construction kit (SMART cDNA kit, BD Bioscience) u&annnisiaaniaauiiliiuuuguanuiuetitias
400 Taau U lAwNsinaduuaaeany 7 1By e 1eduiaziaauudinfmmsitinuetulnenig
¥1 similarity search iufiayaniet]lu Gen Bank inunauiiriiresdiuinulagds GO analysisuaz submit

fiayailiilu EST database

2. angaALtiuNgISe
2.1 198519 Complimentary DNA library (cDNA library) aaswensluldau
2.1.1 N194NA RNA
wirtddene 3 T 0. viverrini lainmstleumgintszazinsaraned Feliun
At luuna e S1u9u - 50 metacercaria siauaNanes 1/ @Reawanamed Hidhaan
3 1Ay wdfumindiannfunananes ThduAndoremensiidanllana total RNA Haeans Trizol
(Invitrogen) Tagd trizol 500 ul.avlunesudiualiiazi@anian glass tissue homogenizer udnvis
auauiities 5 1t 1414 trizol iNEN 500 ul i chioroform 200 ul. wthlidiniu ulagadaulaiiil
RNA lavaaalwiwdatinlihumie 12,0000g ﬁqmuqﬁ 4 99A1 10 W 1An Isopropanol alcohol 500
ulahluUThawiesd 12,0000g 10 wnil matieenudafaliingnauuiia (~20-30 w#t) 1Fin alcohol 70 %
1 mi. U157 -80 evrusadea Tiuny 1 @ew newinld Wiaraoudathuanazneu # 12,000 g 5 Wil
{fixt RNAse free water 1 ml 1ilU5m O.D 7 260/280
2.1.2 198519 cDNA library 1me#1 14 cDNA construction kit (SMART cDNA kit, BD Bioscience)
1 total RNA #il¥aan 2.1.1 11819 cDNA library #aeARs19 cONA library @15a31
BDSMART cDNA library construction kit (BD Biosciences) mu’fumﬂummﬁmﬁﬁﬁmﬁuﬁmﬁwum
Tneidda1199 cDNA clone ﬁﬂgﬂu plasmid vector pTriplEx2 axgninllussqlu lambda phage Tneil4
Phage packaging system 184 Gigapack Il (Stratagene) AMNABNINIATIULBILTENELER
2.1.3 NNFAATIENAAL DNA
Positive clones AxQNHININ in vivo excision W usin recombinant plasmid A133384 BD
SMART kit Iae'liwuna#iiFe Escherichia coli strain BM25.8 (ilu host cell Lﬁmmm recombinant
plasmid W&IMINNIANATILEAAL nucleotide 194 positive recombinant clone TAaIN13%11 DNA
sequencing AL nucleotide 184 positive clone Q:Qﬂalﬂ‘:"lzﬁmmmmﬁﬂﬂﬂmﬁﬂuLﬁﬂuﬁuauﬁ
$euag I public database A2833 Blast search iedmsininfwestuiy sanialaseanauaz
wihivesihy dduihedleindesduiidadaniiazgninnosaniaduimduninesilu uaziing
AAFIZIM open reading frame NINSNATIEN signal peptide

(bttp:/mww.cbs.dtu.dk/services/SignalP/) Lﬁﬂmqqmudmﬂu secreted protein vivala

3. HANIINARRY (Results)
3.1 N198514 cDNA library a@anwan s luldiau
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NI LENINN9A519 cDNA library anszaizsawnndsvedwans W lisu Opisthorchis viverrini
unu 1 1alaeli10a519 SMART cDNA Library construction kit (BD Biosciences) AN WUATTNN

Aldeglunnrininsgau (10°-10° pfu) lunmai W (guU 2)

gﬂﬁ 2 cDNA phage library 29awens WHEU O.viverrini #ia519a1n total RNA (Titer = 10°)

3.2 ANHUZUAZANNINTAY expressed sequence tags TaswenBluldifunuanaiala

\iletin cDNA phage library uWﬁwnmﬂi‘éﬂu‘lﬁ@qlugﬂmmwmmﬁmm:@imﬁan?muﬁv@uuméwmu
5,159 Taau TN duareasy 7 Wy 1 nouries automate DNA sequencer linans
AATIETANALLILATDY @1 & 1B 18 91N cDNA library (expressed sequence tags) ﬁﬁﬂmmwﬁmmn
vnuulsnaliauu 4,241 ane wasidieinmeiroinfeuresansd 1§y 1o manhunuithianed
B eivieiuilidfeutudtuuiane 1932 @iy (Fauanalumned 1) Tasuiseendufuiisan

paniulUsfiunnsuuiinnugs  (Hanuwiouninngn 95% aeANenaliamngy 50 nemesziilu)

‘
a ad oy 2 o v o

o = & a dl v a , (8% aa
oy 68 fu luiuiafneadeiuidsiuinsuuliniuis  (ANNMTAATITAaLTE Blast search
. 9, S| i o i ' 1 ° :rl J
analysis) 4121 794 fu uazifutuihimleuiviunfieglugutioyadnuau 1,070 8y antiuiuail
o v anyy a - o P o - 4y
ansovnunemtiwiliisiaanisiiaTz Gene ontology A 383 U (Aduantlumieh 1) Tediays

<. Sy o oy -3 v . . 22
nouailsindinlliulilugudieya estdb (http:/mww.nebi.nim.nih.gov/nucest)) s GenBank meilé

1@ EL618683-EL620614
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A o
AT 1 LAPIRNHUS AT AMNINTDY Opisthorchis viverrini expressed sequence tags (EST)

Feature Number
Initial Sequences 5159
Usable sequences’ 4241

Contigs 1995 (1632 singletons; 363 clusters)
Contigs after clean-up” 1932

Contigs identical to known proteins’ 68

Contigs similar to other proteinsd 794

Contigs with gene ontology assignments 383

Novel contigs 1070

Novel contigs with signal sequences

75 (29 signal peptides; 46 signal anchors)

Average insert size

548 bp (ESTs); 660 bp (contigs)

13

Percentage of recombinant clones

95%

Number of ribosomal seqs

1184 ESTs; 136 clusters

®Usable sequences were determined using seqclean - sequences that were removed were either non-

recombinant, of low complexity and/or quality and those of <100 nt in length.

b . =
clean-up refers to removal of sequences from contaminating sources; eg. Mycoplasma

identity determined by =95% identity over 250 amino acids.

“pased on BLASTx and tBLASTx searchers of GenBank nr and dbEST respectively.

@ o o 0
3.3 suraanensluliauntirludnsuazarsnsavran gl Taa

ANUANTIAT TR uaz Ut NIresiiunliiann expressed sequence tags 1aanend luliisiu O.

v
a o Ao

viverrini RAWUNEANHIAININUARE T

= | Ad A o v Ay
1,932 &1y W]_I')'mﬂu‘ﬂﬂ']ll'l?OW']WEJVN"MFL?W"Iﬂﬂ’)']&l

P % o = Y - ¢« el T 7 e P - a4 v
muﬂuuﬂ:ﬂmﬂﬂuﬂ‘]_lmiﬂu'luﬁ’lu‘uﬂq’& Gen Bank 'ﬁﬂwuqqﬂulﬂﬂ’]u““uq'ﬂ@'\ﬂfym'ﬂWﬂ']ﬁtmﬂLnﬂQ'ﬂﬂq

Tunalnmsmsednuuinlsdadunismelawuulilieandiay meduug nsdafie nsasanIwees

nfadin uazmisiueiuns Iaawudndussanandlulisudalng (105 B Saonumleuiuiunens

Wlindhulsdn v wenslulisiu Clonorchis sinensis wandlulfidan Schistosoma japonicum usay

unnsinafunena i Schmidtea mediterranea RAnssamdasy wudhBuniinsuansaaninnga 10

LA

usuusnAuaaslum i 2 dalunquiiunisuassaanunigauazansnsnszyiinresiuléife egg

protein UWAZ glutathione s tranferase (A3797 2) WAZANNNFUATIZT open reading frame WAL signal

L, 4 i e at al v o ae av o o o [ A
peptide 'Nﬂummu’iuﬂuﬂuﬂ@’]N’]iﬂ’&i’NTﬂi‘muwmth'lﬁﬂcvmmﬂﬂnu’m’muﬂﬂﬂ’mq WLINHEUN

a [ 3 5 o = 4‘ P v d. yva a a dll v o o
AATITUNL signal peptide M1UIU 164 81U LJJﬂmEJUﬂUﬂuVﬂﬂNﬂﬂ\l’\u’h&Wﬂﬁﬁ‘nuﬂﬂuuﬂ'l')'m?")uﬂﬂﬂﬂ_l

o

o

Tunssnatintassamenimunianaasiiuasinasdasunaianesanwluiemnainesendue




< < d‘ dl v L ' 3 ar IS' ' dvv o A
muiaadiuluanaiisdesiunisienzia sawanalumnsed 3 uarluanamanigamnsari il

Urzlomilunmsfuunennndanens daduileatunens dauanalunsed 4

AT NUANENIINNT UG
Woamwauiin

AT RS -
LAUGHNIIIAD e
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