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NSP4 and its three domains, and to package the lentiviruses and detect the expression of the four lentiviruses in THP-1 and PAM. The plas-
mid pXJ41-HA-NSP4 was used as a template to amplify the NSP4, NSP4-DI, NSP4-DII, and NSP4-DIII genes. The amplified gene frag-
ments were ligated into the pCD513B lentiviral vector, and the recombinant plasmids obtained were named pCD513B-NSP4, pCD513B—
NSP4-D [ , pCD513B-NSP4-D I and pCD513B-NSP4-DIIl, respectively. HEK—293T cells were then transfected with the lentiviral re-
combinant plasmids together with packaging plasmids pLP1, pLP2, pLP/VSVG, and the lentiviruses obtained by packaging were named
rLV-NSP4, rLV-NSP4-D I , tLV-NSP4-D Il and rLV-NSP4-DIIl, respectively. The four recombinant lentiviruses were infected into
HEK-293T cells, and the lentiviral titers were determined. Finally, THP-1 cells and PAM cells were infected respectively, the expression
of target proteins was observed by fluorescence microscopy, the transcription level of target genes was detected by qPCR, and the expression
level of target proteins was detected by Western blot at different infection times. The results showed that the viral titers of the packaged rLV—
NSP4, rLV-NSP4-D I , rLV-NSP4-D1I , and rLV-NSP4-DII were 2. 2x10° TU/mL, 2. 8x10° TU/mL, 2. 5x10° TU/mL and 2. 5x10°
TU/mL. The results of fluorescence microscopy showed that the number of positive cells increased with the increase in time after the four
lentiviruses infected the THP—1 cells and PAM cells. qPCR results showed that the transcript levels of the target genes increased with the in-
crease in infection time within 60 h after lentivirus infection. The Western blot results showed that the four lentiviruses were able to success-
fully infect THP-1 and PAM cells and express the corresponding target proteins, and that the protein expression levels increased with the in-
crease in infection time. In conclusion, the recombinantly overexpressed lentivirus of PRRSV NSP4 and its three main domains were success-

fully packaged and expressed here, which laid the foundation for further research on the function of PRRSV NSP4 and its three domains.
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