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Sequence Tagged Sites
Aim To establish a new technique for rapid isolation fultlength ¢cDNA sequence of human novel gene from

The library vectorspecific primers and gene-specific primers have been de-

signed for performing hot-start PCR to attain the fulklength ¢cDNA of differential expressed sequence tag( FRG4) of U937 foam cell

formation induced by oxLDL from human fetal liver cDNA library. The products of PCR are cloned to pGEM-T vector and se-

quenced.

Results We have successfully attained the fulklength ¢cDNA sequence of FRG4.

Conclusion  This tech

nique is a rapid and efficient method for isolating fulllength ¢cDNA sequence of human novel gene from cDNA library.
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1.3 FRG4 REZTEAR[E DNA P FRIEHE

DL FRG4 cDNA FH it £ H AR5 4, L
B4 % 5’ -CTTGCTCTCTGCCATTGCTC-3" ; T~ # 5| 41
# 5°-CGTGGCCCTGGTCATGCTCG-3" « 4 Bl UL A BE
FERE & Fn g & cDNA b B #. PCR R ALtk & 20
UL, 54 DNA # R 200 ng. FRG4 £ . T 5|4 %
125 pmol/L. Mg2+ 1. 5 mmol/L. dNTPs 200 Hmol/L. 1
x buffer 7 Taq DNA % 48 2 u. 7 PE9600 PCR 4~
B E94°C FA M 5 min; 94 C & M 45 s, 58 C 3B Ok
455,72°C JEf# 45 s, 5% AR 30 MBI, 72°C HEfF 7
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Figurel. Results of FRG4 amplified in different cDNA librar-
ies. Lane M: 100 bp ladder Maker, Lane 1: FRG4 amplified in fetal liver
cDNA library, Lane 2: FRG4 amplified in placenta ¢cDNA library, Lane 3:
FRG4 amplified in fetal heart ¢cDNA library.
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Figure 1. Results of FRG4 extend amplified in fetal liver cD-
NA libraries. Lane M: 100 bp DNA size maker, Lane 1: FRG4 extend
amplified with A3, t10 and FRG4 pimer] in fetal liver ¢cDNA library, Lane
2: FRG4 extend amplified with Ag5, 110 and FRG4 pimer 2 in fetal liver cDNA
library.
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2.3 FRG4 R~ 5 (&R ML R

MEEAST AR EBEHLEREL 10~ 15 AN AT,
F2 B0 DNA J52 EcoR ivEE I AL, 1. 5% K55 S 4%
AUk, EB Bt B U] B 4n & 3( Figure 3) o
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NFLRDPPAGVQFNFDFDOMYPVALVMLQEDELLSKMRF

ALVPKLVKEEVFWRNYFYRVSLIKQSAQLTALAAQQQA

AGKEEKSNGREQDLPLAEAVRPKTPPVVIKSQLKTQED

EEEISTSPGVSEFVSDAFDA CNINQEDLRKEMEQLVLD
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Figure 3. Restriction pattern of the recombinant plasmid with

EcoR ivenzyme.

1 GGCAACCAGI GCICGCIGCG GICICIGGGG ATCGGGACCG CGGCGGCGGC CCGCGAGCGG
61 GATGITCCGG GGCITGAGCA GITGGITGGG CITGCAGCAG CCGGTGGCAG GCGGTGGGCA
121 GCCCAATGGA GATGCICTAC CCGAGCAGCC GTCCGAGACG GTGGCTGAGT CIGCGGAGGA
181 GGAGCTGCAG CAAGCGGGAG ACCAGGAGCT CCTCCACCAG GCCAAAGACT TCGGCAACTA
241 TTTATTTAAC TTTGCATCTG CTGCCACAAA AAAGATAACT GAATCAGITG CTGAAACAGC
301 ACAAACAATA AAGAAATCCG TAGAAGAAGG AAAAATAGAT GGCATCATTG ACAAGACAAT
361 TATAGGAGAT TTTCAGAAGG AACAGAAAAA ATTTGITGAA GAGCAACATA CAAAGAAGTC
421 AGAAGCAGCT GTGCCCCCAT GGGTITGACAC TAACGATGAA GAAACAATTC AACAACAAAT
481 TTTGGCCTTA TCAGCTGACA AGAGGAATTT CCTTCGTGAC CCTCCGGCTG GCGTGCAATT
541 TAATTTCGAC TTTGATCAGA TGTACCCCGT GGCCCTGGTC ATGCTCCAGG AGGATGAGCT
601 GCTAAGCAAG ATGAGATITG CCCTCGITCC TAAACTTGTG AAGGAAGAAG TGITCTGGAG
661 GAACTACTTT TACCGCGTICI' CCCTGATTAA GCAGTCAGCC CAGCICACGG CCCTGGCIGC
721 CCAACAGCAG GCCGCAGGGA AGGAGGAGAA GAGCAATGGC AGAGAGCAAG ATTTGCCGCT
781 GGCAGAGGCA GTACGGCCCA AAACGCCACC CGITGTAATC AAATCTCAGC TTAAAACTCA
841 AGAGGATGAG GAAGAAATTT CTACTAGCCC AGGTGTTTCT GAGITTGTCA GTGATGCCTT
901 CGATGCCTGT AACCTAAATC AGGAAGATCT AAGGAAAGAA ATGGAGCAAC TAGTGCTITGA
961 CAAAAAGCAA GAGGAGACAG CCGTACTGGA AGAGGATTCT GCAGATTGGG AAAAAGAACT
1021 GCAGCAGGAA CITCAAGAAT ATGAAGTGGT GACAGAATCT GAAAAACGAG ATGAAAACTG
1081 GGATAAGGAA ATAGAGAAAA TGCTTCAAGA GGAAAATTAG CI'GITCCTGA AATAGAAGAA
1141 TAATCCTTAA CAGTCTGCAA ACTGACATTA AATTCTAGAT GTTGACAATT ACTGAAAAAA
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(e R, SRt — 25 R 1 B Ik o8 A5 A 4 AH 56 32 R 32 43k
TR, HONIZEIR R AR BHLER L T IR A
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