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ABSTRACT  The first committed resction in pyrimidine bio-

synthesis in Escherichia coli and Salmonella typhimurium is cata-

lyzed by the allosteric enzyme aspartate transcarbamoylase (as-

pariale carbamoyltransferase; carbamoylphosphate:L-aspartate

carbamoyltransferase, EC 2.1.3.2), the product of the pyrB-pyrl

operon. Regulation of the pyrimidine pathway is achieved in part

by changes in the enzyme’s catalytic activity as a Function of the

concentration of substrates and other metabolites as well as by

variations in enzyme synthesis in response to changes in cellular
levels of pyrimidine nucleotides. Although there is substantial evi-
dence that UTP concentration has a marked influence on expres-
sion of the pyrB-pyrl operon, the mechanism of this control is not
known. We have cloned the operon and determined the nucleotide
sequence of the region preceding the first structural gene (pyrB).

These studies show two regions sharing considerable homology
with the consensus sequence of E. coli promoters, a segment that
can code for a 44-amino-acid leader peptide, and a sequence very
similar to that of the attenuator of the trp operon. RNA transcripts
from several bacterial strains were studied by $1 muclease map-
ping. Under conditions leading to extensive enzyme synthesis
there was a large production of transcript whose 5’ end correlated
with the putative promoter closer to the structural genes. At low
levels of operon expression there was little transcript in the ex-
tracts and both promoters appeared o serve as initiation sites, The
results are interpreted in terms of transcriptional control of the
pyrB—pyrl operon according to an attenuation model that differs
in novel ways (rom the mechanisms proposed for the regulstion of
amino acid biosynthesis.

Pyrimidine synthesis in Escherichia colt and Salmonella typhi-
murium is regulated in part by the allosteric enzyme aspartate
transcarbamoylase (ATCase; aspartate carbamoyltransferase:
carbamoylphosphate:L-aspartate carbamoyltransierase, EC
2.1.3.2), which catalyzes the first committed step in the bio-
synthetic pathway. Control is achieved in several ways. The
enzyme itself regulates the formation of carbamoy) aspartate
through the sigmoidal dependence of catalytic activity on the
concentration of both substrates (1, 2). Also, ATCase is inhib-
ited by CTF, the end product of the pyrimidine pathway, and
activated by ATP (1). In addition to the regulation provided by
the allosteric properties of ATCase, control is achjeved at the
leve] of protein synthesis. ATCase production is relatively low
at high levels of UTPF, a product of the pyrimidine biosynthetic

thway, whereas enzyme synthesis is increased as much as 150-
fold when the cellular concentration of UTP is very low (3). The
mechanism of regulation of the synthesis of ATCase is not

'Ihe-calalytic and regulatory chains of E. coli ATCase are en-
coded by the pyrB and pyrl genes, respectively {4). Recent

studies of deletion mutants and molecular cloning experiments
followed by nucleotide sequence analysis showed that the pyrB
and pyrl genes constitute an operon with the two contiguous
genesseparated bva 15-nucleotide, untranslated, intercistronic
region (4). One pyrB deletion produced a normal amount o!
regulatory chains even though a substantial portion of the pyrE
gene was removed. Another deletion, which shares a simila
end point within pyrB, produced no regulatory polypeptide
chain because of the removal of the promoter region (4). These
results indicated that a single region adjacent to pyrB control:
transcription of both pyrB and pyrl. Recently Roof et al. (5}, or
the basis of their nuclectide sequence determination of the pro
moter region, suggested that attenuation and other “overlap
ping” regulatory mechanisms were implicated in the control o
the pyrB-pyrl operon. In an independent study, Turnboug}
et al. (6) determined the sequence of the 620 nucleotides pre
ceding the pyrB structural gene. Also, they demonstrated by
in vitro transcription experiments the presence of a UTP-de
pendent pause site and interpreted their results in terms of at
tenuation control (6). We have determined the nucleotide se
quence of the promoter region from two genetically distinc
sources of DNA and have characterized the in civo transcript:
from strains in which the intracellular levels of pyrimidine nu
cleotides were varied. The attenuator model presented here i
similar to that of Tunbough et al {6) and is analogous to thos:
proposed for the regulation of operons involved in amino acit
biosynthesis (7, 8).

MATERIALS AND METHODS

Bacterial Strains and Media. Both E. coli and §. typhimu
rium strains were used in these studies. The episome F393 argl
lac proAB (P22 pyrB) was derived from specialized transdue
tion of pyrB into F128 argF lac proAB of E. coli K-12 {9). F38:
carries the intact pyrB—pyr! operon and its regulatory element
{4). Mutation pyrH700 encodes a partially defective UMP ki
nase, Strains carrying this mutation have decreased levels ¢
UDP and UTP and as a result overproduce ATCase (10, 11)
Mutation pyrB633 is a deletion that removes all of pyrB (12)
Because pyrB655 and pyrH700 are available only in S. typhi
murium, we have employed a hybrid organism in which th:
pyrB-pyrl operon from E. coli is present in §. typhimuriur
(4, 8, 13). The E. coli strain AT2535 carrying the pyrB59allel
{4) was used in the selection of transformants maintaining pyrB'
plsmids. When uracil was used in the growth medium for th
various bacterial strains, the concentration was 20 pg/mi.

Plasmid Construction. Conditions for restriction endonucle
ase digestions and ligation reactions, as well as plasmid puri
fication and transformation techniques, were described earlie
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Abbreviations: ATCase, aspartate transcarbamoylase; kb, kilobase(s!

bip, base pair(s).
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F10. 1. Restriction mapa of segments of pyrB-pyrl plasmids and strategy for delermining nucleotide sequence. (A) Promoter region of plasmid
pPYRBA which contains a 3.0-kb EcoR1/Sal ] insert derived from F393. The diagram shows the segment of pPYRB3 from the EcoRl site to a Dde
L eite 47 bp past the ATG of the pyrB gene. Sequences are humbered from the ATG start codon of the pyrB gene with the A as +1 and the base
preceding it as ~ 1. Arrows above the map indicate the direction and extent of sequence determined for each fragment. Dashed portions of the arrows
represent segments that were not observed on the sequencing gels. Fragments were labeled on either their 5 {07 or 3’ () ends as deacribed in the
text. The arrow below the map represents the single-stranded Pst 1/Dde I fragment used as a hybridization probe for the transeript mapping ex-
periment. P, and P, designata the two transcriptional promoters encoded on the insert (see text). The shaded region between the EcoRl site and
the Dde I site at —420 represents the section of F393 DNA that was not derived originally from the pyrB region of the E. coli chromosome. (B}
Reetriction map of the promoter region of pPYRBS, This plasmid contains only P;. The Pst I site at 285 is the junciion between the insert derived

from the A phage yk14m5 and the vector DNA. Sequences are pumbered as in A.

4). Two different DNAs were used for the construction of plas-
mids containing the pyrB-pyrl operon. The 4.8-kilobase (kb}:
plasmid, pPYRBS, is a subclone derived from pDP8 {unpub-
lished results]. Plasmid pDP8 contains the pyrB gene from the
A specialized transducing phage yk14m5 (4). A second plasmid,
pPYRB3, of 6.7 kb contains a 3.0-kb EcoR1/Sal 1 fragment from
F283 inserted into pBR322 (unpublished).

Sequence Determination. DNA was labeled at its 5’ or 3
termini {4}, and nucleotide sequences were determined by the
method of Maxam and Gilbert {14) as modified by Smith and
Calvo (15).

Analysis of in Vioo pyrB-pyrl Transcripts. §. typhtmurium
strains HS2M43 (argl2002 fol-101 lzuD798 proAB47 pyrB6S5S
pyrH700/pPYRB3) and HS2351 (fol-101 leuD798 pyrB655/
pPYRB3) were grown to midlogarithmic phase and RNA was
isolated by extraction with hot phenol (16). DNA remaining in
the RNA preparations was remaved by incubating the solution
with iodoacetate-treated DNase I followed by passing the digest
through a nitrocellulose filter (G. Christie, personal commu-
nication). The mixture was then extracted with phenol and the
RNA was precipitated with ethanol.

A single-stranded, end-labeled DNA hybridization probe
was prepared by labeling the 5 ends of the 455-base-pair (bp)
fragment produced by digesting pPYRB3 with Dde 1. After sec-
ondary digestion with Pst I, the fragment was purified and the
strands were separated by the procedure of Maxam and Gilbert
{14). Various RNA preparations were hybridized (17, 18) to the
single-stranded DNA probe as follows: 200 pg of RNA was
mixed with 1 pg of the hybridization probe, and the solution
was heated to 70°C for 10 min, followed by incubation at 53°C
for 3 hr. The DNA-RNA hybrids were treated with 350 units
of S1 puclease (Boehringer Mannheim) for 30 min at 25°C and
then for 15 min at 0°C. The samples were precipitated with
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RESULTS

Nudleotde Sequence of the pyrB—pyrl Promoter. Both
pPYRB3 and pDP8 promoie the synthesis of catalytic and reg-
ulatory chains of ATCase when used to transform cells carrying
the pyrB655 deletion. The precise location of the pyrB and pyri
genes in pPYRB3 was determined by comparing the results of
restriction mapping with the sequence of pyrB-pyri from plas-
mid pDP8 {21} Fig. 1A shows the relevant portion of pPYRRB3
containing the promoter and the 5'-terminal region of pyrB; the
analogous region of pPYRBO is shown in Fig. 1B. The strategy
used for determining the nucleotide sequence of the 420 bp on
the 5* side of the pyrB gene in pPYRB3 is Hlustrated in Fig. 1A.
This sequence, shown in Fig. 2, is the same as that of the equiv-
alent promoter region studied by Turnbough et al (6) and the
corresponding region of pPYRB (unpublished results).

Various features of the sequence in Fig. 2are relevant. First,
the region at —165, containing the sequence T-A-T-A-A-T-G,
is identical to the consensus sequence of the — 10site (Pribnow
box) of E. coli promoters (22). The T-T-G at —190 corresponds
to the consensus sequence for the =33 site of the promoter.
Hence the region at — 165, designated P; to be consistent with
the nomenclature used by Turmbough et al (6), could be a pro-
moter with the initiation of transcription at —155. Downstream
from this putative promoter, at —145, is a G-G-A-G-G se-
quence, followed 4 bp later by an ATG, This sequence corre-
sponds with Jmown consensus sequences for initiation of trans-
lation (23). As seen in Fig. 2, the ATG codon starting at —138
could encode the beginning of 2 44-amino-acid leader peptide, t
which is terminated at the codon TAA Jocated at —6 bp from
the start of the pyrB structural gene.

The second relevant structural feature of the DNA sequence
is the large region of dyad symmetry at ~- 108 to —86, followed
bw a nvrimidine-tich seauence. This inverted repeat can form


https://www.docketalarm.com/

TCC CAG CCC T GCG GCT TTT TTT TGC CCA GGC GTC ASG AGA TAA ARG ATG GCT
ALA PHE PRD

TTC CCG TG ATC ACC CN CTC NAT CGA
SER GLN PRO LEY ASH ARG GLY PHE cxs GLY VAL ARG ARG *+*r HET ALA

PHE PRO LEU ILE THR HT.

“ws

Fi6. 2. Nucleotide sequence of the pyrB-pyr! regulatory region of gP‘IRBS Numbering is that indicated in Fig. 1. Bases underlined around
=410 bp represent the junction between E. coli chromosomal DNA and F393 DNA. Also underlined are the nucleotida sequences correspanding

to Py, Py, and the leader peptide ribosomal binding site (see text). The polential 44-aminc-acid leader peptide is indicated below the nucleotide
sequence. The sequence of pyrB begins at +1 with the codons corresponding to methionine and alanine.

that such bairpins are not always pause sites. Hence, the dem-
onstration by Turnbough et al (6) that pausing does occur in
oitro at this site at low UTP levels is of particular interest.

A third significant region of the DNA sequence is the dyad
repeat at —49 to —32 followed by eight Ts. This region, which
is very similar to the ¢rp attenuator of E. coli {8), satisfies the
structural requirements for p-independent transeription ter-
mination sites (28).

Finally, there is a sequence at —360 bp from the start of pyrB
which shows some homolagy o the E. coli promoter consensus
sequence. Evidence that this structure, designated P, by Tumn-
bough et al. (6), serves in oivo as a functional promoter is pre-
sented below.

§1 Nuclease Mapping of pyrB-pyrI Transcripts. In an effort
to provide information about the regulation of pyrB-pyr! tran-
scription in vivo we performed §1 nuclease mapping with RNA
isolated from two strains of §. typhimurium containing the plas-
mid pPYRB3, Transcripts from strain HS23M3 carrying the
pyrH 700 mutation are representative of expression of the pyrB-
pyrl operon under conditions that lead to overproduction of
ATCase. In contrast, the pyrH™ strain H52351 provides data
for expression under conditions leading to lower levels of
ATCase synthesis, which can be varied by growing the cells in
the presence or absence of uracil.

The transcripts were analyzed by hybridizing the cellular
RNAs to the single-stranded Pst 1/Dde 1 fragment of pPYRB3
that was labeled at the 5' terminus (Fig. 1A) and treating the
heteroduplex mixture with 51 nuclease to digest the single-
stranded region of the Pst I/Dde I fragment not protected by
the pyrB-pyri transcript.¥ Fig. 3 shows the ts of the S1
nuclease mapping experiments along with the fragments gen-
erated by the chemical sequence analysis reactions. The frag-
ments protected by RNA from HS2343 are shown in lane 1. The
positions of these bands indicate that the 5’ end of the transeript
corresponds to the sequence A-T-T-T at —155, which is 9 bp
downstream from P,. Because of the imprecision of the tech-
nique, we could not determine uniquely the nucleotide at the
5’ end of the transeript. Lanes 2 and 3 show the fragments pro-
tected I:g RNA from HS2351 grown, respectively, in the pres-
ence and absence of uracil.

The results show that the strain carrying the pyrH700 mu-
tation produces the largest amount of pyrB-pyrl transcript.
Moreover, at the low levels of UTP in this strain, more than 85%

% In this mapping experiment the labeled DNA fragment was digested
to the point in the promoter sequence corresponding to the 5' end of
the transcript. The location of this site was determined by comparing
the size of the digested DNA with the sizes of those fragments gen-
erated by the sequencing reactions (14). Carrections were made for
the difference in migration of the fragments generated by 51 nuclease
and the corresponding fragments produced by chemical cleavage (28).

of the transcript derives from P,. In contrast, the pyrH* strain
produces only a small amount of pyrB—pyr! transcript, with
slightly more being made when the cells ‘were grown in the
absence of uracil. It should be noted that a small amount of the
single-stranded probe remains undigested in lanes 1-3. Tran-
scripts initiated before the Pst I site of the promater region,
possibly at P,, could have protected this fragment from diges-
tion.

Deletion of P;. The availability of two clones of pyrB-pyrl,
PPYRB3 and pPYRBS, provided an opportunity to evaluate fea-
tures essential to the regulation of the operon. Inspection of
Fig. 1indicates that pPYRB9 does not contain P;. Despite this
difference, the results in Table 1 indicate that strains containing
either plasmid exhibited the change in pyrB-pyrl expression
usually observed at varying levels of uracil. It is interesting to
note, however, that the amount of ATCase produced in H51053
{carrying both P, and P,) was somewhat greater than that in
HS1057 (carrying P, only).

DISCUSSION

Transcriptional Regulation of ATCase Synthesis, By using
specially constructed mutants of S. typhimurium that permit
manipulation of various pyrimidine nucleotide pools, Schwartz
and Neuhard obtained evidence indicating that UTP was in-

Fio. 3. Hybridization analysis of
pyrB-pyrl transcripts. The first four
lanes Tt nuclectide sequences
of the double-stranded Pst I/Dde 1
fragment carresponding to the arrow
at the bottom of Fig. LA. The lanes
numbered 1-3 wers derived by hybrid-
fzation of the single-stranded probe
shown in the bottom of Fig. LA to cel-
%RFAMHSMM 3 (laneﬂla)md

grown in the presence (lane 2)
or absence (lane 3) of uracil, followed
by 51 nuclease digestion (see text), The
products were anelyzed by electropho-
resis on & denaturing 5% polyacryl
amide gel. Lanes 1-3 were exposed to
film approximately & times longer
than the sequence analysis lanes. The
autoradiograma were obtained from
the same gel.
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Table ;. Activity of ATCase in various strains
Specific activity®
Uracil Uraci} Ratio of
Strain  Relevant genotype  present  absent  activities

H51053  pyrB59/pPYRB3 13 90 7
HS51057  pywB58/pPYRBY 2.8 20 7

* Activities are expressed as pmol of carbamoy) aspartate formed per
hr per mg of protein in the crude extract.

volved in regulating the synthesis of ATCase (3}. In this regard,
strains that produce a partially defective UMP kinase due toa
leaky pyrH mutation are particularly useful because they pro-
duce 2 30- to 75-fold increase in ATCase synthesis relative to
isogeneic pyrH* strains (3, 8). 1t was of interest, therefore, to
determine whether the amount of RNA transcribed from the
pyrB-pyrl operon could be correlated with the production of
ATCase. As shown by the S1 nuclease mapping experiments in
Fig. 3, the amount of transcript produced in strain H52343 car-
rying the pyrH700 mutation is greatly increased over that in the
pyrH* strain H52351 grown in the presence or absence of ura-
cil. Moreover, the amount of transeript in strain H52351 was
larger when these cells were in the absence of uracil.
Such pyrH* strains generally show a 2- to 7-fold increase in the
synthesisof ATCase when grown in the absence of uracil as com-

to the same cells when supplemented with uracil (ref. 3
and Table 1).

Although quantitative data for the amounts of transcript are
lacking, these results provide a qualitative correlation between
the amounts of pyrB-pyr] transcript and of ATCase produced
under the various growth conditions. Thus, the results are con-
sistent with the view that synthesis of ATCase is under tran-
scriptional control. -

Identification of Promoter Sites. As seen in Fig. 2, the nu-
cleotide sequence of the 418 bases upstream from the pyrB
structural gene in pPYRB3 contains a region at —185 corre-
sponding to the consensus sequence of E. eoli promoters (22).
In addition to this potential site (Py in Fig. 1) for the initiation
of transcription, there is a second site, Py, which, as judged on
the basis of its nucleotide sequence, also could function as a
promoter. As shown by Tumbough et oL (6), both of these sites
serve in ¢ilrp as initiation sites for transeription. In the light of
these observations the S1 nuclease mapping experiments are
of particular interest.

It 15 clear from the results in Fig. 3 that P, does function in
vivo as a promoter. Moreover, at high levels of pyrB-pyrl
expression {in the pyrH700 strain) more than 85% of the in vivo
transeript originates from Py (lane 1). Only a small amount of
transcript is detected from the region corresponding to P,
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Lanes 2 and 3 show, however, that comparable amounts of tran-
seript originate from P, and P, when there is alow level of pyrB—
pyr] expression (in a pyrH* background). Additional evidence
that both P, and P, serve as promoters in cio is seen in Table
1. Strain HS1053, which contains both promoters in plasmid
pPYRBE3, produced greater amounts of ATCase than strain
ll-ISBldOS'T, which contains plasmid pPYRB9 from which P, is de-
eted.

The results with strain HS1057 indicate that Py is not re-
quired for changes in expression of the operon at varying levels
of uracil. Nonetheless it is possible that P, may be implicated
in constitutive synthesis of ATCase at low expression of pyrB-
pyrl. When the level of expression is high, however, most of
the transcription originates frem P, Control mechanisms of this
Eypewilh two promoters have been described for the trpsystem
30

Model for the Regulation of pyrB-pyrl Expression. Al-
though our understanding of the expression of the pyrB-pyrl
operon is meager in comparison to that for the regulation of
amino acid biosynthetic operons (7, 8), the limited data pre-
sented above are sufficient to justify the suggestion of an anal-
ogous attenuator model for the regulation of the pyrB-pyr! op-
eron. In addition to the transcriptional promoters, P, and P,,
there is a segment that can code for a leader peptide. Included
in the 3' end of the coding region for the leader peptide is the
attenuatorstructure that canserve as a transcription terminator.
Also, the transcript can form a stable secondary structure from
—108 to —86, as shown in Fig, 4, and could function as the UTP-
dependent pause site invoked by Turnbough et al. (6).

According to the model, transcription is initiated by the bind-
ing of RNA polymerase to P, Py, or both. At high cellular UTP
levels, transeription proceeds until the polymerase reaches the
transcription terminator 30 bp before the start ofthe pyrB gene.
Under these conditions, the hairpin of the attensator will form,
transcription will ferminate, and there will be no expression of
pyrB-pyrl. When the UTP concentration is Jow_however, the
polymerase pauses atabout —B80, just beyond the hairpin shown
in Fig. 4 (6). As a result of this pausing, there is time for a ri-
bosome to bind to the transcript and initiale the synthesis of the
leader peptide shown in Fig. 2. As proposed by Winkler and
Yanofsky (25), transcriptional pausing facilitates the synchro-
nization of transcription and translation that is required in at-
tenuator-regulated systems. The pausing at low UTP concen-
tration would allow the ribosome to “catch up” with the paused
polymerase and, upon continuation of transcription, prevent
formation of the RNA hairpin of the attenuator at —48 to —32.
Asaconsequence, terminationoftranscription would not occur,
and the entire pyrB-pyr! operon would be transeribed. Thus,
at low cellular concentration of UTP there would bea high level

AU -4
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structural genes of the operon, are similar to those described
by Yanofsky (8) for the trp operon and may prevent repeated

- synthesis of the leader peptide.

Despite the similarities between the mode] proposed here
and the models invoked earlier (7, 8) for the control of the op-
erons implicated in amino acid biosynthesis, there are signifi-
cant differences. The amino acid composition of the leader pep-
tide, which is of special importance for the latter, does not
appear to be relevant for the control of the pyrB—pyrI operon.
It is the pausing of RNA polymerase due to low levels of UTP
that is crucial for preventing attenuation of expression of pyrB-
pyrl, rather than the stalling of the ribosome due to amino acid
starvation that is involved in the regulation of the amino acid
operons. Also, it is of interest that the coding region for the
leader peptide in pyrB~pyri operon extends beyond the atten-
uator site very close to the beginning of the structural gene; in
other operons the coding region is substantially shorter and ter-
minates before the attenuator.

The results presented here and the evidence from thein vitro
transcription experiments of Tumnbough et al (6) support the
view that regulation of the pyrB~pyrl operon is achieved by
attenuation. The recent observation of Jensen et al. (31) that a
mutation in rpoB or rpoC is responsible for constitutive syn-
thesis of ATCase in a strain of S. typhimurium is also consistent
with the atienuator model. As shown by Yanofsky and Hom
(32), mutations in the E. coli rpoB gene result in strains with
altered efficiencies in termination of transcription.

Additional tests of the attenuator model are clearly needed.
Experiments are required to evaluate the role of P, in vivo and
the effect of a two-promoter system. Moreover, it is necessary
to determine whether the efficiency of transcription termina-
tion in civo is sufficiently high to account for the 150-fold in-
crease in ATCase synthesis at very low levels of cellular UTP.
In view of the leck of positive evidence for a repressor protein
and the ability of the attenuator model to account for changes
in the synthesis of ATCase under various conditions of cell
growth, we conclude that attenuation plays a principal role in
regulating expression of the pyrB-pyr! operon.
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