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FIG. 3

A native chromosomal insertion site in ankyrin 2 genc (Ank2)

(SEQIDNO: 1)

5’- aaaattictt gctttcttet aaaageatta tetataaata tttgttgtet aaaactcatt
ttteccatgt ttagtytgtg tgtttatgeg tgagtgeata ttgtcttgge taccatgaag

agaaatatta -Insertion— tttttecttc cagtgttett gagtggeaaa ttactttict gttgeagtgt
gacaacacea ggggcagaag gggcagagac tcaaaaagec acagaagttc ctgactotet

ctgtaagact cctyg -3
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(57) Abstract: Provided herein are methods for stable integration and/or expression of one or more recombinant polynucleotides in a
host cell. The recombinant polynucleotides are typically integrated into the host genome at some native chromosomal integration
sites. The integration can be mediated by homologous recombination or by using a hybrid recombinase targeting the specific chro-
mosomal locations. The native chromosomal integration sites in the host cells, which support stable integration and strong transcrip -
tion activities of foreign genes, are present within or adjacent to specific genes in the CHO genome, ankyrin 2 gene (Ank?2), cleavage
and polyadenylation specific factor 4 gene (Cpsf4), C-Mos gene, and Nephrocystin-1/Mal gene. Also provided are methods and nuc-
leic acid molecules for inserting site-specific recombination sequences (chromosomal landing pads) into these specific chromosomal
locations. Further provided are engineered host cells which contain chromosomal landing pads or transgenes integrated into the nat-
ive chromosomal integration sites. Further provided are methods and compositions (e.g., kits) for integrating and expressing hetero -
logous polynucleotides in host cells bearing inserted chromosomal landing pads.



