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Construction and Expression of Rat Pdcd4 Eukaryotic Vector. Zhong Bo, Li Jing, Lv Shemin, et al. Department of Pediatrics, The
Second Affiliated Hospital of Xi'an Jiaotong University Healith Science Center, Shaanxi 710004, China

Abstract Objective To construct eukaryotic vector of rat programmed cell death 4 (Pded4) for further function study. Methods
Total RNA was isolated from E3 rat lung tissue. Then Pdcd4 DNA fragments were obtained by PCR amplification with specific primers af-
ter reverse transcription. After digestion with Hind Il and Xho | the fragments were ligated into pEGFP — C1 vector cleaved with the
same restriction endonucleases to generate pEGFP — C1 — Pdcd4 recombinant vector. The integrity of constructed vector was confirmed by
PCR and the sequencing analysis. NR8383 cells, a rat macrophage cell line, were transfected with pEGFP - C1 — Pdcd4 recombinant
plasmid or pEGFP — C1 empty vector. Twenty — four hours after the transfection, cells were harvested and Pdcd4 was detected by RT -
qPCR and Western blot. Results Pdcd4 ¢DNA contains 1410bp. The recombinant eukaryotic expression vector pEGFP — C1 - Pdcd4 was
determined by PCR and was consistent with the theoretical value. No mutated base sequence was found by sequencing analysis. Pdcd4 was
upregulated markedly after recombinant plasmid transfection. Conclusion The recombinant eukaryotic vector pEGFP — C1 — Pded4 is
successfully constructed.
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