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biosynthetic reaction provides the sole pathway for glutamine formation in mammalian cells.
Thus, in the absence of glutamine in the growth medium, the enzyme GS is essential for
the survival of mammalian cells in culture. Importantly, certain mammalian cell lines
including mouse myeloma cells lack the expression of sufficient GS and thus cannot survive
without exogenously added glutamine. Hence, such a cell line is an suitable acceptor for a
transfected GS gene that in this system can function as a selectable marker that allows for
cell growth in a medium lacking glutamine. In contrast, cell lines such as the widely used
Chinese hamster ovary (CHO) cells express sufficient GS to support growth in glutamine-
free medium. Therefore, if these CHO cells are to be used as the recipient cells for the

transfection of the GS gene, the specific and potent GS inhibitor methionine sulfoximine
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reduced folate carrier (RFC) and/or loss of RFC gene expression, both of which abolish
MTX uptake. Another disadvantage is that the mutagenic drug MTX may readily
contaminate the secreted overexpressed target product (e.g. a polypeptide like an antibody)
contained in the growth medium thereby requiring labor intensive, time-consuming and

expensive chromatographic methods necessary to rid off this mutagenic compound, MTX.
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vector harboring both the FR selectable gene as well as the polynucieotide encoding a
product of interest (like a polypeptide), cells are grown in a selective medium containing
highly limiting concentrations of folates. Hence, only cells that markedly overexpress FR
can take up sufficient folates to sustain cell growth, DNA replication and celluiar

proliferation, thereby allowing for overexpression of the target product of interest.

The oxidized folate, i.e. folic acid, as well as reduced derivatives of folic acid, known as

reduced folates or tetrahydrofolates (THF) are a group of B-9 vitamins that are essential
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transport systems are currently known to mediate the uptake of folates and antifolates in

mammalian cells:

a) The predominant cellular transport system of reduced folate cofactors is the reduced
folate carrier (RFC). The RFC (also known as solute carrier family 19 member 1, SLC19A1)
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acid (DDATHF; lometrexol; Ki=0.4-1.3 nM using [’HIfolic acid as a substrate) and BGC945
(whichis a cyclopenta[g]quinazoline-based, thymidylate synthase inhibitor specifically
transported solely via FRa (FR alpha) and not via the reduced folate carrier) (Kd=1 nM), but
much lower affinity for MTX (Kd >100 nM). FR-dependent uptake of folate and antifolates
proceeds via a classical mechanism of receptor-mediated endocytosis. Gene knockout

studies have shown that FRa (FR alpha) (also known as Folbp1 in mice) is essential for
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KReWBd Uesditidhalt ée ieAta y of the invention The present
invention relates to a eukaryotic expression vector

conprising a first
In the course of the present invention, it has now surprisingly been found that a selection

system for providing recombinant eukaryotic cells capable of producing a product of interest
can be based on the limited availability of a folate in a cell culture medium. The system will
be widely applicable, i.e. to a eukaryotic cell which cellular viability depends upon the

uptake of a folate.

The novel system can be used for the accelerated selection, screening and establishment

of eukaryotic, for example mammalian, cell clones that stably overexpress high levels of
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|RR/ggne expressuon is present ThIS key advantage is bas pon e fact that following
FRa (FR alpha) transfection, cells can be exposed to an abrupt and severe deprivation of
folates (e.g. folic acid) from the growth medium. Consequently, only transfectant cells which
express significant amounts of the selectable FRa (FR alpha) marker can transport
sufficient folate to sustain DNA replication and cellular proliferation. This occurs in the
absence of any significant elevation in the expression of the endogenous FRa (FR alpha)
gene. This is in contrast to the DHFR/MTX system mentioned above in which the recipient

cells are frequently deleted for the endogenous DHFR gene (e.g. CHO DG44 cells and
CHO Dux cells).



over expression of target proteins in cultured
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A folate according to the present invention can either be an oxidized folate (i.e. folic acid) or
a reduced folate. In general, a folate may be useful within the present invention as long as
such folate will be capable of being taken up into a eukaryotic cell by the functional
membrane-bound folate receptor. A preferred example of an oxidized folate is folic acid.
Preferred examples of reduced folates are 5-methyl- tetrahydrofolic acid, 5-formyl-
tetrahydrofolic, 10-formyl-tetrahydrofolic acid and 5,10-methylene-tetrahydrofolic acid.



sel ection, MIX-resistant cells can be frequently

obt ai ned that have no or poor sel ectabl e marker
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A vector according to the present invention can be present in linear form or, preferably, in

circular form, e.g. a plasmid.

Vectors used for expression of polynucleotides of interest usually contain transcriptional
control elements suitable to drive transcription such as e.g. promoters, enhancers,
polyadenylation signals, transcription pausing or termination signals. If the desired product

is a protein, suitable translational control elements are usually included in the vector, such
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and the second polynucleotide.

The membrane bound folate receptor as introduced into the eukaryotic host cell by means
of an expression vector utilized according to the present invention can be derived from any

species as long as it will be functional within the present invention, i.e. compatible with the
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the present invention.

In a further aspect, the expression vector according to the present invention can
additionally comprise one or more further polynucleotide(s) encoding one or more additional
selection marker(s). Accordingly, in a preferred embodiment co-selection utilizing the folate
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is selected from the group consisting of the folate receptor alpha (FRa) and the folate

receptor beta (FRB).

Another preferred embodiment relates to a eukaryotic cell according to the present
invention, wherein the endogenous unidirectional functional folate transport system, for
example comprising at least e.g. one endogenous functional membrane-bound folate
receptor, is lacking full activity, i.e. is attenuated. Such attenuation can be provided for
example by any type of mutagenesis of the endogenous folate transport system in question,
e.g. the endogenous functional membrane-bound folate receptor, for example by point
mutation, gene disruption, and the like. The attenuation can be a partial or complete. In the
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mammalian cell is selected from the group consisting of a rodent cell, a human cell and a
monkey cell. Particularly preferred is a rodent cell, which preferably is selected from the
group consisting of a CHO cell, a BHK cell, a NSO cell, a mouse 3T3 fibroblast cell, and a
SP2/0 cell. A most particularly preferred rodent cell is a CHO cell. Also preferred is a
human cell, which, preferably, is selected from the group consisting of a HEK293 cell, a
MCF-7 cell, a PerC6 cell, and a Hel.a cell. Further preferred is monkey cell, which,

preferably, is selected from the group consisting of a COS-1, a COS-7 cell and a Vero cell.
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cell and the stringency of the selection condition to be applied. In case that folic acid is
used as the folate, for example with a CHO host cell, a suitable concentration of folic acid in
the cell culture medium for a stringent selection process would be about 100 nM or lower,
preferably about 30 nM or lower, or about 10 nM or lower. For example, a suitable
concentration of folic acid can have any value in the range of 0.001 nM — 100 nM,
preferably in the range of 0.01 nM — 100 nM, more preferably in the range of 0.1 nM — 100
nM or in the range of 1 nM — 100 nM. Likewise preferred is the range of 0.001 nM - 30 nM,
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example, the polypeptide may be recovered from the nutrient medium by conventional
procedures including, but not limited to, centrifugation, filtration, ultra-filtration, extraction or
precipitation. Purification may be performed by a variety of procedures known in the art
including, but not limited to, chromatography (e.g. ion exchange, affinity, hydrophobic,

chromatofocusing, and size exclusion), electrophoretic procedures (e.g., preparative
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Example 1.1: Expression Vectors

A plasmid vector (i.e. the test vector), suitable for expression in eukaryotic cells, in
particular CHO cells, harboring both (i) an expression cassette which comprises a
polynucleotide encoding the heavy and light chains of a secreted recombinant human
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preferred enbodi nents of this aspect of the represent

i nvention are described herein, in particular with
WO e®pogt7s4 0 t he eukaryotic cell and the expr esBCDRP2008/068046
vector. The full contents of the texts and docunents
as nmentioned herein are incoTB%Tated herei n by
reference. The foll ow ng exanples serve to illustrate
the present invention without in any way limting the
d060pe thereof . 1PA8particul a, the exanples relate to
preferred enhadi nents of the present invention.
BR@tmpl es I n gardéPal, the materials mentioned herein,
such as reagents, are famldar to the skilled person,
commercially avail able and can be used in accordance
Whide r‘ehlﬂtsﬁfﬂfuaﬁeamblfbleth|sSpéch8:trros|tneil d)mxsfolicEacﬂn‘m:ﬂreemrations below 100
HMJP eﬁr bqy P%X\L) ?g ﬁglltsgnglrllg foee é%l{a%%qg‘gérga f@ﬂltﬂb%ggésllectlon r;])']ressure
Focafioid apldlre!tept@qgse@s&mﬂof\/efcsﬁaﬂ)straﬂsigptsg &el$- vector (i.
the test vector), suitable for expression in

eukaryotic cells, in particular CHO cells, harboring
EéﬂﬂméﬂﬁigﬁmgﬁEE@§@95§E£%§%ette whi ch conprises a
raxél|s/5récdaasﬂeétd@ebﬁaeadipﬂ@tubmethbemwharm Vecincorthiaing & htRalpha
r reco I na Ld n t , d
) B B Rt a e Vs LAY o e s, TS
pehsfeniait eeltsi ad@smsemhnmggraWh uneean seigrengiomeligre eandigorsyin 125 ml
@LMQIaFQFMed@ﬁ ﬁf?bl@ﬁ%ﬁ’t@b Fith'Bh gﬁﬁroﬂ%@conb&ﬁl‘égg%fr JutRe and

ore I Cl enc sel ecti on of

QM§mscquafglp @@ge':d)rtg@,qhghqwﬁjg}e Fr?'?ﬁfefqt'?l@ celIsFare trgnsferred toa
GRARAEINer iy liitedamdahedfoliciacig, ndn@diy 10 r&MIod‘J nMrfoltcheeid to initiate

ﬁ%gg&ﬁqnn%g%%gaf% t%sflgeolﬂvé) fél?l% E%ﬂ oI Iat% gaé%:j%sdtransfected
pito thettest vector. b aididinolaets f&pv#0led Mhmﬁyﬂeﬁﬂﬂsﬁw gegalgrted by
ﬁédiiﬁ%ee? ?él@:?loﬂf g%NenarnﬁeWQ hﬁﬁﬁﬂ GaY, 'tcpé)ﬁ%dlh% dRESEng 2.3 uM

onot er ~and a st andard
proicipil g et i(ien C@ﬂt@hb}l or ciired ip et abgenge;of any f%‘ié?“e'b Her gntrol 2).
v;emé WHidh h@e%hé‘ﬂelsﬁﬁlly&é&fval%alf@ﬁw tHie GtlettionSchrtslare@maasidirétto 6-
é’ﬁ%?%@ggaﬁ Puggg eg%@réd%lab fhai«a ﬂ?%ﬁkf}e aQI¥S|%8P a&?%(gdlg( proc)ucnon levels.

phosphotransferase gene as a sel ectable marker.
EXANBL ¢ alafaly<Ldraftad pdudih Condi ti ons

From the transfectant and folic acid deprived cell populations, overconfluent batch cultures

in shake flasks are prepared to analyze antibody expression levels. Cells are seeded at
2x10° cells/mL in medium containing 2.3 pM (microM) folic acid and incubated under
suspension culture (i.e. shaker) conditions. At day 14, the supernatant of the cell culture is
harvested and analyzed for antibody levels using a protein-A HPLC methodology, i.e. an
affinity-type of purification. IgG molecules specifically bind to the column, mainly via their
Fc-part, while other proteins pass the column without interacting with the matrix. Under low
pH conditions, captured IgG proteins are eluted from the column, quantified via UV

absorption measurement, and, where necessary, further purified and isolated.

Example 1.5: Results




Chi nese hanster ovary cells derived fromstrain CHO K1
are mai ntai ned under suspension culture conditions in

wae niovakl7eo chemi cal |y defined growth medi um cone@i/BPI0g8/068046
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dependency of cell survival, @ Folic acid starvation
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Vector Crolic acid Caa1s C mav
(nM) (mg/ml) (mg/l)

Test vector 10 none 25
(hFRalpha 1 none 24
(hFRw))
Control vector 2300 0.8
(Neo) 2300 none




suspension culture (i.e. shaker) conditions. At day

14, the supernatant of the cell culture is harvested
waeaasabyzed for antibody | evels using a prot BCTIEER008/068046

HPLC net hodol ogy, i.e. an aff] 1nlty type of

purification. 1gG nolecul es S%E‘CIfI cally bind to the

colum, mainly via their Fc-part, while other proteins

pass the colum without interacting with the matri x.

Under | ow pH conditions, captured 1gG proteins are

eluted fromthe colum, quantified via UV absorption

measur enent, and, where necessary, further purified

and isolated. Exanple 1.5: ResultsThe aimof this

d&xpmplah Resonttingot antibddy moguchof lewdls iporwasems 4 fuattion of the decrease

fiPlofid SC.QS&%entfaﬂorPf’i\fﬂ‘ié dh médigm NFRal pha (hFRa) gene,

can Serve a5 4 selectapt e marker under conditions of

fol ate deprivation thereby selecting cells that
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R .ﬂ?ﬂa%ascta%ﬁag%sg”%e%@Eé%f?@ Rt

al so used. After transfection, cells are subjected to
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MR Tl ot SR8 R S PR HEt e 7 dBGTaCadewhere
(Asshila€ YCGS@d(ﬁchtn’fke R.ON{1O8YT) Rrex INatl., AdahleSa dreXesy, 7 434-0168;
nghgm Lgﬁta ag gﬂgé Eggrmve\zn ?/%@gﬁg %%ngﬁéc %l"leﬂb cr:ell is used to avoid
atpotehtial hy-passg theddlic abivestaredtioo g thic kirtherpapigr sitsiaomis tlaus example
then anal yzed for antibody producti on using overgrown
(i.e. overconfluent) suspension (i.e. shake) flask
cultures in mediumcontaining 2.3 MM (mcroM folic
acid. The concentration of antibody in the culture

edi yr |s th%ntdeter-qnqd at day 14. As shown in Table

e . EYed with the pl asm d cont ai ni ng

RR6- debd:leru C‘aﬁucelllsraee tansfectanuthdbe test @dtobpy electiapioragort. diorty eight
ﬁ&]rgg@%@ahﬁg&ﬂoht&élls Qrg% cﬁféaét@%ﬁ fBI‘E%cfoeﬁé%Wédmgupplemented with

ant | anount anti pro uced

89 aMé@l@@p@nrt orglet tp Pﬁ%‘ﬂﬁ&? Hﬁeew@s&f'%n 9fibgihehe é%ﬂﬁi%ql%ﬁl‘afk@’ as well as
Ih@@eébﬂb'aﬁaﬁtraﬁmﬂﬁd?%h@dub@!etqébrﬁl? Suljeudd fot diNe6H @dSnuﬁy’l @ells are diluted
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recep or gene approac be rea
adchiionalapeloRtorcRyRPRERe. nARCANB 5 aPaief KxAratioRfIakearforance of the

§advtigh Proesdsablohsdwirethé RighYR IR SIBI0RSRiIbBEY production are then grown
under low folic acid concentrations (i.e. 1200 pM, 600 pM, and 60 pM) to further support

and establish antibody overexpression. This is corroborated by further analysis of antibody

expression in the various clones.

Example 2.4: Analysis of antibody production




a reconbi nant product of interest. Table 2: (CrFohcaad
concentration of folic acid in the nedium during

WG edoensizen; CHI S: concent rati on of (418 i n t hBCTYEP10081068046
during sel ection; concsntratlon of the secreted
anti body in the nedlun1of ove %romn cul tures) Exanpl e
2: Reconbi nant anti body production |evels increase as
a function of the decrease in folic acid concentration
iThe ehalysis ohanHbosy dresvctionasrperiormed in prReiple 88 Peitinagde Fxample 1.4
Rib&YTHe ¥&HebMFatioh ofthe & Retb @ 8AtibYELK Alohitded d8i6§ b BEGAI J3say as
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Proc. Nat .
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aoffeGtrathbci ent cell is used to avoid a potentia

by-pass of the folic acid starvation by this further
carrier systemin this exanple. Exanple 2.3:

PraResuliet i on and Sel ection RFC-deficient Cl15 cells are
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Forty eight hours after transfection
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Exanpl e 2.4: Analysis of antibody productionThe
anal ysis of antibody production is perforned in
w@eoonosEEe as outlined in Exanple 1.4 above. TPEI/EP2008/068046
concentration of the secretedaintibody i's nmonitored
usi ng an ELI SA assay as foll© Maxi sorp m cropl ates
are coated with an anti-human 1gG Fol |l owi ng bl ocki ng
with a buffer containing bovine serum al bum n ( BSA)
aalmseveral washes, nultiple dilutions of the secreted
anti body sanpl es are added. Then, a
per oxi dase- conj ugat ed second anti body consi sting of
goat anti-human | gG peroxi dase is added. Finally, a

qok%kkﬁcst{c egtprBFsrl&Neg%? gorﬁ%l'ﬁcé a‘fﬂrﬁ pb%n@%ﬁ% érQ:lohlﬂwa I?'lgmtional

C ntrat
azantbrons-pousp édate fﬂ?ﬁ@?b?fé’tar $esand Rp'ﬁweie?tﬁéﬁ”%*ﬁﬂaﬁ réredlt%of
stteragkar d concentrati ons of known |1 gG concentrations.

2.5 Results As depicted in Table 2 below, the levels
of reconbi nant anti body production correlate with the
At Tlhmgﬁdawtméxpfe(slsdon vedorcicdaping tadlaion., whiemioahe pnotludb otipterest is
Rr on of
SRR b U5 SRR o epieE, £RRRERE LERACT P
These results further corroborate the proof of concept
3hide &J?(ﬁrym: alpRR8iok D& )aceRBiRg toscia 22vhérein@RY product of interest is
sel ectabl’e marker that can be used for the
G\Pelyesiiidessi on of reconbi nant proteins under
conditions of folate deprivation. Table 3: (CFqiicacid
opncentr C
goﬂ%en Feg%lof? Uec?cgr acgclerb ‘é g)réen é’l&{']‘gﬁ’%%ggﬁ@ Elgmst ﬁhépéﬂ the first
Mmuﬂﬂow%anﬂéhqsemn@ aRErugtsolide &k pndes degrentyel of distinct transcription
?Qﬂpﬁé§jng a first polynucleotide encoding a
uncti1onal nenbrane-bound fol ate receptor and a second
pol ynucl eoti de encodi ng a product of interest. 2. The
8 URY axpicis Sioe ¥gbice 28¢addiny Badaim 4aebereidittigtranscriptian proinoters are the
wherein the product of interest is selected fromthe
%p consisting of a polypeptide, a RNA and a DNA. 3.
The eukaryotic expression vector according to claim 2,
We%xﬁre%glgn Wl dedor@ihg !o'llia‘?rﬁ QS{hdrsin %eOtPJnXEPﬁ)QBh f@®mofers are
he expressi on vector according to any of
@ﬁ@@éﬁlng clains, wherein the first polynucleotlde and
t he second polynucleotlde are under the control of

9 teI eQSrtesélcgnapeSégor agcorao ing to any of claims 4 to 6, wherein the promoter controlling

the transcription of the first polynucleotide is an SV40 promoter.

8. The expression vector according to any of claims 1 to 3, wherein the first polynucleotide
and the second polynucleotide are under the control of a common transcription promoter.

9. The expression vector according to claim 8, wherein the common transcription promoter

is an SV40 promoter.



pronoters. 5. The expression vector according to claim
4, wherein the transcription pronoters are the sane. 6

WO 200088Expr essi on vector according to clai m 4, PGITEP®NSI068046
the transcription pronoters are different. 7. The
expression vector according T%Lany of clains 4 to 6,
wherein the pronoter controlling the transcription of
the first polynucleotide is an SV40 pronoter. 8. The _
afpiresspEIsioR ¥EaT agesdirgiioryy vbclaims 8@r 9cwhareis said vectay comprises
Whated Blebla6t hihdtishalp Rk Bb@abh 8 fiddd BolyMRIcdEEOad the second
pol ynucl eoti de are under the control of a conmon
PPMMHAROLIR%i on prompter. 9. The expression vector
according to claim8, wherein the common transcription

t [ \/4 . ter. . . i , .
Tt iR Ry e e o AR of e geRERK BARRIMATEN U fctonal
cenpraredmua (dREGcebennsedad hdhs BRoWusieRte Expeissterdn the
é&%{/}fcbﬁsﬁétin? :Blaéé fb%%_ %Q%J%Iﬁ%d(#&ﬁ a6afNdceptor beta (FRB), and a

ynucl eo e expression vector according to
amgtiorel mpienphereeldi ng cl ai ms, wherein the functiona
menbr ane- bound fol ate receptor encoded by the first

pol ynucl eotide is selected frqomthe group nsistin

35 ThergpEeton A ABr AN AR M b Sans TP gl e bound
Rdta rdcERd) encoadwibyathé artpdlymnalkotivetiaam burhérefotdd recdor alihe (hFRo).
expression vector according to claim11l, wherein the
functional nenbrane-bound fol ate receptor encoded by

1 BieA dukasyotipcdiyfornicrotelldler viabildy in darandenioatfelate aigtahe.cind into

%EP%P&M&)CSIIJ i f"t%§/ pqu%u@é‘&‘t@@é’&%ie@ oh&hlexpraEsidNeetor and encoding a

‘ular” vi a I's dependent on fol ate uptake, %Pd
furetonahmeRb@nRapy bt plateceqapton apd ?é?COﬁSPS%'WE}@]eEPB@‘? lggated on an
bRsEdsRi VRBloRINEHRbERGH PRAVE O blerash Hawertizedistaglydntroduced, wherein
functi onal rane-bound fol ate.recept C :
B e e

esutarcir ng sepgpate doekpredsiannveetosst have been stably

i ntroduced, wherein the first polynucleotide and the
second pol ynucl eotide are |ocated on the sane o
d4pihe sukasyotigsel agcorstingdp clgisp 43, &hér%sa&(fﬁ”&@%w full activity of at
MGSi B Bndddbnodd andtidha medibraheQ@iuhd RLAOFedeftor.t 0 cl ai m

13, wherein said cell is lacking full activity of at

| east one endogenous functional nenbrane-bound fol ate
It & Ceptenkaryotic cell according to claim 13 or claim 14, wherein said first polynucleotide

encoding a functional membrane-bound folate receptor and said second polynucleotide

encoding a product of interest are located on the same expression vector.

16. The eukaryotic cell according to any of claims 13 to 15, wherein the expression vector

is as defined in any of claims 1 to 12.

17. The eukaryotic cell according to any of claims 13 to 16, wherein said eukaryotic cell is a

a mammalian cell.

18. The eukaryotic cell according to claim 17, wherein said mammalian cell is a rodent cell.



15. The eukaryotic cell according to claim13 or claim
14, wherein said first polynucl eotide encoding a

wo pvgswosal nmenbr ane- bound fol at e recept or andPGHEP2008/068046
second pol ynucl eoti de encoding a product of interest
are | ocated on the same expre Rion vector. 16. The
eukaryotic cell according to any of clains 13 to 15,
wherein the expression vector is as defined in any of
claims 1 to 12. 17. The eukaryotic cell according to
ARYTHY edkbAbliBceldctAdirto IMIRMB] Wheiéh daie rdarhtydlisca CRDI cell.
is aa nanmalian cell. 18. The eukaryotic cel
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dihproviding awhirdlty of@ukaryaticicelissfor wutlyerligleedabilieis| gendeft upen folate

ﬁgtngér( %ﬁg ﬁﬁ o\gﬁicr\(gofs Qffirdd 'ﬁglyﬁtﬂ%%@lgcéleé & égﬁ‘é’ésmn vector and

| ate reCeptor and a secon
sosoging@ fuonrtipprl mesbsanedPyRd Kipie ESPRISSANG P fpERRGRPOIYgleotide
ﬁi&ﬁ@d lbAGn teh;ﬁew@me@tor aihd éitbeing fe phavet dieeerebtriave demreidtroduced,

WSFVHUE‘F ﬁr& ﬁ)oéyéwgl %t%le %gﬁ%gs%géﬁcf Fh eyerllﬂaeét%% ars |%8£le on the same
expression vector or on separate expression vectors,

(ii) culturing said plurality of eukaryotic cells in a cell culture medium having a limiting
concentration of a folate, thereby obtaining a eukaryotic cell wherein stable expression of

the product of interest is achieved.

24. The method according to claim 23, further comprising identifying and isolating a

eukaryotic cell wherein stable expression of the product of interest is achieved.

25. The method according to claim 23 or claim 24, wherein the plurality of eukaryotic cells

is composed of eukaryotic cells as defined in any of claims 13 to 19.



expressi on vector or on separate expression vectors,

(ii) culturing said plurality of eukaryotic cells in a
w@ edob/ogurbe ur e nmedi um having a |imting concentPEL/EPW0L68046

a folate, thereby obtaining eukaryotic cell wherein

stabl e expression of the product of interest is

achi eved. 24. The nethod according to claim 23,

further conprising identifying and isolating a

eukaryotic cell wherein stable expression of the

R6 oAl Pokegdffor fro@IcBSH oflaSprédifdi 6rvRstest?Zéompfibiag met hod

according to claim?23 or claim?24 ereig.t
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i) lead jsolating tbe pkaiueatof thedfrest &dmisaidarl cuiurechedivmg ol fBorh said cell.
19.26. A process for production of a product of

interest, conprising (i) performng a method of _
281 \éser of @riungien! aiemyrang-baryd fofeteceegniag @ 3 seigetian markenfor selection
%ﬂléi fli.lkca%loﬂé &1 fdr PRicheOrbitic @8Il dantigr vahiityf iE aBpenabirt op@hd uptake of
cul ture nmedi um or

fr said cell. 27. Use of a .
fakietand ayCh R KE V%Iﬁéf’ggq%l%cﬁpag'ﬁt%s?é% ERTTSing 4 ploduct of interest.
sel ection marker for selection of a eukaryotic cell
f.orwhi ch eukaryot i .ahi | i
B,k PR Ueif 27 vy SF ety @e el e el om the group
eoistiygbi tbe bt rdseptomplfwpy BB theffolsteattepton kete e &Bh@nd a fuctional

interest. 28. The use according to claim
ggggﬁﬁéFgfn the folate receptor is selected fromthe
group consisting of the folate receptor al pha (FRa),
bberheUsatbcor@sEPdictim Rl vwhetdiiihk folatd MékeBtof 14Ghd MUTAdN folate receptor
nmut ant_ t hereof. 29. The use according to cl ai m 28,
MRE? iFR9-he fol ate receptor is the human fol ate
receptor al pha (hFRa)



