213679

= o ; YR ar =1 = (%
auaduil laAnwiguanyuzvedunsuangaiialuszauTuana Tasns lnay
= = o a o w o P o Py =Y
dunsmangmiiliuannduaiia Fawannmemsrnuiing Te IndveBunsuangmlua
1 A A =Y =2 dd? 1w 1 L) = 1 -
WUIDURVIIA 2,493 M50 2,594 T9ad 1o Inavuegiuvuiavesdiu 3° UTR Budiuiignuia
o ) = s & o o = Y o o o =)
sHatvun 2,001 Hndle Ind FaulasvadlunsaeziiTu'ld 696 §7 mndreuvensaoziilu
Wy anumiloudunsmangadiuain darniuuasnniigade  78% diudause
- & L2 ~
lszneudas Cys 272, His 332 uag Asp 355 Funioutunsiuangliuasia darnuuas Tag
4
inaduwIzveIm mangalud 91nvelariia uasanuuauniiounuas Cys 272
£ y
iminTuangavemswangaduaniniaiiai ldsnssufe 78.9 Alasadu uaziial pl
t W = o =
Y 6.31 M3AnINsHAasoenvossAouiuuuinswangaliualu £ .col TavmsInau
~ =y o - ' 7= o
SaouBuuuins mangmlumdng pET 32 (a) wanaila uazfiimsAnuImsuanoonyod

Tsenungamgd 20° ¢ Taomsnszquldinsuie TlsAudae PTG TilsAufignanasenuinin

4
a oy

o o o = o o . .
wraa gniiliuSgnitazaseaeufanssuveuon lailagldmann1s incorporation Y04
fluorescence amine (monodansylcadaverine) A1 N, N’ dimethylcasein wals m;ﬁﬂﬁwuﬁﬁ]ﬂﬁ Y
'd = =R o = =y o .
Gummu"lcnummﬂgmmuﬁiumsuﬂm@aﬂ% E. coli %QﬂTﬂ?iﬁﬂBTiHﬂﬁﬁ P. pastoris Tﬂﬂﬂ'ﬁ
= I's ~ ] = o
Taou Fnenduuunnsiuangmliueddig pPICZOB NHS  watdiia uaziinisAnuinig
ianseenved IlsAungumgl 20° ¢ Tasmsnszduldiinsnaallsiuds wniuea TusAuds
=3 I o o a = . o 4 v . U 1
Wamaﬂmu@mmaagﬂummﬂﬁ’m’qﬂ‘ﬁuazm’mﬁaumﬂsSmmmu"lmmmWaﬂimgaﬂw
=y ¢ o os;’ 2 3 3 a d a 3
WUﬂ‘ﬂﬂﬁiM*\J'ﬂ\‘l&@uv},“}ﬂJ muumtﬁqﬂ"Im*t"lnmmiﬂwameu“lmn W‘SWHﬂQ@WN!Hﬁ‘V\QiHi%UU
= . ¥y 2 ¥ ¥ A 9 a
fﬂﬁﬁﬂ‘hﬂiu E. coli 4oy P. pastoris Iﬂﬂ%&’ﬂﬂﬁﬁﬂ’liﬁﬂy’lﬂUH')WEWE)GlWﬁTM'lﬁﬂWﬂ@\

a o s = P 1
saoutuuunnsanga il 1y host Iununzaude i



213679

The ¢DNA encoding transglutaminase from Nile Tilapia (Oreochromis niloticus) liver was
cloned and sequence.' The cDNA sequence consists of 2,493 or 2,594 nucleotides depend on the
3> UTR. The cDNA encodes an open reading frame of 2,091 nucleotides coding for 696
amino acids. The amino acid sequence of Nile Tilapia liver TGase showed highest identity of .78%
with TGase from red sea bream. The catalytic triad of Nile Tilapia TGase consists of Cys 272,
His 332 and Asp 355 similar to the red sea bream TGase. The putative active site Cys 272 of the
enzyme was conserved between the tWo species. The calculated molecular weight of Nile Tilapia
TGase 15 78.9 kDa with an isoelectric point of 6.31. Recombinant Nile Tilapia TGase was cloned
in to pET 32 (a) plasmid and expresséd in E. coli at 20° C, induction with IPTG. The total protein
was extracted from cell pellet then purified with Ni-column. TGase activity was assayed by
incorporation of fluorescence amine (monodansylcadaverine) into N, N” dimethylcasein. The result
shows that TGase activity was not found in E. coli so the expression system was changed to yeast
system. Recombinant TGase was cloned in to pPICZOB NH8 and expressed in P. pastoris at
20° C, induction with methanol. Toal protein in the medium was purified and enzyme activity was
assay. But the result show that TGase activity was not found, so recombinant TGase was not

produced in neither E. coli nor P. pastoris system.





