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tem'™, Lonza) cell lines produced >=1 g/L mAb in a fed-batch shake
flask process. CHOK18V expresses the GS enzyme endogenously,
thus, positive transfectants can be obtained using glutamine-free
media and selection of methionine sulfoximine (MSX). Despite such
efficient selection systems, a rigorous and laborious screening re-
gime is still required. Thus, the construction of manufacturing cell
lines is a laborious and lengthy process. Not only do these cell lines
need {o be selected for positive growth and productivity characteris-
tics, they also need to be cloned, and essentially need to produce
the product of the correct quality for the duration of the manufactur-
ing process. Furthermore, for a process to be economic, the cell
lines generated need to exhibit consistent productivity over many cell
generations. What would be desirable is to provide high-producing
cell lines with positive growth characteristics with a minimum of
screening activity each time a new protein of interest, e. g. a new

monoclonal antibody, is fo be expressed.

The technical problem underlying the present invention is to over-
come the above-identified disadvantages, in particular to provide,
preferably in a simple and efficient manner, high producing cell lines
with a high stability and positive growth and productivity characteris-
tics, in particular cell lines which provide a consistent productivity

over a long cultivation and production period.

Summary

In one aspect, there is provided g site-specific integration

(S50 host cell comprising an endogenous Fer1l 4 gene, wherein an

exogenous nuclectide sequence is infegrated in sald Ferild gene
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and wherein the exogenous nuclectide seguence comprises at least

two recombination taraet sites.

in ong aspact, there is provided a method for producing an

551 host cell comprising the steps of

a)

oroviding a cell comprising an endogenous Ferlld

o),

gene, wherein an exogenous nucleotide secuence is

inteagrated in said Fer1l4 gene, and wherein the exog-

enous nuclsotide secuence comprises al least bwo re-

combination larqget sites, Hanking at least one first aene

coding secuance of interest, subseguently

transfecting the cells provided in slen a) with a vecior

c}

comprising 2 first exchangesble cassette, the cassetls

comprising at least two maiching recombinant farget

sites, flanking st least one sscond gene coding se-

guence of interest, namely a selsclion marker gene,

subsequently

effecting a site-direcied recombination-madiated cas-

o))

sette exchange and subsequeantly

selecting transfected cells expressing second qene

coding sequence of interest, preferably the selection

marker oene. s0 as 1o obigin the 551 host cell compris-

ing the first exchangeable casselle stably integrated in

its genome,

in one aspect, there is provided the use of an isolated polvnu-

cleoticde molecule comuprising gt least one nucleolide secuence se-
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lacted from the aroup consisting of nucleotide seguences as given in

SEQ ID No. 7, 8.9 and homolegous seguences thereof with a ho-

mology of at least 40 % for producing cgll lines showing enhanced

eXpIESsion.

In ocne aspect there is provided a host cell, whersin the host

cell comprises a polvnucleotide molecule comprising at least one

nucleotide sequence selecied from the group consisting of nucleg-

fide saguences a3 given in SEQ D No. 7. 8, 9 and homolooous se-

auences thereot with a homology of at least 40 %, or a vector con-

faining said polvnuciectide molecule and an exogenous gene coding

saequence of interest within or adiacent o the polvnudcieotide mole-

cule or the vector containing said polvnucleotide.

In one aspect, there s orovided a methoo for producing a cell

or o2l line, In pardicular & hioh producer cell or cell line with a high

productivity stability, wherein a Ferll4 nuclectide sequence is inte-

rated in g vecior comprising at least one gene coding sequence of

interast, wherein subseguently the vector is stably transfectad into g

cell or cell ine and wherein subseoyently stably transfected cells or

cell lines are selected and obtainad,

in one aspect, thers is providad a method for the production of

a product of a gene coding segquence of interest comaprising culfivat-

iy a host cell or cell line produced according to the method as de-

scribed hersin in 2 suitable medium and recovering the product

tharefrom.

In one gspect, thers iz provided a method for producing an

S8 host ezl the method comorising introducing an exogenous nu-

cieotide secuance into an endonenous Fertld gene in a cell, where-
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in the exogenous nucleotide sacuence comprises af least one gene

coding seauence of interest and/or at least two recombinstion targset

sites.

Detailed description

The present invention solves its underlying technical problem by the

provision of the teaching according to the independent claims.

in particular, the present invention solves its technical problem by the
provision of a site-specific integration (SS1) host cell comprising an

endogenous Fer1L4 gene, wherein an exogenous nucleoctide se-
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