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Construction of vector for conditional knockout of murine HIF-1«a

7ZHAO Ling, SONG Rui-hua, SUN Jing, SU Nan, GOU Yuan-bin, SONG Wei-wei, WANG Jiamrmin, CHEN Lin (Trauma
Center, Institute of Surgery Research, Daping Hospital Third Military Medical University, Chongqing 400042, China)

Abstract: Objective To corstruct the vector for conditional knockout by hypoxia inducible factor-la (HIF-1a)
and vernfy the targeting LoxP-mediated homologous recombination for conditional knockout of murine HIF-1a. Methods
pLoxPneo containing ne and tk genes was used to make the targeting construction. A 7.6 kb HIF-1a genomic DNA

fragment, containing exons 3—6, was used as the homologous am. A LoxP was inserted into intron 4 for cnditional

knockout of exon 5 of HIF-1a.

Resuts The crrect structure of the taeting construction, HIFCKO, was confimmed

by restriction enzyme digestion and sequencing analysis. The ce-mediated recombination function of the inserted LoxP
in intwon 4was also confirmed by in vitro transfomation of HIFCKO into cre-expressing bacteria, AM-1. Conclusion

A tageting constuction for conditional knockout of murine HIF-1a has been successfully constuicted.
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The arabic numbers indicate the exons, and the lktters indicate the introns
1 HIF 1«
Fig1 Genomic structure of murine HIF-1o containing bHLH PAS

and variable domains
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A: A 7.6 kb genomic fragment of murine HIF-1a containing exons 3 4, 5,
and 6; B: Structure of the conditional knockout construction for HIF-1a;
C: Recombinationmediated by @e protein, in which the ne gene and ex-
ons 4 and 5 were deleted
2 HIF 1
Fig 2 Diagram of construction of the vector for conditional
knockout of murine HIF-1c
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1; M Hind Tllmarke; 2: DNA marker 2 kb band was shown here; 3 Nonr
recombined consruction showed 6 bands following digesion with Hind 111
plus Xba I; 4. Nonrecombined construction showed 5 bands fol bwing diges-
tion with Hind 11} 5. When recanbination happened between LoxPl. 3, the
recombined corstruction shaved 3 bands following digestion with Hind 111

3 HIFCKO LoxP3 cre

Fig 3 Confirmation of the correct structure of the HIF-1a conditional
knock out construction and the expected recombination med iat-

ed by, cre protein using restriction enzyme digestion
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