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{or this antibody using & novel random PCR mutagenasis approach and expression
“screening in yeast,
The cDNA coding for rabbit Gil receptor EC domain (1-240) was subjected to
Jom PCR genesis using a c Ide depletion prolocol which gave
mostly single and double mutations as deiermined by sequencing 55 clones after vector
ligation. PCR products were lignted into the yeast expression vector YEpFLAG- I This
vector contains a sequence coding for a C-terminal epitope used to d ine il the full
length protein is being expressed. The genesls products were formed into
yeas!, and a library of 5000 colonics was picked and screened for MAb 263 reactivity
using replica plafing onto multiple nitrocellulose membranes. After blocking, these
were screened with MAb 263 using HRP-conjugaled second antibody and ECL. Colonies
negative for 263 were then screened with the C-ing antibody, and only those which were
full length but not 263 positive were sequenced.Sequences with xingle aminoacid
mulalions were used to map the epitope onto the structure of the trimeric complex for
the homology modeled rabbil receptor.

The major part of the epitope is located on the side and top of domain 1, panticularly
the loop 79-96, and includes a small part close lo the hormone binding site. Phe 225 and
Pro 1M in the lower domain are also Involved. This disposition would enable the MAD
1o grasp the two receplors in a scissors like movement, facilitating dimerzation and any
necessary conformational changes.

We nert sought to determine il the main epltope, beta-tuen loop residuce 79-96
which are siabilized by 8 disulfide bond between 83 snd 94, could be used to
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Different forms of PRL have opposite effects on nonnal rat prostate independenty ¥
of androgens. Unmodified PRL. promated morphological changes of prostate epithelium
consistent with preparation for cell prolifecation while S179D PRL produced g
morphological evidence of a more dilferentiated epithelivm. Northern blot analysis of
the two major prostate specific proleins. prostatein and probasin, showed that unmodified *
PRL decreased, while S1790 PRL increated. the expression of these iwo proteins. Atthe + %y

same time, $179D PRL reduced hoth 1estosterone and dihydrotestosierone levels, "ﬁ
We conclude that PRL is an important Tactor In the normal rat prostate, Dilfereny 44 .
forms of PRL have specific functions. Unmodified PRL induced a less dilTerentisted 4.3
stale while the molecular mimic of phosphorylated PRL, $179D PRL. promoted epithelial Y3,
cell differentiation, b &
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Enhancement of Tranacriptional Activity by Intranuclear f
Somatolactogenic Hormones, o
Michael A Rycyzyn®', Chatles V Clevenger'. 'futhnlogy und Lah Med. Univ of S
Pransvivania, Philfadelphia, P, g

The pleiotropic actions of the somatolactogenic hormones prolactin (PRL) and
growth hormone (GH) nre necessary for manunary growth and differentiation, lactation,
int vitro lymphoid proliferalion. metabolism regulation and whole body growth.. The

the CIH receptor agonist antibody. The correcily folded peptide was coupled throogh lts
N-terminus to BSA or hemocyanin, and used to linmunise young dwnef rats, While hG1H
administration induced a marked weight gain, immunization did not do so, despile the
presence of antibodies to the peptide. It may he that the agonist sctlvity of MAb 263
depends on a conformational change which aligns domains 1 and 2 at s precise angle,

and antibodies to the upper domain alone are unable to do this.Supported by the NHHMRC
{Australia). .
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LIYLit Mice Release Growth Hormone (GH) In Response to GH
Releasing Peptide-2 (GHRP-2) Administration.
Cibele N Peroni®', Nancl Nascimento', Paclo Bantolinl', César Y Hayashida®, Cyril Y
Bowers®, Sergio PA Toledo?. ‘Biotechnology Dept, IPEN-CNEN/Sdo Paulo, Sdo Fhulo,
SP Brazil: Endocrine-Genetics Unit, Univ of Sdo Paulo Sch of Med, Sdo oulo, SP
Brazil; ' Endocrine Sect, Twlane Univ Sch aof Med, New Orfeans, LA

We have recently reported a small but significant GH response to GHRP-2
sdminisiration in short individuals with Gl deficiency due to an Inactivating mutation
in the GHRI-receptor (GIIRHR) gene (Gondo RO et al, JCEM 2001:86:3279), Indicating
that QHRPs and probably other OH secretagogues (O11Ss) can stimulate pltultary
somatotrophs even in the absence of GITRIT nction, Litermture data, however, repott a Inck
of GH release In response to GHS administration In the Vit mouse, an anlmal model
presenting a spontaneous mutation in the GHRHR gene. In normal CS7BL mice, serum
O3 Increased 2n nver the basal bevele after 1pg and H-Tx afier 100g Ip sdmindstratlon

I I nctions of these lipands are mediated by thelr cell surface receptors vin associated
networka, Our Inb and others have demonstented that the activation of PRL receptor A
assoclated signaling pathways coincides with the Imernalization of the ligand, wWe . **
reasoned that if PRL acts directly within the nucleus it must be doing so througha = *-:

binding partner, or chapergne. as this hormone lacks either an enzymatic activity or a T
nucloar localization signnl sequence. Yeast two-hybrid analysis identificd an interaction
between PRL and cyclophilin 8 (CypB). a member of the immunophilin family of proteins
containing peptidyl-prolyl lsomerase (PPlase) activity. The exogenous co-addition of
PRL and CypB to PRL-responsive cells pe

of the signal being generated through the PRL receptor. but rather, coincided with a Y
dramatic increase in nuclear trantlocaied PRL. An enzymatically inactive form of CypB, ;
termed CypD-PPI, was genernted and found to competitively inhibit the potentiation of " £+,
PRL-driven proliferation Induced by CypB. Furthermore, s GI/CypB interaction was ™™ ¥ :
also confirmed with CypB enhancing GH-driven c-fos expression. Once in the nucleus, 3¢

gene transcription and DNA-binding ability, thereby acting as a transcriptional inducer, 13
Thix enhancement in Stat5 activity was further confinmed by transcriptions! smaj
analysis. The Induction of Stal5 activity upon PRL/CypB binding was determined to be

on Siat3 was further confinned by overexpresshon of PIASY in CHO cells, which Inhibited 5 1"‘9
Stats DNA-binding and transcriptional activity, Therelore, this represents a novel <3 1
mechanism through which a peptide lipand functions directly within the nucleus to”r

of GHRP-2 {n=20 anlmala per group), with a peak at 10-30 min afer Injection. OHRI-2,
10pg, Ip, were then injected In liv's and litlit mice (n=1R animals per group). A GI
increment of 7x (GH peak of 34.549.7 ng/ml (meant 513) over the base line was seen in
lit'+ mice and, surprisingly, a 9x GH increase over the hasal (9.3£1.5 ng/ml) was ohserved
in the Jivlit mice. Finally, a chronic lest (30 days) was performed In Hilit, injecting §
pg GUHRP-2'animnl/day, in comparison with a control group recelving saline {(n=6 animal
per group). Mice were weighed daily and hblood withdrawn once & week, A small but
significantly higher slope was seen in weight variation curves [or the animals injected
with GHRP-2 as compared 1o control (p<{1.05)), whereas movse GH and IGF-1
determinations did nol present significant increase,

These dala suggest that acute GHRP-2 administration was able to release significant
amounts of GH in the livlit mice, as in humans with GHRHR mutation. The small but
significam body weight gain could be due to the orexigenic effect of GHRP-2. Muliiple
daily doses or longer acting GHSs may be needed for chronie GH stimulation in mouse

{and probably human) with Gil deficiency due to inactive GITRIIR. \J
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Opposite Effects of Unmeodifled Prolactin and a Molecular Mimic
of Phosphorylated Prolactin on Morphology and the Expression of
Prostate-Specific Genes In the Normal Ratl Prostate.

Xinolei Xu®', Wei Wu', Valencin Williams', Amy Khuong', Yen-hso Chen', Ameae M
Walker'. ' Biomed Sciv, Univ of California, Riverside, CA.

In the current study, we have investigated the individual roles of unmodificd PRL
{(WT PRL) and & molecular mimic of phosphorylated PREL (S 179D PRL) in the nonma) eat
prostate.

In the first onimal experiment, recombinant versions of unmodified PRI, and
51790 PRI were delivercd to adult male rats a1 14 pg/kgfilay for 3 weeks. In the second
animal experiment, two subcutancous injectione of long ncting forms of 200 pgikg of
unmodified PRL or 5179D PRI, were given to adult male 1ats on day 1 and day 22 for n
total of 5% weeks of treatment.

lulate teanscripiionnl activity. This etudy was supported in part by NI grants ¥
PAZDK 10043 (1o MUAR.Y and ROTCAGD290 (ta €. V.C.) and ACS gram RPOODIOTTDE
(toC.V.C) b
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A Norvel and Functional Interaction between Cyclophilln (Cyp) A
and the Prolactin Receptor.
Farhat Syed*', Michael A Rycyzyn'. Chatles V Clevenger', *fhhology and Lab Med
Univ of Pennsvlivania, Philadeiphia. PA. < 4
Prolactin (PRL) is involved in y tissue development and the pathogenesid
of breast cancer via the prolactin receptor tPRLr), a member of the cytokine receplof © £
superfamily. PRL. acts as both an endocrine and autocrine/paracrine progression factor
for mammary carcinoma in hoth rmdentc and humans, Several lines of evidence l‘lﬂf 3
Indicated that the proline-rich Bax | motif within the intracellular domain of the I’RIJI g
I necessary for PRLr- nssocinted signaling. possibly underpoing a structural chang®
during such transduction. We have demonstrated nn interaction between the PRLr and
cyclophilin (Cyp) A, n member of the cxvelophilin family, possessing peptidyl protyl*
cistrans isomerase (PP1) activity both s vitns and s 1500, To test for direct interaction (g
between CypA and the PRLr purified epitope-lagged CypA, obtained by RT-PCR of Y
Jurknt mRNA was admized 1o a purified chimera of GST and the intracellular domain of e
the PRLr (as 215-599) in the presence or absence of | nM CsA. Afler extensive washing | -
the Sepharose conjugates were suhject to SDS-PAGE and immunoblotted with anti-VS - pt
antibody, A direct internction of the imercellular domain of PRLr and CypA i vl 3
the presence and absence of CsA was observed. This suggests that the interaction does A
not lnvolve the PP pocket ln CypA that interacts with C<A hut instead a region of CYpA
outside of fts core PPlase domain. The inteeaction between CypA and the PRLr 88 .2
decreased by the inclusion of either divalent eation or reducing agent in the binding |
bufer. To further investigate the i 1o interaction hetween CypA and PRLE humatt
breast cancer cell {TA7D) lyeates stimulated with PRI (S0 ng/ml) for zero and 15 minuted
were inmunnprecipated with anti-PRLr antibody. The immunoprecipitates were subject
to immunoblot analysis with anti-CypA and anti-PRLr antibodies revealing 4 4
constitutive interaction hetween CypA and the PRLr. This confirms the in W3

»,
b
o

554 ENDO 2002

PRODUCAO TECNICO CIENTIFICA
DO IPEN

THE ENDOCRINE SOCI

810

DEVOLVER NO BALCAO DE
EMPRESTIMO



