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KI eDNA JrBr. JCHEACD RIS FLak B 220 AT )5,
N cDNA #itk, SRJG VMR DEIR, Atk —
W, OB E 20 . A T EUIT I I
cDNA J B R /ANE F B AR — 45 cDNA v B
it s, HUZY 200 ng PolyA* mRNA HEATHRENbr
G, BRI EcoR T/ Not 1 #2311 ¢DNA Jy
BRI DNA By ik i gk .« B . A4 a8 Rfb 2
ROGFEAM, WEERER, B, wi. WAL
S5 LR cDNA 5 ey HLA5 B R By [RIG AR A7
T—- 20 CH%H.
1.5 cDNA X2
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Fig. 1 Electmphﬁretic analysis of total
RNA from SHEEC by a denaturing
formaldehyde agarose / EB gel
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Fig. 2 Identification of the recons from SHEEC cDNA library for yeast hybrid system by EcoR | - cutting

M: MONA/ (EeoR1 + Hindlll); 1, 5, 6., 8, 9,
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Fig. 3 Agarose gel eletrophoresis of restriction endonucleases
EcoR 1 digesting positive recombinant plasmids of yeast one
hybrid system

M 1: 100 bp ladder: M 2: ADNA/ (EeoR1 + HindIll); 30, 29,

28: positive recombinants.
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FRAE LA 4 E 5 p6S Al pSO [ NF-xB JoAf: 45 £ 1%
AFFEI AT — Bk (K 4), HAbpEYE &
A7 WAL S T 4 .

Table 1 Analysis and identification of some positive clones
from one hybrid by GenBank/ BLAST database

zi aceession

number number diseription

I 17865502 HUMAN, nuclear LIM interactor interacting
factor 1

DT, e et 4
3 337381  Human 28 5 ribosomal RNA gene mutation
4 104480  malonyF CoA decarboxylase
5 13347032  cytochrome ¢ oxidase subunit 111
6 20071961 Homo sapiens, ribosomal protein L13
7 21620057 Homo sapiens, hypothetical protein M GC5442
8 20482677 Homao sapiens N-terminal kinase like ( NTKL)
9 16877758 Homo sapiens, proteasome ( prosome, macropain)

subunit, beta type, 7, (PSMBT)

(a) SV 40 nuclear
localization NF-«B element
sequence GAL 4 activation damain binding domain
(b) [
285 RNAmutant: ¢ n P a g v E r n R R f R h I
consensus sequence: X X x X x x E x x Y R x R x x
pes: s g a s r g E ¢ k Y R f R mg
pS0: g g H s p g E c v Y R f R f g

Fig. 4 'The 28 S rRNA mutant fusion protein products

(a) A schematic representation of the 28 S rRNA mutant fusion protein. (b) The amino acid sequence of the NF-KB element

binding domain in 2 8 S rRNA mutant , consensus sequence , p635 and p50. The residues that special interacted with NF - KB

element are denoted by capital letters,
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H A7 N I R 41 ol PRoas e i 2k (1013 Jy iy
R, KA 5T 3k R 1R Th g Ok A A R 27
A B (1 K% 0 N . A E N, BB R
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SEIEAERAT . SR T8 dnfa], axsesead 45 Fnr b
Fr W) SHEEC 40l W REZ%AC cDNA L 1) Jo1 i
564 BE T AL SEBRAE UG B

BT 6 i) eDNA [ 5T Ak o 5 i RE A4 A8 DN A
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Construction and Identification and Application of ¢cDNA Library
From an Esophageal Cancer Cell Line for Yeast- Hybrid System'

XU LiYan"™ , LI ErMin?, NIU Yong Dong”, CAI WerJia",
HAN Ming", WU Bing-Li¥, ZHANG Can”, SHEN Zhong Ying", ZENG Yi¥
(Y Institute of Oncologic Pathology, Medical College of Shantou University, Shanton 515031, China;
3 Department of Biochemistry and Molecular Biology, Medical College of Shantou University, Shantou 515031, China;
3 Institute of Virlogy, Chinese Academy of Preventive Medicine, Beijing 100052, China)

Abstract Many new carcinogenesis related genes of esophageal cancer. including neutrophil gelatinase
associated lipocalin (NGAL), had been cloned when the differentially expressed genes in the process of the
esophageal epithelial cell transforming to carcinoma were being looked for. In these genes there might be some
control mechanisms of functional networks. In order to further study the network relationships of the genes, a
c¢DNA library from a esophageal cancer cell line (SHEEC), which had been established, for yeast-hybrid
system will be constructed. Total RNA was extracted from SHEEC by Trizol reagent and PolyA™ mRNA was
purified from total RNA by Oligotex mRNA Kit. ¢cDNA was synthesized using SuperScript' " Choice System For
cDNA Synthesis Kit. The quality of synthesized cDNA was detected by chemical light method using PolyA*
mRNA probe. The double-strand ¢DNA was ligated into the EcoR T site of pGADT; vector and the ¢cDNA
library from the esophageal cancer cell line for yeast-hybrid system was constructed. The titer of the amplified
¢DNA library was 1. 19x 10° efu/ ml, The inserted fragment size of recombinants was from 0.5 kb to 6.0 kb
and the percentage of recombinant clones was about 50% . NF-KB element binding factors were screened from
this ¢eDNA library by veast one-hybrid technic and more than 360 clones were obtained on the SD/-his/-leu/
[+ 15 mmol/L 3AT]. Plasmids of 91 clones which were larger than 2 mm in diameter were isolated from yeast
and transformed to E. coli 30 positive recombinants had been obtained since plasmids were extracted from
E. coli and digested by EcoR 1 and validated by yeast one hybrid assay, 9 clones of them were sequenced and
the sequence was compared with GenBank/ BLAST database. Results showed that protein product of some genes
obviously conformed to consensus sequence of NF-kB element binding domain of p65 or p50 in the key sites of
amino acid residues. These results determined that the human esophageal cancer ¢cDNA library for yeast-hybrid

system had a higher quality.

Key words c¢DNA library, yeast-hybrid system, esophageal carcinoma cell line
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