B 224745

e lofaidadnaglu family Coronaviridae Wudn full length membrane (M) gene 1l

b

=

fuluganeaniaoumanzanlunislaauuaznisainlsdiu et lusfunnwmuniuueufiau

=

dmiunsanisdndade lhiafdnfediniedinane, Tuilaqiiufinngdnun M gene 1eiTalafa

A <

el sl ‘4 ! Qs 2= o
#am (PEDV-M gene ) sneugnuenidludssmalnelainnnin ideRanlanisiaau PEDV-M

LY

)
AaneRunuenlilulsemalng dussuuBauuAi®e £ coli UazAn®En

q

gene 100 lnFaRA?

o [

' ¥ H
arduiwg TasEnannnisaiauan total RNA 1eadalifafdnesnainantdidnaesgngniusniiad

Angaanvafugn? AamdnsTyd WeunnsAN WA, 2551 INAUIUA1TWUgNITHAI PEDV-M

gene /985 RT-PCR uazlnauidng pCR®8/GW/TOPO® vector uda subcloned 1 pGEX-4T-2
expression vector KANNTANHINLAN mmmmm@wummﬁ'uéququmsv‘i’ugmmdqu PEDV-M
gene tedelrFaREAmeRufRantdandmdanaFlidnia  wazannmnae  pGEX4T-
2CU/NET/MED/OO1PEDV-M recombinant plasmid Ak pGEX-4T-2CU/NET/MED/0O06PEDV-M
recombinant plasmid 'l§4119% 6 clones aMnRaMuA 10 clones ANNTANENSARLILIATE
PEDV-M gene fisidesiann RT-PCR uaz PEDV-M gene 1 recombinant plasmids fiAn® wudn
fanfuaradiusnanavieuty Ae S 1 open reading frame U 681 bp e
WHBLHLAFULATY PEDV-M gene 1esdelafaiiaaanaiufifisnesly GenBank wudndl
Arnadafuateiuglutlszmalny 96.6-100% aneiufluilszmeay 97.2-909.1% anewuglu
Uszinenwal 97.5-97.9% aneiuglutlszmadiilu 98.3% wazaneiug CV777 98.2% aannag

o

AATILILe
Y

TIERTUAN

@ O o

U uadaw PEDV-M gene saaaneiuglullszimainudlsl dssmadiiu uaz cvr77

AfIALILA LAY phylogenetic tree analysis WU41 PEDV-M gene 18943uinsay3h

ﬁle [Cyd

faduiwandneiu PEDV-M gene 1a4ansiug lutlsemaduninndn Wieufauiiey



224748

# # 5075559331 : MAJOR VETERINARY MEDICINE
KEYWORDS : PEDV-M GENE, CLONING, SEQUENCING

MANUN WONGSEREPIPATANA : CLONING AND SEQUENCING OF MEMBRANE
PROTEIN GENE FROM PORCINE EPIDEMIC DIARRHEA (PED) VIRUS INFECTED
PIGS FROM RATCHABURI PROVINCE IN 2008. ADVISOR : ASSOC. PROF.
ATHIPOO NUNTAPRASERT, D.V.M., Ph.D., CO-ADVISOR : ASSOC. PROF.
SUPOL LUENGYOSLUECHAKUL, D.V.M., Ph.D., 88 pp.

Porcine epidemic diarrhea virus (PEDV) belongs to a member of Coronaviridae.
The full length membrane (M) gene is an ideal candidate for cloning and protein
expression in order to develop recombinant antigens for serological detection of PEDV
infected pigs. Recently, there have been a few reports about the study of M gene of PEDV
(PEDV-M gene) from Thai field isolate strain. Therefore, the purpose of this study is to
clone the PEDV-M gene of Thai isolate PEDV into E. coli and to analyze the sequence of
this gene. Total RNA of PEDV was isolated from small intestines of infected newbom
piglets in a pig farm from Ratchaburi province in January, 2008. The PEDV-M gene was
amplified by using Reverse Transcription-PCR (RT-PCR), cloned into PCR®8/GW/TOPO®
vector, and subcloned into pGEX-4T-2 expression vector. The results of this study showed
that PEDV-M gene from Ratchaburi province was successfully detected. Six clones of
positive pGEX-4T-2CU/VET/MED/001-006PEDV-M recombinant plasmids were selected
from total ten clones. The PEDV-M gene prepared from RT-PCR and PEDV-M gene in six
clones of recombinant plasmids were completely sequenced. The PEDV-M sequences
showed the similarity of 681 nucleotides. The analysis revealed that PEDV-M gene in this
study had a high homology compared to other PEDV strains selected from GenBank at
96.6-100% with Thai isolates, at 97.2-99.1% with China isolates, at 97.5-97.9% with Korea
isolates, at 98.3% with Japan strain and at 98.2% with CV777 strains, respectively. As a
result, phylogenetic tree of PEDV-M nucleotides in the present study demonstrated the
PEDV-M gene in Ratchaburi province had closer relationship to China isolates than Korea

isolates, Japan isolate and CV777 strains.





