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Baclkground

FProlactin (PRL) iz a peptide hormone related to irmmumerous pheysiologieal functions such as
lactatiory, reproduction osmotic and inmoane regulation [17] In order to evalude new doags
matey tests are condocted in mouse models. Use of prolactin from differerd origin in mouse
model can result in differences it biologieal activities [2]. Only 1% sequence honcogy is
chzetved betareen monse PRL (197 amino acidresidues, 22.5 D8 and hamanPRL (199 amino
acid tesidies, 23 kD4, Authertic mouse PRL, without indtial methiorine, expressed in
periplasmic fhad of B cold has dready been charactenized and as kman, it does oot preserd the
glycosdated isoform (3-PRLI[E] Ahout 5-30% of FRL from matenalisn pituitaties is
glycosdated [1]. Plysiclogieally, nonglyeosdated and gycosydated PRL presented differences
cotwcerrityT lactogerdc activity, binding affirity and mitogemcity, The objective of thiz work
was to produce mPEL in CHO dhfr-cells, with gene amplificaion based on methotr ex ate
addition, o to obtain the dyeosylated and non-glyeosdated fortms of mPRL divectly secteted
into serien free media

Method=

The mPEL gene was obtained by PCR reaction from a pUCST plasmd d intr oducing the fnwman
signal peptide and the Zhal restriction ermyme sequetice. After purification, the gene was
irtroduced itdo the pEDde expression wector. After DA sequencing and analysis in 1%
agarose of the fragments obisined by digestion with the restriction enzymes Xbal, EcoRlI,
BamHI, and Xhel confirming the corect DHA sequence, Lipofectandne was used to idroduce
the plasmid pEDde-mPRL irto CHO dhfy- cells. For selection, cells were oultivated in alpha
BIED tmedivem without toacleosi des with 10% dialyzed fetal bovine seran and artibi otics. Dot
blot atud Westernn blotting with rabbit andi- mPRL ardisera (MIDDE-WIH, T54) were used for
analyzing 45 positive clones methotrexate being used for gene amplification Cultivation was
cartied o i sergn free media CHO-Z-3FM [T (Treatrogen, A in 10 cm dlameter dishes.
FPurificationn was based on two deomatograplie steps: NiID-based Immokilized Ietd Ton
Affiraty Chr o sbogy apler (TWAC and Gel Filtration Cleom stogy apler (5 ephacrd T 3100-HE)
as deascribed presiously for hawvan PRL[4, 5]

Resulis and conclusions

Construction of pEDde-tnPRL plastid was corfirmed by DHNA sequencing and restriclion
atalysis. After selection and atplification by increasing concertrations of methotr exate (From
20 £ to 150 o), wPRL was sypthesized by adherent CHO cells, secreted into the media
Mouse PEL it itz avtherfic form was collected esery day The best clone expressing 4 pg
mPRLAD cellsfml, which is much higher than bacterial expression (0.1 pgffueml)[3], was
used for product on and peification For the first time mPRL was expressed in CHO cells, both
innonFyeosylated and dycosylated forms, as shrenin Western Blotting
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