high peak at week 2 and 4, respectively , and the amount of white blood cells that received
the vaccine remained higher than the control group statistically (p<0.05). Upon testing with the
specific antiserum of vaccinated fish via monoclonal antibody anti seabass immunoglobulin from
Western Blot Technique, it showed that OMP vaccined fish responded to antigen 43, 33, 17 and
6.5 kDa. While the bacterin vaccined fish responded to the antigen 33 and 17 kDa, the monlecular
weight at 17 kDa was possible to be an excellent immunogenic since the staining revealed an
intense amount and more response occurred from other fish. Both vaccines gave the same

Relative Percentage Survival (% RPS) at 93.04% and 0% as for control.
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