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ABSTRACT
In this paper, to further analyze the function of the polyoma

enhancer in Saccharomyces cerevisiae, we use as reporter-genes derivatives of
the yeast HIS3 gene flanked by two types of partially deleted promoters: in
one, UAS elements are removed by deletion of sequences upstream of nt -80
(pGM3181) in the second both TATA boxes and UAS elements are removed by dele-
tion of sequences upstream of nt -35 (pGM2809). These constructs have been
studied both as free plasmids and after Integration at the TRPI chromosomal
locus. We find that in general the polyoma holoenhancer (A + B domains) eli-
cits transcriptlon from the physiological HIS3 RNA start sites when the nati-
ve TATA boxes are present. In contrast, an altered enhancer B-domain from pol-
yoma mutant Py-B78, although active when inserted downstream of the test-gene
or when coupled to a pseudopromoter (Ciaramella et al, accompanying manu-
script), does not work properly In concert with the native yeast TATA boxes.
We describe experiments that suggest an important role for the foreign enhan-
cer in RNA start-site selection in yeast.

INTRODUCTION
In Saccharomyces cerevisiae accurate transcription depends on the in-

teraction of at least three distinct elements : the TATA box, the upstream
element (UAS or URS) and the RNA start site/s (IR). According to current
ideas, the TATA box , controlled by a distal promoter element , directs tran-
scription initiation to a window within which preferred IR sites are activa-
ted.(1,2)

The wild type HIS3 promoter possesses two varieties of UAS elements,
poly-dAT and TGACTC, and cognate TATA boxes, Tc and T-: polydAT sequences
activate basal-level transcription probably by Increasing chromatin accessibi-
lity, and TGACTC sequences regulate HIS3 RNA synthesis by promoting, via DNA
binding, contacts between the general aminoacid control element GCN4 and the
polII transcriptional apparatus. Basal-level transcription initiates equally
at nts +1 +12 and at a lower level at nt +22; transcripts induced by GCN4 sti-
mulation initiate at nts +12 and +22 but not at nt+1. Initiation at +1 is sub-
servient to TATA box Tc, induced Initiation at +12 and +22 to TATA box Tr
(3,4).

In Saccharomyces cerevisiae the polyoma enhancer, a mosaic of
foreign UAS-like elements, dramatically raises the level of transcription of
a llnked test-gene served by a susceptible quiescent pseudopromoter (5; Clara-
mella et al, accompanying im.). The foreign element promotes transcripts star-
ting at multiple sites wlthin a window of varlable size and position, depen-
dent on where the enhancer is inserted. Not unexpectedly, this initiation win-
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dow does not overlap the natural IR sites: in the test-plasmid used both na-
tive UAS and TATA elements were deleted and replaced by a pseudopromoter se-
quence. Probably transcript initiation is effected by Interaction of the enhan-
cer with multiple TATA box-like signals In the AT rich pseudopromoter. This in-
terpretation is unproven because the functional elements of the pseudoprcmoter
have not been characterized.

In this paper we further explore the relationship between enhancer de-
pendent potentiation and the choice of RNA start sites by testing the ability
of the enhancer to interact productively with some well characterized elements
of the HIS promoter. We study these interactions by introducing the enhancer
into test plasmids containing diminishing segments of the native HIS3 promo-
ter. These plasmids are studied both in the free and in the integrated state.
We define conditions for the initiation of enhancer driven transcripts from na-
tive IR sites.
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Fi-iure 1. Construction of the recombinant test plasmids. The EcorI-XhoI frag-
ment of pGM8 (Ciaramella et al, acconpanying manuscript) is replaced with Eco-
RI-XhoI fragments excised from derivatives of the Saccharomvces cerevisiae
HIS3 BamHI fragnent (6), containing linker inserts at nt -80 (pGM3181) or at
nt -35 (pGM2809).

The upstream flanking sequence of pGM3181 Is:
GAATTCCGATTGCATTTATCACATAATGAATTATACATTAITATMGTAATGTGATTTCTTCGAAGAATATA-
CAAAAAATGAGCAGGCAAGATAAACGAAGGCAAAGATGATGACAGA

The upstream flanking sequence of pGM2809 is:
GAATTCTGTGAmTTCTTCGAAGAATATACTAAAAAATGAGCAGGCAAGATAAACGAAGGCAAAGATGATGACAGA
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MATERIALS AND METHODS.
Mt tet-lbami. The test-plasids (Fig. 1), derived from pATOII, are related to pQI8 (Ciarmi la et al,
acccpanying ) and carry two adjacent yeast sequences: a) a 1460 bp ScoRI frapent containing the TRPI-ARSI
sequences for plamid wlection and mintenance and b) 8Il restriction frapents caprising either the entire
HIS3 gene and flanking sequences or deletion derivatives of the yeast 3IS3 transcription unit (Fig. 1) in which
we have deleted (haterials and lNethods) either sequences upstreu of nt -80 (P .81), reowving the UAS ele-
wnts, or sequences upstrem of nt -35 (in), removing UAS elmuts and TATA bcoces. These constructs were
obtained by replacing the EcIl-Xhol fragent of his-de14 fri plJ3 (the test-plamid decribed in Clarmlla
et al, acccpanying manuscript) with Io- XhoI fragewts of IS3 wild-type derivatives Into which WcoRI lin-
kers had been lntroduced at nt -U0 and -35 (a gift fro K. Struhl)(6). Two different restriction sites in
these test-plaimds were used for Insertion of enhancers provided with approprlate linkers (Ciarmella et al,
accoqanying manuscript)): a 5' BcoRl site at nt -80 In pB13181 or at nt -36 in p112809 and a 3' Baml site at
nt +1318 in both plamids.
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Fiaoure 2. Integration of plasmids.
The top part of the figure illustrates the overall structure of the integra-
ting test-plasmids and the TRP1 locus on chromosome IV (carrying the trpl-289
allele). The plasmids are linearized with the restriction enzyme XbaI, that
cuts within the TRPI sequence thus directing integration preferentially to
the TRPI chromosomal locus.

The lower part of the figure illustrates the overall structure of
the integrants. A 4.4 to 4.9 kb (according to the plasmid) genomic EcoRI frag-
ment homologous to a HIS3 specific probe Is diagnostic for lntegration at
TRPI. Integration in DEDI would generate a much larger (8-8.4 kb) EcoRI frag-
ment.

Digestion of genomic DNA with restriction enzyme XhoI generates a
single large fragnent (>13 kb) If the DNA Is extracted from single-copy inte-
grants. In the case of multiple-copy integration, two XhoI fragments homolo-
gous to a HIS3 specific probe are produced, one >13 kb and one 5.8 to 6.3 kb
(according to the plasmid) fragment. The ratio of the areas under densitome-
ter tracings of autoradiographs of Southern blots of the fragments Is an indi-
cation of the copy number of the integrant plasmid (cfr Materials and
Methods)
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Ficur.3. Enhancement of HIS3 transcripts by the polyoma enhancer.
A) Northern blots of total RNA hybridised to 2P-labelled antisen-

se single-stranded RNA probe transcribed in vitro with T7 RNA polymerase from
a restriction fragment internal (nt +121 to +328) to the HIS3 gene, cloned in-
to pGEM4Tm (Promega, Biotec) (Ciaramella et al, accompanying ms). lane 1,
pGM9, contains the wild-type promoter; lane 2, pGM3181, the test-plasmid in
which sequences (including the UAS elements) upstream of nt -80 have been de-
leted from the wild-type HIS3 BamHI fragnent in pGM9 and replaced with an Eco-
RI linker (Figure 1); lane 3, pGM3182-1 = pGM3181 + the ,polygJa holoenhancer
inserted at the -80 EcoRI linker in earlv orientation. lane 4, pGM3182-2 =
pGM3181 + the Polygma enhancer B-domain derivative from the PyFL78 mutant in-
serted at the -80 EcoRI linker In ,late orientation. lane 5, pGM3183-1 =
pGM3181 + the polygm holoenhancer Inserted at the nt +1318 BamHI site (Figu-
re 1). lane 6, pGM3183-2 = pGM3181 +the POlvoma enhancer B-domain derivative
from the PyFL78 mutant Inserted at the nt +1318 BamHI site (Figure 1); lane
7, pGM3184-2 = pGM3181 +the polvgma enhancer B-domain derlvative from the
PyFL78 mutant Inserted at the nt -1540 EcoRI site (Figure 1). lane 8,
pGM2809, the test-plamid in which sequences (including the UAS and TATA box
elements) upstream of nt -35 have been deleted from the wild-type HIS3 BamHI
fragment in pGM9 and replaced with an EcoRI linker (Figure 1); lane 9,
pGM2810-1 = pGM2809 + the 20jvama holoenhancer inserted at the -35 EcoRI lin-
ker in late orientation; lane 10, pGM2810-2 = pGM2809 + the polyoma enhancer
B-domain derivative from the PyFL78 mutant Inserted at the -35 EcoRI linker
In hate orientatlon; lane 11, pGM2811-1 = pGM2809 + the 2olvoma holoenhancer
Inserted at the nt +1318 BamHI site (Figure 1); lane 12, pGM2811-2 = pGM2809
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+the PolyIma enhancer B-domain derivative from the PyFL78 mutant Inserted at
the nt +1318 BamHI site.

B) The same filter as In A normalized by rehybridization to a
32P-labelled antisense LEU2 riboprobe (Ciaramella et al, accompanying ms).
Panels on the left and right are taken from different exposures of the same
filter.

Symbols: UAS represents the native upstream activator; closed boxes
are the native TATA-boxes; open boxes are TATA-like sequences; bars represent
the 'spacer" sequences interposed between the control elements under conside-
ration. A and B mean respectively the A and B domains of the Polvoma enhan-
cer. B78 Is the B-domain from the Doly.gna FL78 mutant.

Thes ARSI test plamids are not stabilized by an additional CIN containing fragent. In any given ex-
perinent only 20%-30% of the cells carry the plasid in wltiple copies (becaus plamid-bearing cells make a
large excess of TRPI product, cells that lose the plasid continue dividing for a few generations even under
selection). This situation, although un-natural has the advantage of reproducing conditions for transient ex-
pression assays in mlian cells following calci phowhate traforation.

Inhancer activity in cells bearing a single Integated copy of the test plamid are also explored.
Enhancer fraints. The structure of the polyoma enhancer is described in detail in the accopanying paper. It
will suffice here to recall that the wild-type holoenhancer is composed of two dmains A and B; the B doain
alone has little If any function In me fibroblasts or in yeast cells; a utant derivative of the B dmain
(B78) is functional in mouse fibroblasts and in yeast cells.
Genetic wthods and strains. As deribed in (Ciarmlla et al, accmaying mancript).

Two different Saccharmces cerevislae strains were used for studies on expression In free or Integra-
ted plasids:

Scil7 ( for deacription see accomanying manuscript) was used for studies on free plamids. In this
strain chramosmal HIS3 and TPI sepences have been cooletely deleted. The only region of hinlogy to the
test plaulds we use consists of the approximtely 600 bp of DED-I gene seWence contained in the WII HISM
frapent.

Sc104-17 (q, ade2-101, trpl-289,his3-de200) was used for studies that required Integratlon of the
test plasid at the TIPI locus on chromoome IV. This strain vwa camstructed by standard genetic procedures by
replacing the trpl-dell allele of Scil7 (a coplete deletion of the TPI gene; 7) with a point-utant
(trpl-289). The identity of the hi-de1200 allele (which copletely deletes the HIS3 gene) was checked by hybri-
dization of genomic digests of Sci04-17 to an appropriate probe.
Plamid intearation. Integration of recombinant plasmids was directed (8) to the TRPI locus by cutting with
restriction endoucleae Xbal that cleaves our test plmids once vithin the paiid-borne TRPI gene (Fig. 2A).
This procedure vas used to redce the chances of integratim Into DID-I. Integration at this locus ould displa-
ce by recombination enhancers cloned at the WI or Sall sites flanking the 3' end (nt +1318) of the HISS B.
HI test-fragnt irserted Into the vector polylinker (Fig. 1, Claramlla et al., acccanying U.). The site of
integration and copy number was decided from restriction digests of genmic NA cut with appropriate enzyms
(Fig. 211). If integratim occured at TMPI bcol digetion of Intetant NA wold result in a 4.4 to 4.9 kb
frapent hybridizing to a HIS-pecific probe. Restriction enzys XhoI digestion of Integrat OM relts in a
single >13 kb fraet hybridizing to the HISS probe If integatiom occre in single copy; if ultiple copies
have integrated, XhoI digestion reslts in a additional fraget correpcnding to the size of the test-plmid
(a t 6kb). We have used the ratio of densititer tracinp of the two bands to deteraie copy wuier.
FM and MA biocmistry Vere a described in Ciaramlla et al (acc aying manusript).
5'end mming. 5' ends were determined by RDIVae pping using the sm prbd an procedores decribed in
the acconpanying manuscript.

Low resolution NIAame Wping vas used In preliminary characterization of transcription from the va-
rious constructs. MA (10#g) was hybridized to a cold antisense-IA probe trancribed In vtkro with T7 MA pol-
yerase fro the nt -257 to nt +328 fragent of hie-de14 (Ciwralla et al, accomanying macript). Hybridiza-
tion and Mae digestion were as described (9); the hybrids were run on 1.2% agre /fwraldehyde gels (Ciara-
mella et al accoanying mnuscript), blotted onto a nitrocellulose membrane and hybridized with a uniformally
labelled Hind3O-SA fraFeent Internal to HIS3.

When transcript size sgeted that Initiation was taking place updtrea of or RNA probes, 5' ends
were apped by ANN revers transcriptas (IBI) uslng a 21 nt synthetic primer (hmologous to HIS3 nts +32 to
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Figurt 4. RNAase mapping of 5' ends of transcripts elicited by the polyoma en-
hancer. Total RNA was hybridized to a uniformally labelled RNA probe comnple-
mentary to nts -257 to +82 of his-del4 (Ciaramella et al, accompanying ins).
After treatment with ribonuclease (Materials and Methods), protected f rag-
ments were run on a 6% sequencing gel.

lane 1, pGM9; lane 2, pGM3181; .lane 3, pGM3182-1- .lane 4,
pGM3182-2; lane 5, pGM3183-1; lane 6, pGM3183-2; iane 7, pGM2809; lane 8,
pGM2810-1 ; lane 9, pGM2810-2; lane 10, pGM2811-1; .lane 11, pGM2811-2; lane
12, the marker Is an end-labelled HpaII digest Of pATOII (Ciaramella et al,
accompanying manuscript). lane 13, the HIS3 chromnosomal transcript. Frag-
ments predicted from the sequence of pATOII are In nts: 492, 465, 404, 242,
238, 201, 190, 160, 147, 110, 90, 76, 67, 53, 34, 26, 26. Symbols:- see legend
to Figure 3.

+52) end-labelled by polynucleotide kinam. hNA (about 30 sg) was denatured at 650C and annealed to about I pi-
cmole of primer (10' cpm) at 370C for one hour. Primer extension was carried out at 48C as described (10).
The produicts of the reaction were separated on a 6% polyacryluide se9encing gel.

Interaction between the Dolvcxma enhancer and the native Yeast TATA boxes.
In rich media the wild type promnoter of the yeast HIS3 gene, at its

normal chromoscmnal site, directs transcription to two major RNA start sites
at nt +1 and +12. This constitutive base-level HIS3 transcription depends on
an upstream polydAT stretch at nt 113-130 and on a TATA box at nts -50 to -54
(Tc); histidine starvation, by GCt44 activation of two TGACTC UAS sequences
at nts -263 and -99, induces, via a TATA box at nts -40 to -46 (Tr), tran-
scription specifically from IR at nt +12 (3).

In test-plamnid p0113181 sequences upstream of nt -80 (comprising
the native UAS elements) are deleted and transcription is strongly reduced;
Actually, some HIS3 transcripts are detectable In cells containing plaSmid
borne constructs (Fig. 3; lane 2) and Initiate at native start-sites, at nt
+1 and more weakly at nt +12 (Fig. 4; lane 2) as well as upstream of nt +1
(Fig. 63, lane 3). This observation explains the weak histidine prototrophy
conferred by p0113181.
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FLLcuret 5. RNAase mapping of the 5' ends of 11153 RHA transcribed from transfor-
med cells using a larger uniformally labelled RNA probe complementary to nts
-257 to +328 of his-del4 to show far downstream start-sites In p0GM2810-i.
lint 1, undigested probe; lant 2, end-labelled HpaII digest of pATOII (Ciara-
mella et a], accompanying ins); lint 3, pGM19; lint 4, pGM18, the test-plasnid
with the 1575 BamnHI H153 fragnent containing the pseudopromoter described in
Ciaramella et a) (accompanying manuscript) derivative ; lint 5, p01136 = p0118
+ the polyoma holoenhancer Inserted at the -257 BamHI site In earlyi
orientation; lint 6, p01178 = p0118 + the polyoma enhancer B-domain derivative
from the PYFL78 mutant Inserted at the -257 BamHI site; lint 7, p0GM3181; lane
8, pGM13182-1; lint 9, p0GM2809; lint 10, pGM12810-2.
Symbols: see legend to Figure 3.

The polyoma holoenhancer Inserted at nt -80 (pGM13182-1) raises the
level of a well defined H153 transcript of about 0.8 kb (Fig.3; lane 3 ). 5'
RNAase-protection mapping shows that stimulation concerns primarliy tran-
scripts initiating at nt +12 , the same site activated by the native UAS ele-
ments (Fig. 4; lane 3) (Fig. 6A, lane 2). In contrast, the polyoma mutant B78
enhancer-domain, Inserted at the same site (pl13182-2),does not increase
transcipt level but elicits larger transcripts (Fig. 3, lane 4) starting up-
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stream of nt -10 (the limit at which the sequence of the transcript diverges
from that of the RNA probe; Materlals and Methods) (Fig. 4, lane 4). Precise
mapping by primer extension primed by a synthetic oligonucleotide (Materials
& Methods) locates upstream start sites around nt -160 within the enhancer
fragnent itself (Fig.6A; lane 3; Fig.6B, lane 5). The insusceptibility of na-
tural start sites to activation by the mutant B78 domain was also apparent in
our experiments with the pseudopromoter test-plasmid (Ciaramella et al, accom-
panylng manuscript); however, In the latter case abundant transcription was
elicited from start sites outside the enhancer, within the pseudopromoter.

Interestingly this difference between enhancers disappears If
either enhancer is introduced downstream at the 3' end of the gene at nt
+1340. Potentlation by B78 (pGM3183-2) is as strong as that by the holoenhan-
cer (pGM3183-1) and both elicit very heterogeneous transcripts (as was also ob-
served with the pseudopromoter containing test-plasmids; Ciaramella et al, ac-
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FtLure 6. Mapping of 5' ends of HISS transcripts by primer extension (see Ma-
terials and Methods).
A) lane 1, pGM9; lane 2, pGM3182-1; lane 3, pGM3182-2 (sample was partly
lost; see B for repeat); lank 4, pGM3183-1; lane 5, pGM3183-2; lAnt 6,
pGM2809; lane 7, pGM2810-1; lane 8, pGM2810-2; lane 9, pGM2811-1; ,lane 10,
pGM2811-2; .lanes 11, 12, 13, 14, sequence ladder: G, A, T, C; ,lane 15, the
marker Is an end-labelled HpaII digest of pATOII (Claramella et al, accompan-
ying manuscript). Symbols: see legend to Figure 3.
B) lane 1, marker; lane 2, pGM9; lane 3, pGM3181; lane 4, pGM3182-1; lant 5,
pGM3182-2; lane 6, pGM3183-1; lanes 7,8,9 & 10 sequence ladder. Symbols see
legend to Fig.3.
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Fi-iure 7. Low resolution RNAase mapping to highlight downstream shift and
scatter of sites In the Initiation window of pGM2810-1. Each sample Is shown
undigested (-) and digested (+) with RNAase (Materials and Methods).
In this experiment the product of the in vitro transcription reaction was not
treated with DNase. RNase-resisant bands longer than 0.3 kb are
artifacts due to protection of in vitro transcripts by
annealing to the DNA template. lane 1, digested probe; lanes
2 anci 3, pGM9; lanes 4 and 5, pGM3181; lanes 6 and 7, pGM3182-1;
lane 8, pGM2809; lanes 9 and 10, pGM2810-1.
Symbols: see legend to Figure 3.

companying manuscript) (Fig. 3; lanes 5 & 6). RNAase mapping confirms that spe-
cificity of initiation is reduced: there is an increase in the level of hetero-
geneous transcripts starting upstream of nt -10 as well as at nt +1 (Fig. 4;
lanes 5 & 6). The strong signal at nt +1 is consistent with rapid growth of
cells carrying such constructs, even in the presence of aminotriazole. We
have mapped the more distal transcript start sites by primer extension to posi-
tions upstream as far as nt -100 (Fig.6A, lane 4, 5) (some of these sites
are within the 3' end of the adJacent EcoRI TRPI fragnent).

The mutant B78 enhancer domain Inserted 1540 bp upstream of HIS3 at
the distal EcoRI site In pGM3181 does not enhance HIS3 RNA (Figure 3; lane 7).
Enhancer effects In absence of the native TATA boxes. In pGM2809 deletion of
sequences upstream of nt -35 removes both upstream elements and the TATA
boxes (in contrast to pGM8, native sequences are not replaced by a pseudopromo-
ter, Ciaramella et al, accompanying manuscript); as expected transcription is
reduced (Flg.3, lane 8). Although HIS3 RNA abundance is similar to that obser-
ved when only the UAS elements were removed (in pGM3181; see above), residual
HIS3 transcrlpts, start about equally at nt +1 and +12 (Fig. 4; lane 7). We do
not know why such sites function in pGH2809, whereas site -10 is prevalent in
pGM3181. Perhaps AT rich tracts in the flanking TRPI-ARSI fragment
are responsible. Such transcripts suffice for the relatively weak histidine
prototrophy observed on plates lacking histldine and containing aminotriazole.

Unexpectedly, when the polyoma holoenhancer (or the B78 domain enhan-
cer, see below) is inserted at nt -35 (pGM2810-1), histidine prototrophy Is
almost abolished, even under less stringent conditions of histldine depriva-
tion (i.e. on plates lacklng histidine but with no addition of amlnotri-
azole). As visualized on Northern blots, the holoenhancer Inserted In pGM2809
appears to shift the size distribution without raising transcript levels
(Fig. 3; lane 9). Indeed as evidenced by low resolution RNAase mapping (Fig.
7) the holoenhancer potentlates very heterogeneous and clearly shorter tran-
scripts.

High resolution RNAase mapping using the longer 584 nt riboprobe
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Figurei 8. Effects of enhancer inserts on plasmid copy-number. "Southern"
blots of yeast DNA minipreps hybridized to the 32P-labelled XhoI- Sail frag-
ment (Figure lA, Ciaramella et al, accompanying ms) comprising the begining
of the DED1 gene. Iane 1, pGM3181; lane 2, pGM 3181-2; lane 3, pGM3184-2;
lane 4, pGM3183-1; lane 5, pGM3183-2; lane 6, pGM2809; lane 7, pGM2810-1;
lane 8, pGM2810-2; lane 9, pGM2811-1; lane 10, pGM2811-2.

CHR, chromosomal DNA; OC, open circular plasmid; CCC, covalently
closed circles. P = uncleaved pGM8 DNA.
Symbols: see legend to Figure 3.

(cfr. Fig. 2, Ciaramella et al, accompanying ms.) confirms this observation
and demonstrates that the enhancers are effectively shifting start sites from
nt +1 and +12 to various sites upstream of nt -10 (Fig. 6A, lanes 7 & 8) and
downstream of nt +44 (Fig. 5, lane 10) (precise downstream coordinates were de-
termined In a separate experiment; not shown).

Results with pGM2809 carrying an Insert of the enhancer mutant B78
domain at nt -35 (pGM2810-2) differ from those with the holoenhancer and are
reminiscent of the effect of the B78 fragment inserted into pGM3181 (see abo-
ve). Histidine protrophy is even weaker than that observed with the holenhan-
cer at nt -35. Furthermore, average length of HIS3 RNA Increases (by more
than 100 nts) instead of decreasing (Fig. 3; lane 10) (again, there Is no
potentlatlon of transcript level). RNAase mapping locates transcription Initia-
tion sites upstream of nt -10 (Fig. 4; lane 9). Accurate mapping by primer ex-
tension positions multiple start sites between nt -10 and -102 (Fig. 6A;
lane 8); the latter is within the mutant enhancer Itself.

When inserted downstream at 1340 bp from the natural initiation
sltes, both the holoenhancer (pGN2811-1) and the B78 domain (pG02811-2) regain
their ability to strongly poteMtlate transcript level. By RIAase protection
mapping, the major start sites actlvated by the downstream enhancers are at
nt+1 and +12. By primer extension weaker upstream start sites are located bet-
ween nts -16 and -110. It Is consistent with this pattern of relatively
abundant transcription that pGM2809, with enhancer Inserts at nt +1340, con-
fers vigorous prototrophy to hls3 deficient cells even on plates containing
aminotriazole.
Plasmid copY number. We have determined enhancer function on multicopy pla-
amids. The polyoma enhancer Increases plasmid copy number three- or four-fold
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Fioure 9. Copy number of integrants in S. cerevisiae strain SclO4-17.
Southern blot of genomic XhoI digests hybridized to a 32P-labelled riboprobe
synthesized in vitro with T7 RNA polymerase from a restriction fragment inter-
nal (nt +121 to +328) to the HIS3 gene, cloned in pGEM4T'1. In all strains in-
tegration was at the TRPI chromosomal locus (Materials and Methods).
lane 2, S. cerevisiae 288c; lane 3, Sc104-17; lane 4, pGM8 single copy; lane
5, pGM9 single copy; lane 6, pGM7A single copy; lane 7, pGM35 single copy;
lane 8, pGM36 single copy; lane 9, pGM3181 single copy; lane 10, pGM3182-1
three copies; lane 10, pGM3182-1 single copy.
Symbols: see legend to Figure 3. int: XhoI fragment from integrant at TRP1;
p: plasmid size XhoI fragment from multiple tandem integrants.

in some pseudopromoter containing constructs (Ciaramella et al, accompanying
manuscript); we have failed to detect a correlation between plasmid copy-num-
ber and RNA enhancement (eg both upstream and downstream enhancer Insertions
stimulate transcript levels, but only downstream inserts raise copy number
(Ciaramella et al, accompanying manuscript).

Although increase in copy number cannot account for differential ini-
tiation it might contribute to increases in transcript level in some con-
structs. For this reason we looked for effects on copy number in the new con-
structs. As shown in fig. 8 the results are similar to those described in the
preceding paper. In general copy number Is significantly raised by 3' but not
by 5' Inserts of the polyoma holoenhancer. The mutant enhancer domain B78 rai-
ses copy number in all 3' and 5' inserts in pGM3181 and pGM2809 independently
of the extent to which it enhances transcription.
Effect of chromosomal intearation on enhancer function

One reason for using autonomously replicating plasmids in our experi-
ments is that in mammalian cells viral enhancer potency is markedly enhanced
by supercolling (11). The degree and distribution of supercoils In the yeast
genome is unknown; in the chromosomes of higher eukaryotes negative super-
coiling appears to be localized and the bulk of DNA is not under torsional
strain (beyond that attributable to nucleosome formation) (eg 12).

It was of Interest to test some of the enhancer containing plasmids
also after Integration Into the chromosome.
We directed integration of pseudopromoter and TATA box containing test pla-
snids to the TRPI locus by standard procedures (Material and Methods). Nor-
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Fioure 10 Northern blots of total RNA synthesized by the integrated tran-
sformants hybridised to 32P-labelled antisense single-stranded RNA probe
transcribed in vitro with T7 RNA polymerase from a restriction fragment inter-
nal (nt +121 to +328) to the HIS3 gene, cloned into pGEM4TM (Promega, Bio-
tec) (Ciaramella et al, accompanying ms).
Left panels: Pseudopromoter (Ciaramella et al, accompanying ms) containing
constructs. lane 1, pGM8 single copy; lane 2, pGM7A (late orientation) sin-
gle copy; lane 3, pGM9 single copy; lane 4, pGM35 single copy (late
orientation); lane 5, pGM36 (early orientation) multi-copy; Right panels:
TATA box containing constructs: lane 6, pGM3181; lane 7, pGM3182-1 single
copy; lane 8, pGM3181-2 three copies; lane 9, pGM9.
Bottom panels are the same filters rehybridized to a 32P-labelled antisense
LEU2 riboprobe (Ciaramella et al, accompanying ms).
Symbols: see legend to Figure 3.

thern blot analysis of total RNA shows that, after integration, the polyoma ho-
loenhancer cloned upstream of pGM8 (containing the pseudopromoter) (Fig. 9, la-
ne 4, 5) or of pGM3181 (containing the native TATA boxes) (Fig. 9, lane 7, 8)
potentiates transcription to somewhat less than the basal level attained by
the wild type gene, at its normal location or after translocation to the TRPI
locus (Fig. 9B, lane 2). RNAase protection mapping shows that the two Integra-
ted test genes use the same start sites favored in the autonomously replica-
ting state (Fig 11, lane 4, 5). A three copy lntegrant of pGM3182-I promotes
transcription to a level expected from the copy-number (Fig. 9; Fig. 10, lane
7, 8).

In contrast, the polyoma enhancer inserted downstream at nt +1340 In
pGN8 loses Its ability to potentlate transcription once integrated at TRPI in
single (Fig. 10, lane 2) or In multiple copies (data not shown).

DISCUSSO
Experiments described In our previous work (5; Claramella et al,

accompanying manuscript) showed that the polyoma holoenhancer (A-domain + B-
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Figure 11. RNAase mapping of 5' ends of transcripts elicited by the polyoma
enhancer after chromosomal integration. Total RNA was hybridized to a unifor-
mally labelled RNA probe complementary to nts -257 to +92 of his-del4 (Ciara-
mella et al, accompanying ms). After treatment with ribonuclease (Materials
and Methods), protected fragments were run on a 6% sequencing gel. G, A, T,
C: sequence ladder; lane 1, Sc 288c; lane 2, pGM9, single copy; lane 3,
pGM3181, single copy; lane 4, pGM3182-1 single copy; lane 5, pGM3182-1, three
copies; lane 6, pGM8 single copy; lane 7, pGM36 single copy; lane 8, pGM7A,
single copy; lane 9, pGM35, single copy; lane 10, pGM 35, three copies. The
marker is an end labelled HinfI digest of pBR322.

domain), the A-domaln partial enhancer and a mutant B-domain partial enhancer
(B78) raise transcript levels In yeast when inserted Into a test-plamid con-
taining as reporter the S. cerevislae HISS gene flanked by a quiescent,
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susceptible pseudopromoter sequence. The main Initiation sites of the potentla-
ted transcripts did not coincide with natural Initiation sites (at nt +1, +12
+22), but were scattered within an lnitlation window 10 or more base pairs fur-
ther upstream within the pseudopromoter sequence. Interestingly, the size and
position of the Initiation window shifted with the position (upstream or
downstream) and nature (holoenhancer, A-domain or mutant B-78 domaln) of the
enhancer insert.

In this paper we have replaced the pseudopromoter with truncated ver-
sions of the HISS promoter to examine the Interactions of the polyoma enhancer
with native yeast TATA boxes and IR sites.
Interactions of the nolvoma holoenhancer with HISS Promoter elements.

A maJor result of our present work Is that the polyoma enhancer poten-
tiates accurate Initiation when Inserted 5' to the reporter gene flanked by a
truncated derivative of the natural promoter that retains the native yeast TA-
TA-box elements. The preferred Initiation of the potentiated transcripts is at
nt +12. The ability to potentlate transcription from this site Is lost upon re-
moval of the TATA boxes. This result fits nicely within the framework of cur-
rent Ideas about yeast promoters and depicts the enhancer as Just another
UAS-like element. In fact, the observation of a physiological Interaction bet-
ween foreign enhancer and 'canonicall promoter elements controlilng RNA Initia-
tion at nt +12 suggests that the enhancer contains a binding site for a yeast
protein that potentiates RNA synthesis by Interacting with the rest of the
transcription complex. In the wild type HIS3 promoter, differential activation
of the +12 site depends on a protein-protein Interaction of the GCN4 proteln
bound at the URS and some component of the transcription apparatus (perhaps a
TATA-binding protein at Tr) (4).

That transcriptional enhancement and selectivity In Initiation are re-
tained after single or multiple copy Integration Into a yeast chromosome of
test plasmids with 5' enhancer Inserts Is also consistent wlth thls view. That
lntegrants (in single or multiple copy) containing 3' Inserts of the enhancer
do not transcribe the reporter gene Is consistent with the finding of others
on the properties of UAS elements at chromosomal sites (13,14).
Note however that we have only tested Integrants wlth a 3' enhancer Insert
associated with a pseudopromoter; It will be Interesting to see what happens
In constructs with native TATA elements.

On the whole our observations suggest strongly that the underlying
molecular mechanism of polyoma enhancer function In yeast Is similar to that
in mammalian cells.
Ideas about the mechanism of enhancer function In Yeast.

We will consider three types of mechanisms whereby enhancers might po-
tentiate transcription; two of these have been proposed by Struhl (4) to ex-
plain UAS function.

1) enhancers Increage chromatin accessibility of a notential
lnitlation window by clearing DNA of nucleoes. In transfected mouse cells
20-25% of polyoma minichromosomes exhlbit nucleosome free enhancer-promoter
regions (15); whether this effect Is connected with transcription (or replica-
tion) potentiation Is unknown. In yeast, naturally occuring poly(dA-dT) sequen-
ces promote constitutive transcription from the three contiguous HISS Initia-
tion sites, +1, +12 and +22) perhaps by nucleosome exclusion (16). If thls me-
chanism Is responsible for all enhancer function In our experiments, It Is dif-
ficult to understand why, when we replace the natural HIS3 UAS elements with
the holoenhancer at nt -80, Just one (IR +12), among the three contiguous
sites Is favoured by enhancer-dependent potentiatlon.

Perhaps nucleosome clearing is the mechanism whereby the B78-domain
(5' or 3') and the holoenhancer (only when Inserted far downstream) poten-
tiate transcription from a very wide (100 bp or more) Initiation window In
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p0GM3181, pG0S2809 and pG08. Note that the latter constructs also raise plasnid
copy-number suggesting a more general effect on plasmid structure.

2) enhancers Increase transcrlit levels by bindina an activator By
analogy with the proposed function of known UAS-binding proteins perhaps acti-
vatlon occurs by contact with other elements of the transcription complex. In
yeast It has been shown that specificity of lAS binding proteins resides In
the DNA binding moiety (17); the effector that contacts the rest of the tran-
scription complex Is basically a surface of acidic aminoacids that may vary In
composition wlthout loss In efficacy (18). This basic structure of DNA binding
activators appeares to hold also In higher eukaryotes: very recently It has
been shown, by introducing approprlate binding sites proximal to reporter
genes, that the yeast control element GAL4 will activate transcription In mam-
mallan cells (19,20) and conversely that a mammallan oncogene protein (fos)
will activate transcriptlon In yeast (21). Implications of these findings have
been discussed by Guarente (23).

A specific version of this model of transcriptional stimulation
posits that the acidic surface of the activator protein contacts a TATA-box
bound protein; which initlation site will be potentiated depends on the posi-
tion and type of the TATA box and cognate binding factor (4).

There are difficulties In Interpreting our results by this version of
the model. In some cases we have observed that the enhancer will raise tran-
script level even when the TATA boxes are deleted (3' Inserts In pGM2811-1 and
pGM2811-2). Possibly the natural sequences are replaced by surrogate TATA
boxes fortultuously present In the flanking sequences; In higher eukaryotes
substitute sequence elements not obviously related to the consensus TATA can
replace natural TATA boxes (24). It Is also puzzling that In
some constructs preferred RNA Initiation sites appear to be dlctated by the
nature and position of the enhancer.

3) Enhancers actively Participate In the allanment of the
transcriptlon machinery on the DNA temmlate. In general the presence of TATA
boxes at their normal locations restricts Initiation to the natural 1IR sites.
This however Is not always so: the mutant B78 domain Inserted at nt -80 overco-
mes the directives of the TATA box and Induces start sites upstream of the na-
tural IR sites, perhaps because B78 Itself contains a preferred yeast Initia-
tion window. Yet when the B78 domain Is inserted upstream of a pseudopromoter
in the experiments descrlbed In the accompanying paper, It potentiates tran-
scriptlon from start sites located outside the enhancer Itself and different
from those elicited by the holoenhancer at the same position.
Further support for a more direct role in start-site selection comes from the
observation that the holoenhancer Inserted at nt -35 In pGM2809 (Fig.5) very
effectively diplaces transcription lnitlation from the natural IR sites.
Perhaps sets of yeast proteins that we Imagine bind to the enhancer favour a
given Initiation window (as presumably do the TATA binding proteins) by In-
fluencing the assembly of the transcriptional caiplex and thu-s the alignment
of the polI Ilnitiation dmain on the DNA template. The geometry of the com-
plex may differ between holoenhancer and B-78 mutant domaln. Very recently It
has been observed that polyoma variants bearing rearranged enhancers promote
transcriptlon from heterogeneous unnatural start-sites when transfected Into
certain mouse cell types (25). Differences In Initiation dlsappear (whatever
the flanking sequence) when the enhancers are Inserted far downstream at nt
+1318; perhaps distance relieves constraints Imposed upon the asseubly of the
complex by the rigidity of the shorter DNA spacer between enhancer and
other promoter elements In the 5' constructs.

Whatever the mechanism, our results suggest that DNA binding domains
of some higher eukaryote regulatory proteins are conserved In yeast. Such con-
servation has been described between the yeast GCN4 protein and the mamallan
proteins iun (26) and API (27). Indeed, very recently factors from XL
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cerevisiae (28) and Schizosaccharmuvces DOmbe (29) have been shown to bind spe-
cifically in vitro to an AP1 binding site (TTGCTGACTAAT) in the SV40 enhancer;
these proteins appear to be the yeast homologs (yAPI) of the mammalian API fac-
tor. The S. cerevisiae yAPI factor shows a twenty-fold higher affinity
in vitro to a synthetic copy of its cognate site than to a GCN4 (ATGACTCAT)
binding site (28), while the S. cerevisiae GCN4 protein binds equally to both.

There Is also, in fact, an API binding site in the A-box of the polyo-
ma enhancer; it is lost by point mutation in the A-box transposition into the
B-domain of the PyB78 mutant (eg Claramel)a et al, accompanying manuscript).
It is unlikely that GCN4 participates significantly in enhancer function, at
least in wild-type yeast cells, since the function of the polyoma holoenhancer
in single of multicopy integrants, is not stimulated by the addition of 10 mM
aminotriazole to the growth medium (V. Rocco , unpublished results). Aminotria-
zole is a competitive inhibitor of the HIS3 gene product and induces GCN4
synthesis. Perhaps the lack of response of the enhancer to aminotriazole is
due to a relatively low level of GCN4. By induction the level of this protein
increases only by a factor of six (30) and any effect would be masked by a
higher basal level of yAPI that is not inducible by aminotriazole (28).
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