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Eukaryotic expression and identification of recombinant shuttle plasmid for co-

expression of human granulysin active peptide and murine IL-12
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of Immunology, College of Basic Medical Sciences, Chongging Medical University, Chongqing 400016, China)

Abstract: Objective To construct an eukaryotic co-expression plasmid pBM9 carrying human granulysin
active peptide and murine 1L-12 and determine its expression. Methods The primer pairs including granulysin
leader peptide DNA sequence were designed to amplify granulysin from the plasmid pZMO3 carrying granulysin
gene by polymerase chain reaction (PCR). PCR product was directly cloned into an eukaryotic co-expression
plasmid pBudCE4. 1 to construct plasmid pBudCE4. 1-S9K. pBudCE4. 1-S9K plasmid was identified by DNA
sequencing. Murine 1L-12 gene was subcloned into pBudCE4. 1-S9K to construct eukaryotic co-expression plas-
mid pBudCE4. 1-S9K/mIL-12. Mycobacteria replicon Orim from plasmid pZM03 was subcloned into Not | site
of pBudCE4. 1-S9K/mlL-12 to construct eukaryotic co-expression shuttle plasmid pBM9. pBM9 was tansfected
into RAW264.7 cells. RT-PCR was used to detect the mRNA expressions of granulysin and IL.-12. The protein
expression of them were observed by immunocytochemical method and ELISA respectively. Results RT-PCR
identified the expressions of granulysin and mlL-12 in transfected cells and culture supernatant. Immunocyto-
chemical method and ELISA verified the protein expressions. Conclusion The recombinant shuttle plasmid
pBM9 is successfully constructed and expressed in vitro, which laid a foundation of gene therapy for tumors with
granulysin and mIL-12.
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Probest-Taq i =50 Ex-Taq B £5 Bl R G PEAZ B2 N YT REIW B K
HEEAYHE ARG RN T, Zeocin $74E R | HAZFE LI F) Lipo-
fectamin™ 2000 14 [ 35 [# Invitrogen /3 , it A GLS(H130) #t
1A 25 [ Santa Cruz /AT FE5h /NG IL-12 P70 ELISA i3 &
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KA Z S KIGFFIA E. coli Top 10,38 J5 £ 5 Zeocin Hi/E R
FRER LB Br R Bt ATk o Sh4R F 41 JORi4T miIL-12 ) PCR,
U452 o
1.2.3 pBudCEA. 1-S9K/mIL-12 %¢ # 4t 32 3k J5 R 14 74 2
FH Nhe T 43503446 ok pBudCE4. 1-S9K/mIL-12 1 pZMO3 , i
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Z2 b i 20 M R RE A S TR S AR s A X
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