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DEPC  MOPS Sangon cDNA
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1.2 Plasmid Miniprep Kit T7 ~ SP6
1.2.1 ’ 1 Applied Biosystem 377 DNA Sequencer
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2.4 cDNA
130 500bp cDNA
cDNA
Blast 71
EST Table 1 71  EST
130bp 30 150bp
~ 500bp 40 500bp ~ 1.5kb
EST cDNA 21
Table 2
1 EST
2 RNA
Table 1 Summary of Sagartia rosea tentacles ESTs data
Fig.2 Denaturing agarose gel analysis of total RNA from the
tentacles of Sagartia rosea EST category No. of ESTs Percentage
Total no. of ESTs 71 100
2.3 cDNA ESTs with significant match 34 47.9
1 ‘LLL c¢DNA IOFLL Ribosomal proteins 7 9.9
Metabolic enzymes 10 14.1
2 10pL 100 300L
pL " L " Toxin related proteins 2 2.8
Others 15 21.1
43 409 2001 c¢DNA 7pL ESTs without significant match 37 52.1
cDNA 43 + 409 + 2001 x 100/
41 x5x7=2.09%10 PCR ) .
Si 1 0.1~5.0kb Table 2 BLAST analysis of full-length ¢cDNA clones from
smear pcDNA3 T7  SP6 the ¢cDNA library of Sagartia rosea tentacles
PCR cD- Clone Putative Identification Accession No.
NA 600 T7 ~ SP6 Ribosomal Proteins
PCR <DNA H350 Ribosomal protein L5 pir A33823
500b 450/600 H67 40S ribosomal protein s4 R34-CRIGR
P H331 Ribosomal protein L18a i 11415026
PCR Fig.3 PCR H417 Ribosomal protein L17/23 gi 15081322
95% 600 23 K26 408 ribosomal protein s20 sp RS20-XENLA
K47 Ribosomal protein 141 gp SPAC3F10-18
kb M 1 23456 7 89 101 Metabolic enzymes
H88 ATP synthase B chain sp ATPF-HUMAN
H234 Ubiquinol-cytochrome C reductase sp UCRY-BOVIN
%8 AN H519 H140 Fructose-1 6-bisphosphate i 18307578
16 > aldolase A
10— K3 Riboflavin kinase gp SPCC18-16
05— Toxin related proteins
H127 H251 Equinatoxin II precursor pir JC4682
Others
3 PCR HI106 HI75 Flourescent protein FP583 gp AF168419-1
Fig.3 Partial PCR results from clones in the library of H100 beta-actin gi 10834855
Sagartia rosea with T7 and SP6 primes H173 Hypothetical 28.5kD proteﬁ]n sp YO87-CAEEL
zk1236.7 in chromosome
M. 1kb DNA ladder 1~ 11. PCR lts fi 1 in the library of
acder results from clones in the fibrary o HI78 Eukaryotic translation initiation ~ gi 14735107
Sagartia rosea with T7 and SP6 primes factor
<DNA H318 FenitinA p.ir $45603
H516 Elongation factor 1-alphac gi 1706586
H529 Cgl1686 gene product gp AE003699-9
9 H530 Actin beta-bovine o 71621
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L17/23 96 % cDNA SMART™ ¢DNA
H331 176 RNA c¢DNA
L18a 78% LD PCR cDNA
cDNA cDNA
cDNA
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L18a cDNA
cDNA 2
H106  HI75
Discosoma sp. FP583 67% pcDNA3
1962 Shimomura  Johnson
Aequorea victoria !
c¢DNA 14
c¢DNA
cDNA
- c
H127
H251 Blast ORFs
Actinia equina Equinatoxin I Eqt * lowhits” ™ no hits® Genbank
I} 75% 170 ~ 180
20kD
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The Construction of cDNA Expression Library from the Tentacles of Sagartia rosea

LIU Wen-Hua WANG Yi-Liang CHEN Hui-Ping JIANG Xiao-Yu TU Hong-Bin
WEI Jian-Wen PENG Wen-Lie XU An-Tong”
The Open Laboratory for Marine Functional Genomics National High- Tech Department — Department of Biochemistry
College of Life Science  Zhongshan University —Guangzhou 510275  China

Abstract A cDNA expression library of the tentacles of Sagartia rosea was constructed. The ¢cDNA was cloned into eukaryotical
expression plasmid pcDNA3. SMART™ protocol was used for cDNA library construction and bioinformatics analysis was carried
out. 71 novel EST clones were obtained from 130 sequences in the library of which there were 21 full-length clones including
cytolysin genes flourescent protein ubiquinol-cytochrome C reductase gene elongation factor ferritin gene riboflavin kinase

gene ribosomal protein. This provides a base for further investigating their biological activity and application.
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