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Abstract; We extracted the total RNA of Vibrio harveyi-challenged abalone ( Haliotis diversicolor Reeve). First and second strand cD-
NA were synthetized by using Creator SMART ¢DNA Construction Kit and further homogenization of ¢cDNA library was carried out with
duplex-specific nuclease (DSN) treatment. Fragments at length of 0.5 ~ 1.0 kb and 1.0 ~ 3.0 kb were ligated to pDNR-LIB and
transformed into Esherichia coli strain DH10B. Both two ¢cDNA libraries have a capacity of 2. 5 x 10° cfu-mL ™", and all of the 30 ran-
domly picked colonies are identified as positive recombinant plasmids by PCR. Furthermore, 200 randomly selected clones were se-
quenced and 174 high quality ESTs were acquired, which belong to 149 unigenes including 12 contigs and 137 singlets after assembling
with a redundancy rate of 14. 37%. The result indicates that 39 unigenes get high similarity with known genes. In conclusion, the c¢D-
NA library we have constructed has good quality and can facilitate further research work.
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—p» 28S rRNA
—p» 18S rRNA
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Fig. 1 Electrophoresis of total RNA in muscle

and visceral mass

1. muscle total RNA; 2. visceral mass total RNA
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Fig.2 Electrophoresis of first and second strand ¢cDNA synthesis and homogenization
M. DI2000 plus marker; Lane 1. double strand ¢cDNA amplified by LD-PCR; 2. 11 cycles without DSN treatment; 3. 1/4 x DSN treatment;
4. 1/2 x DSN treatment; 5. 1 x DSN treatment; 6. 12 plus PCR cycles after 1 x DSN treatment
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B3 HivE PCR % & A R B ik &
a HAFBNO0.5~1.0 kb MSCETI/E; b, FEARBCH 1.0 ~3.0 kb X ETL#E; M. DL2000 plus
Fig. 3 Electrophoresis of colony PCR for inserted fragments

a. library clones with 0.5 ~1. 0 kb inserted fragments; b. library clones with 1.0 ~3. 0 kb inserted fragments; M. DI2000 plus marker
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%1 Unigene 3R
Tab.1 Blast result of unigenes

unigene I&E *EME E{E NCBI K35 R S5

1D ength - identity E Value N(,:BI notes origin

/nt /% accession No.

1_A01 491 80 1. 00E49 ABW23182. 1 ribosomal protein 1pl27a Vi )8 Arenicola marina
2_C04 519 80 3.00E-21 AAB09424. 1 mitochondrial trifunctional protein beta subunit -
2_C09 509 80 3. 00E-61 ABW23163. 1 ribosomal protein 1pl7a ViBJE A. marina
2_G01 494 80 2.00E-14 EDI85083. 1 cathepsin Z, isoform CRA_a # % B Rattus norvegicus
1_A04 501 81 2.00E-34 AAB51325.1 c2f N Homo sapiens
1_G03 496 81  5.00E32 pdb | 1EAU S;ff‘; :L’t N-terminal ring finger domain of hu- ) - @ ons
1_GO05 497 81 4.00E45 XP_967271. 1 PREDICTED; similar to CG9172 CG9172-PA IR 4% Tribolium castaneum
2_B07 513 81 1. 00E-59 AB026639. 1 transgelin WL %0 H. discus discus
1.C03 509 8  8.00E49  XP_783725.1  outer amm dynein LC3 SEWENH Anthocidaris crassispina
2_A02 496 82 3. 00E-11 AAA61824. 1 anti-proliferative protein -
2_A08 505 82 8. 00E-59 ACJ65685. 1 LIM protein AL %M H. discus discus
2_F10 506 83  7.00E29  EEA73605.1  hypothetical protein BRAFLDRAFT_69314 3CEi 44 Branchiostoma floridae
2_E05 419 84 9. 00E-57 ABE72932. 1 zona pellucida domain A A e 3 H. discus hannai
2.G08 505 84  9.00E47  ABO26647.1 ;\ITIZOSI:ZI::“O ;Ib:n::ansf"’“i“g’ mitochondrial sty H. discus discus
2_HO06 501 84 1. 00E-72 BAD15288. 1 78kDa glucose regulated protein Wi Crassostrea gigas
1_F03 513 87 4. 00E-61 ABU43069. 1 60S ribosomal protein L15 Zefa i H. diversicolor
1_F09 499 89  2.00E34 P41384. 1 i:lli = cyclin-dependent kinases regulatory sub- e wwie v et sulgata
2_F09 508 89 4.00E-76  XP_001653666.1  arp2/3 complex 20 kd subunit BB BERL Aedes aegypti
1_B01 496 920 7.00E-18 BAB32124. 1 unnamed protein product /NB Mus musculus
1_H10 486 90 2. 00E-77 BAE16013. 1 ribosomal protein S5 W5 C. gigas
2_G02 463 92 3. 00E-60 ACH56913. 1 26S proteasome regulatory complex ATPase RPT2 44} Simulium vittatum
1_C10 500 94 2. 00E-56 AAM94275. 1 ribosomal protein S20 FifL W Chlamys farreri
Contig5 496 96 1. 00E-71 ABO026685. 1 ribosomal protein 117 A Br %0 H. discus discus
1_A10 455 96 2. 00E-62 ABO026685. 1 ribosomal protein 117 A Br %6 H. discus discus
1_B10 496 96 1. 00E-71 ABO26685. 1 ribosomal protein 117 L% H. discus discus
Conti2 497 97  5.00E-72 NP_001119640.2 calmodulin TG UF Acyrthosiphon pisum
Contig3 503 97 8.00E43 ABY87377. 1 unknown protein 9 Zefa il H. diversicolor
1_A05 503 97 8.00E43 ABY87377. 1 unknown protein 9 Ze{a i) H. diversicolor
1_D05 509 97  8.00E62 XP_001634403.1 predicted protein FARWESE Nematostella vectensis
1_G07 496 97 2. 00E-56 ABY87378. 1 predicted protein 2 ZeA4a i) H. diversicolor
1_HO07 497 97 5.00E-72  NP_001119640.2  calmodulin TSI A. pisum
2_D07 488 97 1. 00E-65 AAF26741. 1 chlorophyll a/b binding protein precursor FLIE K #K Euphorbia esula
1_F06 503 98 9. 00E47 ABY87346. 1 unknown protein Ze{t i) H. diversicolor
1_H09 488 98 1. 00E-71 ABO026682. 1 ribosomal protein S14 L% H. discus discus
2_Fo01 500 98 9. 00E-84 ABO026671. 1 268 protease regulatory subunit 6B A Br %6 H. discus discus
1_E06 509 99 7. 00E-87 ABO026645. 1 proteasome alpha type 2 A Br %6 H. discus discus
2_A12 467 99 6. 00E-62 ABV08873. 1 actin depolymerisation factor/ cofilin ZeA4t il H. diversicolor
1_H02 384 100 4, 00E41 ABY87377. 1 unknown protein 9 ZeA4t i) H. diversicolor
2_C10 507 100 8.00E41 AAP85231. 1 tropomyosin 1 H-A#1 H. asinina
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