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Fig. 1 The synthesized dscDNA on 2% agarose gel
1: 1 kb DNA ladder; 2: the synthesized dscDNA.

2.3 HARMER DNA RiAXEMEINLEE
HU1 nl WUEE cDNA HI T8 RN, W A4 B
Sul, FALILH 1w E Y, 4 B EL 17100 .
1/ 101 3/ 10 PR BV AL v b, 80 4% 11 98 A 1 ]
B IERE 38, SEHCCPE BTN 0B R
AR PRV S o Bl 82 . 677 AT 2 064 AN, A
IEXUHE cDNA 7 Bl AT 3RAFE cDNA 04 S 5 B AL
H: [ (82+ 677+ 2064) x (100/41)] x 5x 7=
2.4x 10°. SCPE R TR OB DI A PCR 207 & 3%
W, 22 Sfi 1 D) R BOR 2 3 0. 1~ 5.0 kb 4
Aiff) smear (B 2), I Ak 2 50 BE A7 55 i (1)
T7 F1 SP6 514 PCR 4 54 (¥ 7™ 4 th it I & 4BL 43 A
(E2), X5 cDNA R/ B4, Bl HLHEERL
800 AN wel#, Al T7 A1 SP6 514, ik PCR 1
S5 FHME TR A THEN DNA W BUR D, 458



+ 426 - EMFESE MR ER

R 4G N B B AE 500 bp BLE (597/800),
Ay AL R BERY PCR 45 9 WK 3. ik itk f
R B SGY PCR ¥ %, E4I R
95% (At 800 /Ml HAT 11 M HIE) .

Fig. 2 Gel electrophesis of total library plasmids, plasmids
digested with Sfi | and PCR results from
the total library plasmids with T7 and SP6 primers
1: 1 kb DNA ladder; 2: the total plasmids of library; 3:
PCR results from the total library plasmids with T7 and S5P6

primers; 4 : the total plasmids of library digested with Sfil.
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Fig. 3 Partial PCR results from clones in the library of
Inimicus japonicus with T7 and SP6 primers
M: 1 kb DNA ladder; [~ 20: PCR results from clones in the library

of Inimicus japonicus with T7 and SP6 primers.
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Table 1 Summary of Inimicus japonicus venom EST data

EST category No.of ESTs  Percentage

Total No. of ESTs 94 100
ESTs with significant match

Ribosomal proteins 6 6.3

M etabolic enzymes 9 9.5

Toxin related proteins 13 13. 8

Others 31 329
ESTs without significant match 35 37.2
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Table 2 BLAST analysis of fulllength ¢cDNA clones from the ¢cDNA library of Inimicus japonicus venom

Clone Putative identification Accession No.
Ribosomal proteins
JU3l 405 ribosomal protein S18 P25232
G38 Ribosomal protein 122 552084
R28 405 ribosomal protein P25111
JS66 605 ribosomal protein L6 P47911
R29 605 ribosomal protein L32B 042935
R40 605 ribosomal protein L10 P27635
M etabolic enzymes
Js22 Nucleoside diphosphate kinase P19804
1872 Hyaluronan synthase 1 ABO17803
R14 N A DH- ubiquinoneox idoreductase Q02380
R26 Cytochrome ¢ oxidase: subunit= [ 20142048
R9 . G90 Cytochrome ¢ oxidase chain 11 T11537
Toxin related proteins
G17. GI11. R11 Equinatoxin Il ( eytolytic toxin) P17723
JS85. JU33. G14. G29. R10. R34 C-type lectin A B034807
R42. RIS8 M acrophage migration inhibitory factor P8O177
G30 Short neurotoxin P80958
Jui19 Pathogenesis related protein 1 510205
Others
JS33 Osteonectin U25721
JS81. JU19 CG4270 gene product AEO003583
G106 Placental caleium-binding protein P26447
G10 High mobility grouprlike nuclear protein 2 homolog P32495
G13 Hemoglobin beta 1/ 2 chain P45720
R33 Hemoglobin alpha chain P11748
G78 M etallothionein AF199014
G80 Inducible eAMP early repressor A49317
R21 Calcium channel gamma 5 subunit AF142621

The complete cDNA sequence is the one that has a complete open reading frame ( ORF) and covers w hole sequence of the matched gene (P <107 5.
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The Construction of cDNA Expression Library from the
Venom of Inimicus japonicus”

JIANG Xiao- Yu, TU Hong Bin, CHEN HurPing, WEI Jiam- Wen,
YANG WerrLi, WU Wenr Yan, XU An-Long"™

( The Open Laboratory for Marine Functional Genomics National High-Tech Department, Zhongshan University, Guangzhou 510275, China)

Abstract A ¢DNA library of the venom of Inimicus japonicus was constructed. The cDNA was cloned into

eukaryotical expression plasmid pcDNA3.0. SMART™ protocol was used for ¢DNA library construction and

bioinformatics analysis was carried out. 94 novel EST clones were obtained from 150 sequences in the library, of

which there were 35 fulklength clones, including cytolysin genes, short neurotoxin gene, C-type lectin gene,

macrophage migration inhibitory factor gene and so on. Most of those genes were reported for the first time in

Inimicus japonicus. Further studies on those genes and large scales of sequencing in the library are going on,

which may be helpful to make clear the components of Inimicus japonicus venom and understand the function of

those proteins at molecular level.
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