]
=1

FoINNTANUT msnaaTlsaunlslunsiiane lsautoos Taga

Alae Wy Igns
a <) =)
MU Funil
WUmsnmn 2550
U 1\
UNAREo

Y
MIAAUUARGOUNTUAY  Burkholderia pseudomallei unsziddonnE1g
= [~ o Y a A Aa Y = A o =2
Reunauiuaungiliinemsdediala Taomwzlumedauvelszmalnelionsigads

YA A o A v o a dy a A o
20% ﬂlﬂﬁﬁjﬂtﬂuiiﬂ Luﬂ\‘]mﬂﬁﬂ‘]slmzfﬂfﬂi‘ﬂﬂa18ﬂUﬂ15§lﬂl‘]ﬂ@LL‘Uﬂ‘ﬂLiﬂl!ﬂihaﬂﬂﬂqﬂiu

A o Y JYaan o [l [ dy Y1 Y a dy Y c?/‘
NISUTIADA “VnGlWLLW‘V]EJEJ'JH%%El’fﬂfnﬁ1Nﬁ1NWiﬂUQ%Vlﬂ?1§jﬂﬂﬂﬂﬂl“ﬁ@ B. pseudomallei P4UU

aa o Y a A =KX A o @ An A A A dy = 9 9
fnﬁ@lﬁ’mﬁu%ﬂEl“VINW’E'J\ﬂJJ;]U@IﬂWﬁNllﬂ'JuJﬁ1ﬂiUu LLa%'J‘ﬁ‘ﬂﬂﬂq@ﬂﬂﬂWﬁLWW&“ﬁ@%ﬂ@lﬂ\‘lﬁl%

1 191 Aa dy A a A 9
NAUIUNINNIT 48 HU. umjﬂaammﬁmﬁluﬂﬁwmaa@mmﬁam@"l@m&flu 24-48 WU. Uag

o v Aas Aa o A <3 an & A a 1o o Y Qddy
I ITUITNITIUINYNGTIALIIY ITHUN ﬂ@ﬂﬁﬂi’]ﬂ‘ﬂNfJﬂJyju LLG]“]J‘D‘Q‘U‘H WaN13INIIINIYITU

A A

] v Y 1
delutianuingedomivawe  esnindlilimsdunueuAnundumnzveude  Faiinaw
o o 1 ) 9 aa o = Qs}l dyd A ~ c?/l a
Sufusemaiunldlumsasitens msfnyluasaliduiownan msnudune 4 wiia
1aun Bp7 (Genbank No EF413059), bipD (Genbank No EF120623), Bp3SCI (Genbank No
EF413060) 1182 Bp3SC2 (Genbank No EF413061) fimsuaaseonludiiledrslsnmdensIa

aa o

a [ 3 = 1A qg/’ a ] o Y a a 9
Fr F9TUTIMANTUNT 4 ¥ila Uz lFlumsasiniiene lsamaoes Tage 1a
= o A4 = Y, a ' A Y o A A
msfnpnsail 391A lnaudunaazsiladigames pGEX 4T-1 1owan
= = [ 1 o 7 =1 % =% 1 1 [ dy
Ts@unnduaena1n d1m5unsANY1 Immunoblotting IAgNATOUNUFTUTINUARZNGUAT
A v YA Y a a A v Y Y a di‘ d' =5
F3u3mv0dilrwan lsnmaees lada G3usmvesdilioarslsndakodns 1asdiusIuves
Audnd wuTUsAu GST-Bp3SCl wag GST-Bp3sC2 lufianusdumizaedsumuaooslade
uazih TlsAuniinavinddsuswvesdihedelsawaoss Tada 1dun Tisdu GST-Bp7
P2 1
uaz GST-BipD lilvhsgnT ienmadeuiudiuaaz 19818305191 I UALDAILG Tad
] [ o I o w ]
wu manu ' vazanusumnzveallsdu GST-Bp7 1H177.8% 1ag74.4% sudiduuaaiy
anvazmmzuesllsau Bp7 mld luansadaldsdn GsT oonld 3aliaunsamainiu
o = a Qd 9 o (% o =
1 wazanudumizvesllsdunians Bp7 18 dmsuanula vaganudumzuesllsau
. < o w A o = =
GST-BipD WU 77.8 % uaz 90.0% mud1wy taziedae11Usay GST senwuiianuls

o A dg’ <3| o w o Y Y
HAZANNIUNIZEN DU 1 100% g 91.1% N1uaIay ﬁ]WﬂWﬁﬂ’lﬁﬂﬂﬁ@\iﬂflﬂﬁﬁqﬂVl@]UW

3



. 1 [ 1 9 I 4 o [ aa o a
T1/s@u BipD Heziidnenwiieanesensiaviunissedmsumsitne lsawaoosla

Faao 1l

4)



Thesis Title Production of Antigenic Protein for Melioidosis Detection

Author Mr. Monton Visutthi
Major Program Biochemistry
Academic Year 2007
ABSTRACT

Acute septicemia dued to gram negative bacillus; Burkholderia pseudomallei
may cause to be dead. Especially in northeast Thailand, mortality rate of acute infectious is up to
20% of all patients. To differentiate melioidosis patient from other gram negative bacterial patient,
clinicians required some experience because both of the cases have same clinical signs. Thus
accurate laboratory and rapid diagnosis are required for melioidosis. Although, cultured bacterial
identification is acceptable as the best method however it required 3-4 days to obtain the results.
However, acute septicemia patients die within 24-48 h. Therefore, immunological methods have
been approached for melioidosis detection. Although, immunological methods conduct less than
12 hr but the result is not reliable because specific antigen for detection has not been found. In this
study, Bp7 (Genbank No EF413059), bipD (Genbank No EF120623), Bp3SCI (Genbank No
EF413060) and Bp3SC2 (Genbank No EF413061) that were found to express in melioidosis
patients. Thus we hypothesized that they can be candidate antigens for melioidosis diagnosis.

Each gene was cloned into expression vector, pGEX 4T-1 to produce the protein
and each protein was tested with pooled sera, including pooled melioidosis sera, pooled other
infectious sera and pooled normal sera by immunoblotting. The proteins which showed positive
signal with the pooled melioidosis sera were GST-Bp7 and GST-BipD. The purified GST-Bp7 and
GST-BipD protein were tested with 117 serum samples. The specificity and sensitivity of purified
GST-Bp7 and GST-BipD protein were 77.8% and 74.4% respectively. As the GST-Bp7 protein
was not able to be cleaved the GST fusion protein with thrombin. Therefore, Bp7 protein was not
tested with each patient’s serum. The sensitivity and specificity of GST-BipD were 77.8% and
90.0% respectively. After cleaving the GST protein from GST-BipD with thrombin, the BipD
protein showed the sensitivity and specificity up to 100% and 91.1%, respectively. In contrast, the

GST-Bp3Scl and GST-Bp3Sc2 protein were not specific to pooled melioidosis sera. In
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conclusion, the BipD should be one candidate to evaluate with endemic area serum for developing

melioidosis diagnostic test in the future.
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