Uszmuodu quuwia : madnumihiuazanuduiusvesladuunmvefnwuires
l'é) = o4

lawaniniyenuniiSe Vibrio harveyi (FUNCTION AND PROTEIN- PROTEIN

INTERACTION OF CHITIN CATABOLIC SENSOR/KINASE FROM VIBRIO

HARVEYD. p1136n1f3nun : faneenans191sd as. wilm1 Suudmdn, 76 wih

msfnwiumsAnsmihiazaduiusveame narainmuses Tilsiu He
Fulsiuiedludrumeinaraduesallsiulafuuamuednmuaed/lauaiiidod
VhChiS_SM waz Tsaufinanusumzdnihaalalnled Tnusana lsdniisedn VACBP
Viniseuuniie Vibrio harveyi%11ﬂmiﬁﬂyuﬁmﬁ’uwuiwmiﬁwmﬂmﬂﬂsﬁu
VhChiS_SM azgnaaugu Tas Tilsfiu PACBP FezaszduldinansinmvesTusiu Chis
wnzrhlfiAamsudasoonvoduAiianuAndefunszuumsderaaelafuneluife
wuAfite ¥, harveyi Faluszuunes Escherichia coli awviui BL21(DE3) TnoTdsAnee
gﬂﬁﬂﬁ'ﬁ?qw%ﬁwmmmaﬂmmmih.mzsiaﬁmﬁaﬁ&?iu MSUENMIUANIANANYDILTEY
uazgamuiunisusnawvuiavesllsdiu s Tsfui 14 lndaTnd Tnauea
woudved TamirTUsAufius qnidamriilunszarumaiionus White- New Zealand
$1uan 2 9 1ite a9 1y5d@u VAChS_SM uag VACBP Twd Tnauoaueudved 1inms
naaoanu Ind lnausauouAvedyila 4ChiS_SMuaz PACBP fanuduwzea lUsau
VhChiS_SM itaz VACBP audiay ulwpnnuszae TlsAuriiadusnmeuniite
Vibrio wennnidawuimeudedsiia VACBP fanudumedaTusiu CBP fnainide
Vibrio harveyimuyug 650 ndaninminszdudlsladu vinnisasienianuduriug
sen e TUsAY VACBP nag VAChiS SM aaemain pull-down wua1 PAChiS_SM gnwe

gonumieniyu CBP #inan ¥ harveyi 650 o510 ldmaaes Tlshudianuduiudiu

- =i d @ i
TVNITUAN awilotoindnun \)‘ .mqﬂu =

P o -
Fmsdinmn 2562 AwileFe01915ENdTnE
meilodenrnsdnlinyi Ugﬂ\q\/a g\.«\)/




PRAKAYFUN UBONBAL : FUNCTION AND PROTEIN- PROTEIN
INTERACTION OF CHITIN CATABOLIC SENSOR/KINASE FROM
VIBRIO HARVEYI. THESIS ADVISOR : ASST. PROF. PANIDA
KHUNKAEWLA, Ph.D. 76 PP,

CHITIN/ PERIPLASMIC SENSOR DQMAIN CHITIN/ CATABOLIC SENSOR/

KINASE

The periplasmic sensor domain of two-component chitin catabolic sensor/kinase from
Vibrio harveyi (namely VAChiS_SM) is located in the periplasmic region and it-controls
the gene expression involved in the chitin utilization system. The recombinant VAChiS_SM
was highly expressed in the Escherichia coli strain BL21(DE3) express on the system and
purified by Ni-NTA, anion exchange and gel filtration chromatography. The purified
VhChiS_SM was proven to be a monomer of 36.5 kDa. A synthetic gene encoding VACBP
was used to produce a monomer of 61 kDa molecular mass. The purified proteins were
used to successfully immunize two New Zealand white female rabbits to obtain anti-
VhChiS_SM and anti-VACBP polyclonal antibodies, and the FAChiS_SM and VhCBP
polyclonal antibody were found to react strongly with VAChiS_SM and VACBP,
respectively. they did not cross-react with other Vibrio proteins. Furthermore, an anti-
VhCBP antibody was also found to react strongly with native CBP in V. harveyi type strain
650 after induction. Pull-down assay was used to observe the interaction between
VhChiS_SM and VACBP, which shows that FAChiS_SM co-elute with the native VACBP,

indicating that they are endogenous binding partners.
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