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Abstract; OsRad21 —i (GeneBank accession number AY318757) was cloned from the root of Shanyou
63, the famous hybrid rice variety ( Oryza sativa ssp. indica). It belongs to cohesin-like family, which
mediates rice sister chromatid cohesion during mitosis and meiosis. The complete ORF of OsRad21 - i,
containing the restriction sites of BamHI and Sall iniroduced by primers, was named Eqfr and cloned into
PGEM - T vector. The recombinant clone, DH5a [ pGEM-T-Eqfr], was screened and identified using
PCR. The plasmids of pGEM-T-Eqfr and pQE30 were respectively digested with BamHI and Sall at the
same time. After the segregation of electrophoresis, the linear pQE30 vector and digested Eqfr were liga-
ted by T4 DNA ligase at 4 °C overnight. The competent cell of M15 [ pREP —4 ] was transformed by the
diluted ligation product. The recombinant clones of M15 [ pQE30 - Eqfr, pREP -4 ] were identified.

All of the plasmids in these recombinant clones were respectively extracted and digested with both endo-
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nucleases BamHI and Sall. The restriction pattern was in agreement with the predicted pattern. It showed

that the target clone containing pQE30 — Eqfr was obtained. In addition, the target clones were cultivated

and induced to express the desired protein by IPTG. The molecular mass of expressed protein was about

116 000. The expression quantity was high in the first to third hour after induction, but declined after the
third hour. This revealed that the ORF of OsRad21 -1 theoretically deducted at before was right. The ex-

pressed protein and system would be beneficial to next step experiment.
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Table 1 The components of digestion volume of plasmids plnl, pln4, p2n3, p2n4 and control WL
1nl 1n4 2n2/ 213 ck BamH 1 100x
A% 050 mg. ) (100 g L) (80 g ) (30 mg gL ) (30l ) P o S sy AV
1 16.8[2.5] 0.5 2 0.5 0.2 0[14.3]
2 4[2.5] 0.5 2 0.5 0.2 12.8[14.3]
3 702] 0.5 2 0.5 0.2 9.8[14.8]
4 9 0.5 2 0.5 0.2 7.8
5 16.8[8] 0.5 2 0.5 0.2 0[8.8]

Total volume of every reaction was 20pL. The digestion temperature was 37 °C. “[ ]” indicates the optimized data
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Fig. 1

The digestion results of pInl.plnd p2n2 and p2n3 from M15[ pQE30 - Eqfr, pREP ~4] clones with

BamH T and Sal T (a)before optimaization (b) after optimaization
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