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Construction and identification of transgenic porcine embryonic
fibroblasts expressing epithelium-specific N-LMP1 and CR2
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[ Abstract] Objective To construct an eukaryotic expression vector and identify the integration of nasopharyngeal
carcinoma-derived oncogene latent membrane protein 1 (N-LMP1) and CR2 gene in porcine embryonic fibroblasts, and to
provide a basis for construction of EBV-infection associated swine nasopharyngeal carcinoma model. Methods ED-12 and
N-LMP1 were synthesized directly. CR2 was amplified by RT-PCR from human B lymphocytes. The three fragments
mentioned above were subcloned one by one into the eukaryotic expression vector pN1, and then the vector was transfected
into porcine embryonic fibroblasts using the liposome reagent, according to the manufacturer’s protocol. The cells were
selected with G418 antibiotic and identified by PCR amplification. Results = N-LMP1 and CR2 epithelium-specific
expression vector was successfully constructed and integrated into the genome of the porcine fibroblasts, and clone cells
integrating the N-LMP1 and the CR2 genes were obtained. Conclusions The porcine fibroblast clones integrating N-LMP1

and CR2 are obtained and they should be of great value for the construction of N-LMP1 and CR2 transgenic swine via cell
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Tab.1 Sequences of the primers

BEZAA

Fragment

1Y% BRI 5
' Primer name and sequence (5’ -3")

ED-1.2 ED-12-F. ATTAATCCATGGCGGCGGTGATCCACACCT
ED-12-R: AGATCTCTCGAGAGTGAGGCACAGC
N-LMPI1-F;. AGATCTATGGAACGCGACCTTGA
N-LMPI-R: GTCGACGGGCCCTGGGTTGGACT

CR2 CR2-F: CCCGGGTATGGGCGCCGCGGGCCTGCT

CR2-R; ACCGGTTCAGCTGGCTGGGTTGTATGGATC

TRILH A W7
Underline area: restriction site.
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PCR ¢3¢ P I FLF K. 95°C T A ¥ 5 min,95°C 2%
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5 72°C HEAH 5 min, B Pr3RAS ) ED-12 F Bt 5
pMDI18-T Simple A4z 1k, 14 8 ED-12 (1) 5
eIk, 42 PCR %858 Ja HAE KRB RINF

N-LMP1
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A. Lane 1; ED-12;M: DNA marker (200 bp) ; B. Lane 1; N-LMP1;M: DNA marker (200 bp) ;

C. Lane 1; CR2;M; DNA marker (1000 bp)

1 ED-L2 N-LMP1 Hl CR2 [ PCR 4"
Fig. 1 PCR amplification of ED-L2, N-LMP1 and CR2
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Fig. 2 Construction of recombinant plasmid pN1-ED-L2-N-LMP1-CR2
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M: DNA marker (1kb) ; Lane 1. pNI1-ED-L2-N-LMP1-CR2 before
enzyme digestion; Lane 2: pN1-ED-12-N-LMP1-CR2 Ase 1/Sal 1
enzyme digestion; Lane 3 : pN1-ED-I2-N-LMP1-CR2 Ase I enzyme
digestion.
B3 F Ok pN1-ED-I2-N-LMP1-CR2 (1] %
Fig. 3 Identification of the recombinant plasmid
pN1-ED-L2-N-LMP1-CR2 by enzyme digestion

valE, ok A E SR A, B 1Y DNA R SR
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A PCR products of the N-LMP1 gene; M: DNA marker (1kp); Lane 1. Positive control; Lane 2-3: Clone cells; Lane 4. Negative control;

B: PCR products of the CR2 gene; M: DNA marker (1kp); Lane 1: Positive control; Lane 2-3: Clone cells; Lane 4: Negative control.

Fig. 4
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Identification of the positive clone cells
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