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Construction of L1-37 eukaryotic expression vector and lentiviral stabilization of RAW264. 7 cell line

QU Linglin, LI Zhihui, YANG Binbin (Department of Medical Laboratory,Weifang Medical University s Wei-
fang 261053, Shandong +China) * ™

Objective  L[.1.-37 lentiviral overexpression vector was constructed, RAW264. 7 cell line was transfected
stably.and the expression of 1.L1.-37 in intracellular mRNA and protein was detected. =~ Methods Obtain the protein cod-
ing gene sequence of antimicrobial peptide LLI.-37 from the GenBank database., select appropriate restriction endonuclease
sites,and design specific upstream and downstream primers for PCR amplification of the target gene. Double restriction
endonucleases of Sall and Age I were used to cleave the vector and target gene,and the target fragment was recombined
with the vector. The recombinant plasmid was then transformed into DH5a competent cells after being immersed in ice
water for 30 minutes,subjected to heat shock at 42 °C for 1.5 minutes,and placed on ice for 2 minutes. Incubate compe-
tent cells in LB medium without ampicillin at 37 °C and 200 r/min for 1 hour. The transformed bacteria were screened on
a plate containing ampicillin. Positive colonies were identified by PCR and sequencing,and the correct colonies were am-
plified and a large number of plasmids were extracted. 20 pg GV vector plasmid, 15 pg pHelper 1. 0 vector plasmid and 10
pg pHelper 2. 0 vector plasmid were mixed with transfection reagent and transfected to 293T cells. The cell supernatant
was collected, centrifuged, filtered, and stored. The packaged and concentrated lentivirus was stably transfected into
RAW264. 7 cell line according to MOI=100,and LL1.-37 lentivirus overexpressing RAW264. 7 cell line was screened with

puromycin. RT PCR and indirect immunofluorescence techniques were used to detect mRNA and protein expression in
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successfully transfected RAW264. 7 cells. respectively.  Results A linearization vector of 7487 bp and a LL-37 PCR
fragment of 164 bp were successfully obtained ,and a 1.1.-37 lentivirus overexpression vector was successfully construc-
ted. The recombinant plasmid was transformed into DH5a competent cells,and the correct construction of the recombi-
nant plasmid through PCR and sequencing was confirmed. The packaged and concentrated lentivirus was successfully
stably transformed into RAW264. 7 cell line,and L1.-37 lentivirus overexpressing RAW264. 7 cell line was screened with
puromycin. RT-PCR detection showed good expression abundance of intracellular mRNA in RAW264. 7 cells transfected
with recombinant plasmid lentivirus,and the expression abundance of LLI.-37 gene was 9074, 883(P<C0. 01). The cell line
group added with L1.-37 antibody was able to observe fluorescence under CQ1 fluorescence photography, while the blank
group and negative control group did not show this fluorescence, indicating the successful construction of stable LL1.-37

RAW264. 7 cell line.

transfected RAW264. 7 cell line that expressed [.1.-37 extensively in both the cell membrane and cytoplasm was obtained,

Conclusion The LL-37 lentivirus overexpression vector was successfully constructed and a stable

laying the foundation for the study of LL1.-37 related mechanisms of action.
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