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Prasencs TAV3 wers
conductad CAT DHA were
cotransfs molar ratio
(x10) o=f 2 5 2 can be s322n
from Fig. 3, £he przzeace of 5 to 10 melav =iceszs of the COMELlEte
CAEY LTR domain {U3RUS ) cavsed 2 decrease (50% convarsian =S
comparezd <o 80% conversion ) in che leavel of AT activity. On tne
other hanc, the presencs of 5 to 10 molar excess of the RUS
demain resultzd 1in an increase | JQ% conversion as compared to
80% converzion ) in the level of CAT activity. These data suggest
that the &UD region carries targst structures ror negatively
acting tranzerigptional regulatory factors, wnar=as positivealy
acting regulatory sequences presumably reside in the U3 domain,
upstream to the promotsr region. Tnus, we could conclude that
CAEY premcter iz regulated by ccoperation of nositively and
negatively acting rate-limiting host factors ,which resumably
piay 2a rol= in the regulation of the intra-cellular levels of

virus =xpression.
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previcuz data  suggesting that some host limiting Factors might
play a reole in ragulating viral gene expression,

The <contribution of CAEV enhancer to the transcoriptional activity
of 5740 promoter in 2ach type of cells did not correlate with its
contrivution whan iinked %o its homologous RUS region. rxnﬂ=e data
poiat to the pessibility that g=ne expression in each type of
cells i3 being controlle not only by the enhancer region, but
alzo by other host ractorsz-binding sequences residing in the CAEV

RUJ5 domain.

In addition to the above described experiments we have been
continuing our =fforts aiming at ohtaining an infectiocus <lone of
CAEY.

Two main stratagies are being emploved:

A. Molecular cloning of CAEY inteagrated provirus.

High molecular welght DNA, extracted from Himalavan tahr ovary
celis, chronically inrfected with CAEV. was digested with HindIII,
which has no rescriction site witnhin the viral genome ( Yaniv et
al, Virology 145, 340 138%) oLlow*ng size Tractionation by
sucrose deasity gradi ¢ tri gation. DNA fragments larger
than g=noms iz i gated HindIII arms of @ 2001
(Stratagans red onte Kzcherichia coli
ztrain o 3o L an =rficient srowth o of
recombinant onage:s hecombinant prages containiag CAEV sequences
We screened £or by in-situ hybridization, using 3JUF lab~llﬂd
A az a rrote Two receomoinant phages wera found to contain a
furi-lengtn g=2noms, boarcac by two LTRz. These Two Clones are now
being z »oinfacTniviey

£. Mol=cular cloning of CAEV uniantegrated forn.

s ecan be judged from the data concerning CAXYV LTS activity
prazented  in  the present rspeort ,our uninfactious CAEY clone
poss=sies funccoiconal LTR domains. Thererors, the stratagy we are
employing o o Th-containing CAEV subaclone as a
vecnor £l r 2 unintegrated rform or CAEV
mmto  the ~-inrfectious <clone. In this
proced to raplacs the Eagl-Zagl 8.5Kb
intern on-infactious clone { Eagl cuts
ones hoemologous  Zagl-Eagl  fragment
obtal meleculag, Traczea by the
Hirs ct=d thar Hundreds of
IR 2d,  withio e beling
zesic
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TIONAL ACTIVITY OF CAEY LTR

pmoles of
CAEV LTR-CAT
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Fig, 2
FUNCTIONAL

MAPPING OF CAEV LTR DOMAINS
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Delecions b, ¢, wers generated from the plasmi
(plasmid a ). Hyorids £, g, were gznerated by tr
=2nhancsr  region (-182 to -32) to 5VY2 plasmid, up
promotar, in the positive (7)), or negatiwve (g) ori
3 p2 orf  the indicated CAT plasmids wers transziszc
z=2lle CAT azsays were periormsd on exIiracts pre
arter Sransiection, CAT  acnivitiez  ars  zupr
percentag:s o7 th2 total chloramphenicoasl converzd =z
products, normalized to 200.g (30.-1) e=xtract
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Fig. No. 3
PAETIZIPATION OQF HOST-LIMITING FACTORS IN THE  -REGULATION OF
TRANSCEIEFTIONAL, ACTIVITY OF CAZY-LTR
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CONVEKRSION

Fiz. No. 4
THE ROLE OF LTR DOMAINS IN CONTROLLING VIRAL HOST SEECIFICITY
ENHANICER + HOMOLOGOUS PROMOTER ENHANCER + SV40 FROMOTER
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4 vg of the dirferent CAT plasmids were transrected into the
indizated <=1l lines Enzyme activitiezs were measured atter 2
hours incubation with 40 to IDUrg of protein used to e=stablish
the linear rang= of the aszay Levels of activity =xpressed  as
T pero=ntags: h¥d chloramphenicel cenvertad e ac=tate
derivativas, normalzezr o 40Urg orotelin.



