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[ Abstract] Objective To construct a recombinant retroviral vector bearing murine IRF4 ¢cDNA and establish

a GP+E86 cell line for stable expression of IRF4. Methods

IRF4 ¢DNA fragment was amplified from a plasmid

containing IRF4 ORF by PCR, and cloned into MSCV-IRES-GFP retroviral vector. The recombinant vector was

transfected into 293T. The virus from the supernatant was harvested and used to infect GP+E86 cell line.

Expression of IRF4 in infected cells was analyzed by fluorescence activated cell sorter and confirmed by Western

blotting. Results

IRF4 ¢DNA was successfully cloned into MSCV-IRES-GFP retroviral vector. The resulting

retrovirus successfully infected GP+E86 cell line. Conclusion The recombinant retroviral vector bearing murine

IRF4 ¢DNA has been successfully constructed, and the expression of exogenous IRF4 gene in mouse GP+E86 cell

line has been achieved.
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1.1.1 ®F EcoR I. Xho I FR7IVENVIEE . T4
D NA %A 1kb PLUS DNA Ladder Marker 3 H
New England Biolabs N ] ProofStart DNA B4 it .
s SR AR R R A L R IR B 3R] A
DNA it B350 & 0 3 Qiagen 23 w5 J5T b -
MSCV-IRES-GFP, pQEPAM3, IRF4 ¢cDNA (pCR—
Il —IRF4) F1 GP+E86 i Jid Hy Ja £ B = = 2 B £
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RPMI1640, DMEM 555, /NEMEE B Gibeo
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anti-IRF4 Z iR A Santa Cruz 23 7.
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M4 IRF4 LN R Br . AR 4% GenBank /) il IRF4 1)
cDNA ¥ %)% 31 PCR 5147, i invitrogen 23 7] &
. B 1#): 5'- CGAATTC CGCACGCGTCATG-
AACTTGGAGACGGGCAGCCG. , 7% EcoR I FHIf
A RS9 5'- CCCTCGAGTCACTCTTGGATG-
GAAGAATGACGGAG, & Xho I Fg¥If7 &5, H&
IRF4 cDNA FURLABARIEAT PCR . P HESHL:
95°C 5 min; 95 °C 30s, 60 C30s, 72 °C 2 min,
PG 30 ¥R fea 72 CCHEH 7 min. PCR =) 435
NEBEEE I HL Ik €5 (2) PCR F=#) 1 MSCV —
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J&, JA 10 mL DMEM JH1R4). ZJa W25 293T 4f
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Fig. 1 PCR products of IRF4
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Fig. 2 Identification of recombinant plasmid MSCV -
IRES-GFP-IRF4 Dby
digestion
1:IRF4 ¢cDNA (1350bp) FIZAA (6570bp) ; 2:Marker.

restriction enzyme
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Fig. 3 Flow cytometric analysis of GFP expression in
transfected GP+E86 cells

2.4 Western blot #&ll IRF4 EQ&ix

A anti-IRF4 $T & X % Y 8 4 it K pM-
SCV-IRES-GFP-IRF4 it GP+E86 i E4T Western
blot #1259 5 /R 7E 52 kDa 404 55 58 11 550
(WL 4) , TiF B A A 9 335 2 SR B 2 K8 SR BB B
%3k IRF4 E .
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Fig. 4 Western blot analysis of IRF4 protein
125 #t 4] (pMSCV-IRES-GFP) ;
2:pMSCV-IRES-GFP-IRF4.
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