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presen,_e of auon host factor Z ccp-- ti tion astay;s were 
coa n a u ct .n whoc .. r.asong amounts of CAFV' -CAT DNA were 
cotranafectec into Tahr cells together w4ith an excess molar ratio 
(xlf) at CAEv LTh )NA or BPR]'. DNA as a control. As can be seenfron o. .- , -ne Dr_-_nc, of 3 to 10 ,,noa, excess ,± tue co:npiete 
CAEV T domain (U2U5 ) caused decrease (c5b. conversion as 
compared to 80. oonvcersion 1 in tihe level of CAT activity. On the 
other kanc, t-e cresence of 5 to 10 molar excess .of rthe RU5 
domain resut e in an increase 9; conversion as compared tu 
80'. converi.on i the lee of CAT activity. These data suggest

that the ::U5 regon carries target structures ftor negatively
acting trianZicr4:tonal regulatory factors, whereas positively
acting reguiatory sequences presumably reside in the U3 domain,
 
upstream to the promoter region. 
 Thus, we could conclude that
 
CAEV promcer iS regulated by cooperation of positively and
 
negatively acting rate-imiting host factors which presumably

play a rooe in he re-ulation of the intro-cellular levels of
 
virus express1on.
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CAT ge " "-smia ,nrryiag- the CAET enhancer.-conzaon.ng U3linl-ectr a::moe 2---.4, ni IA? gene; :>'as-' carr...y;m
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- .eprevLc us aa; ug that some host limiting factors maght
 
play a role in regulating viral' gene e.pression. 
The contribution of CAEV enhancer to the transcriptional activity 
of 5'740 promoter in each type of cells did not correlate with its 
contriLutnion when iinked to its h:mologouz RUS region. These data 
point no the possibility that gene expression in each - type of 
cells is being controlled not only by the enhancer region, but 
also by other host factors-binding sequences residing in the CAEV 
PU5 domain.
 

In addition to the above described experiments we have been
 
continuing our efforts aiming at obtaining an infectious clone of 
CAEV. 

Two main stratagies are being employed: 
A. olecular cloning of CAP' integrated provirus.
 
High molecular wei,ht DNA, extracted from Himalayan tahr ovary
 
cells, chronically infected with CAEV, was dicrested with Hind'II,
 
which has no restriction site within tne viral genome ( Yaniv et 
a!, Virology 145, 340 1385). Following size fractionation by 
sucrose densizy gradient centrifugation, DNA fragments larger
than gen.ome size, were : .a.. '- thr Hind arms of 7 2001 
,a, a c..d, in " o d pared onto ERcheri chia coli 
strain sels I :in oz*:ss w:ihe'i inrcwtn 
rec m.nant Ra.ecombinant pragez containing :.ALY sequences 
were s,-reen, for by in-situ hyr-i dizat-ion, using 3:'F iabolled 
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Fig. No. 2 
FUNCTIONAL MAPPING OF CAEV LTR DOMAINS CONVESION _ELATIV 
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a. CAEV LTR-CAT . J " 

-267 
8 0.01I CAT

b. CAEV aU3RU5-CAT .75, 

108 0.9
UCATC. CAEVU3aR-CAT 

M"7 53 

d. SV40-Pr-CAT ED- - -CAT 0.5 1 

66e. SV40-En/Pr-CAT ISV--- '] CAT * * 33 

f. CAEV-En/SV40-Pr-CAT jE CAT 0 . 44 8 

g 9AEV-En/SV40-Pr-CAT CAEVE7 - AT@ 14 28 

h. EIAV-Pr-CAT CAT5 

i. CAEV-En/E[AV-Pr-CAT AV I - CAT* 72 16 

CAEV-E /EIAV-Pr-CAT ,I CAT* GS 73 16 

Deletionz b, c, were generated from the plasmi d CAEV LTR-CAT 
(plasmid a ). Hybrids f, g, were generated by tranzferring CAEV 
enh'aner -gion (-183 to -32) to 3V2 plasmid, upstream to SV40 

promoter, in t'e positive (f), or negative (,g) orientation. 
3 - of thie indicated CAT pla.rmids were tran-fected into Tahr 

. CAT azays .lere per:or-ed on extracts preparec .i8 hours
 
after tran e,:t,'. .T .- ii"ie- e e: ed as the 
percentage o, the toral chloramphenicol convertd to mono acetate 
_roduc-a, norm-_alized to 200, (80,,4) extract. 



Fi. No. 3 

PART IIPATION OF HOS;T-LIMITING FACTORS IN THE- - -REGUJLATION OF 
TRANSCRIPTIONAL ACTIVITY OF CAEV-LTR 
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Fit. No. 4 
THE ROLE OF LTR DOMAINS N CONTROLLING VIRAL HOST SPECIFICITY 

ENIiA:CER + HOMOLOGOUS PROMOTER ENHANCER SV40 FROHOTER 
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4 vg of the different CAT plasmids were transfected into the
 
indicated cell lines. Enzyme activities were measured after 

hours incubation with 40 to 400rg of protein used to establish
 
the linear range of the assay. Levels of activity expressed as
 
the percentage of chlormphenicel converted to acetate
 
derivatives, normaizea :o 40Urg protein.
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