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Abstract

ing plasmid was constructed. The oril. were placed under the control of Lac promoter so that IPTG could induce

To obtain amber suppressor tRNA with high orthogonality, a novel inducible high-copy-number screen-

the plasmid replication with a high copy number. When the plasmid contained the amber suppressor tRNA with
poor orthogonality, a large numberss. When the plasmid contained the amber suppressor tRNA with poor orthogo-
nality, a large number of tRNA transcrips led to host cell dedth. Only the host containing the suppressor tRNA
with high orthogonality could survive. With the screening system, the mutant liberary of amber suppressor tRNA
was screened, and amber suppressor tRNA mutant with high orthogonality was obtained.
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Figure 1 Construction of copy number control element
A :Low copy number control element containing oriS and RepE derived
from the F factor of Escherichia coli; B: High copy number control

element containing oril. and the RepL under the control of lac promoter
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Figure 2 Construction of the inducible copy number plasmid pET-FP1
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Figure 3 Restriction endonuclease analyze of pET-F vector ( A) and
pET-FPI vector(B)

M1 :DNA marker ;1:pET-F vector;2:pET-F vector digested by Eco57
and Bgl 1;3: pET-FP1 vector digested by Xba 1 and Bgl 1I;4 . pET-
FP1 vector
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Figure 4 Restriction endonuclease analyze of pFP1-tRNA
1 :FP1-tRNA vector digested by Dra IIl and Hind 1II;2; pFP1-tRNA
vector; M1 and M2 ;DNA marker
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Table 1 Sequence convergence of suppressor tRNA mutants
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Figure 5 Blue-White CSH108 bacterial colony containing selected ( 1-
3) or non-selected (4-6) amber suppressor tRNA on LB plate contai-
ning X-gal and IPTG
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