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ABSTRACT A 5600-base-pair segment spanning the cod-
ing region of the Saccharomyces cerevisiane DNA polymerase I
gene was sequenced and found to contain an open reading
frame of 1468 codons, corresponding to a polypeptide of M,
166,794. A poll temperature-sensitive mutation, encoding a
DNA polymerase—primase complex with altered stability, has a
single base-pair substitution that changes the glycine at position
493 to a positively charged arginine. Protein sequence com-
parison with other prokaryotic and eukaryotic DNA polymer-
ases reveals three major regions of homology. This observation
suggests that certain DNA polymerases might require the
conservation of critical amino acid residues for activity.

Progress in defining the structure and function of eukaryotic
DNA replication components is the result of improved
purification procedures and of the observation that DNA
polymerase a can be purified in a multisubunit protein
complex with DNA primase (for review, see ref. 1). Several
laboratories, working with organisms as phylogenetically
distant as yeast, Drosophila, and mammals, have isolated
DNA polymerase-primase complexes with similar composi-
tion. A 170- to 180-kDa polypeptide has been identified as the
core catalytic DNA polymerase subunit, and two polypep-
tides of =50 kDa and =60 kDa have been associated with
DNA primase activity.

The DNA polymerase-primase complex from Saccha-
romyces cerevisiae has been purified to near homogeneity
(2), and specific antibodies have been used to isolate the
genes encoding DNA polymerase I (3-5) and the 48-kDa
subunit of DNA primase (p48) (6). Both genes are unique in
the haploid yeast genome and perform essential functions
(4-6). The availability of the cloned DNA polymerase I gene
has allowed the production, by in vitro mutagenesis, of
temperature-sensitive mutants that will be extremely useful
to establish the role of this enzyme in DNA metabolism (7, 8).
Moreover, direct analysis of POL1 mRNA showed that the
amount of DNA polymerase I mRNA fluctuates during the
cell cycle and meiosis and that DNA polymerase I mRNA is
induced after DNA damage (9). The finding that the expres-
sion of the POLI gene is under cell-cycle control leads to
questions about the nature of the cis- and trans-acting genetic
elements that regulate the expression of this essential gene.

To meaningfully address such questions, the nucleotide
sequence of the DNA polymerase I gene and of its putative
upstream regulatory region is required. Moreover, the nucle-
otide sequence will permit calculation of the molecular
weight of the POLI encoded protein and identification of
possible functional domains as homologies with other DNA
polymerase sequences are found and as poll mutants are
characterized. We have determined the nucleotide sequence

The publication costs of this article were defrayed in part by page charge
payment. This article must therefore be hereby marked ‘‘advertisement’
in accordance with 18 U.S.C. §1734 solely to indicate this fact.

3772

of the POLI genet and have identified regions of homology
between the yeast DNA polymerase polypeptide and DNA
polymerases from animal viruses and bacteriophages. We
also report the sequence of one point mutation, poll-I (8),
that confers a temperature-sensitive phenotype by altering
the stability of the DNA polymerase-primase complex and
that possibly defines a functional domain involved in pro-
tein—protein interactions.

MATERIALS AND METHODS

Plasmids and Strains. Plasmids, pAP70, pAP33, and pAP1,
were constructed by cloning, respectively, the 3.4-kilobase
(kb) Sal 1 segment, in both orientations, and the 2.2-kb Sal
I-BamHI segment (Fig. 1) into pGEM4 (Promega Biotec,
Madison, WI). The two restriction fragments, derived from
plasmid pGL7-4 (4), span the entire POLI coding sequence
plus 700 base pairs (bp) of the 5’-noncoding region that are
sufficient for cell viability (8). Plasmid DNA was digested
with Kpn I and BamH]I (pAP1, pAP33, and pAP70) or with
Sph 1 and Sal I (pAP1) and serial deletions, =150 bp apart,
were made with exonuclease III (10). Plasmid pCMS54,
carrying the poll-1 temperature-sensitive allele, was ob-
tained from the DNA of the original yeast mutant TD28-ts1
(8), in which the mutation had been introduced by integration
at POLI of one mutagenized copy of plasmid pCM1 (a YIp5
derivative containing the 3.4-kb Sal I fragment). Digestion of
this DNA with BamHI, ligation, and Escherichia coli trans-
formation gave rise to a plasmid containing the POLI
segment depicted in Fig. 1, inserted into the Sal I-BamHI
region of YIpS. The same procedure was used to construct
plasmid pCM57, containing the wild-type POLI allele de-
rived from the yeast strain TD28[pCM1] that carries one copy
of the nonmutagenized pCM1 integrated at POLI. Plasmid
pCM54 contains the poll-1 allele, since its integration at the
POLI locus of a ura3-52 poll-I yeast strain did not give rise
to Ura* transformants with a temperature-resistant pheno-
type. Integration of plasmid pCMS57 at the POLI locus of a
ura3-52 poll-1 yeast strain gave rise to Ura™* transformants.
The ura3-52 poll-1 strain used to map the poll-1 mutation
was a TD28-ts1 derivative from which the plasmid had been
segregated, leaving the mutant allele at the POLI locus.

DNA Sequencing. DNA sequencing was performed by the
dideoxynucleotide chain-termination method (11) by using
deoxyadenosine 5'-[a-[3*S]thio]triphosphate, denatured plas-
mid DNA template (12), and E. coli Klenow fragment of DNA
polymerase I. Either SP6 or T7 phage promoter primers were
used to sequence the POLI region in both directions in the
pAP1, pAP33, and pAP70 derivative deletion plasmids. The
region including the poll-I mutation was sequenced in
pCM54 and pCMS57 by using synthetic oligonucleotides as
primers (13). Protein data-base searches and DNA sequence

tThis sequence is being deposited in the EMBL/GenBank data base
(Intelligenetics, Mountain View, CA, and Eur. Mol. Biol. Lab.,
Heidelberg) (accession no. J03268).
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FiG. 1. Restriction map and DNA sequence strategy for the
POLI region. The figure depicts the 5635-bp DNA segment contain-
ing the entire POLI coding sequence (ORF, open reading frame). The
direction of transcription is from left to right (3). To generate
plasmids for direct sequencing, the 3.4-kb Sal I fragment and the
2.2-kb Sal I-BamHI fragment were cloned in the pPGEM vector, and
a set of targeted deletion mutants was created. The arrows indicate
the extent and direction of the sequenced fragments. Sequences
around the internal Sal I site and the termination codon were
confirmed in pCMS57 by using appropriate synthetic oligonucleotides.

analysis were performed with an IBM microcomputer with
the MicroGenie program (Beckman).

RESULTS

Nucleotide Sequence of the POLI Gene. Fig. 2 shows the
sequence of 5600 bp in the POLI region of the yeast S.
cerevisiae that we have mapped (4, 8) to the left arm of
chromosome X1V at a position between MET4 and TOP2. A
1468-codon open reading frame starting with an ATG (posi-
tion +1) and ending with a TAG stop signal is found within
this sequence. The 4404-bp open reading frame encodes a
polypeptide with a calculated molecular weight of 166,794,
The size of the larger polypeptide associated with DNA
polymerase activity in our purified enzyme preparations was
estimated to be ~180 kDa by NaDodSO,/polyacrylamide gel
electrophoresis (2). Given the uncertainties in the electro-
phoresis results in the high-molecular-weight range and the
possibility that the DNA polymerase polypeptide might be
subjected to some posttranslational modification (16), the
agreement between the measured and the calculated molec-
ular sizes is reasonable.

The consensus sequence for the initial AUG context in
highly expressed yeast genes is AAAAAAAUGUCU, where
the adenosine residues at positions —1 and —3 occur at a
frequency of 89% and 100%, respectively, and serine is
preferentially present as the second amino acid, possibly
because of its protein-stabilizing role (17). The nucleotide
sequences around the first AUG codon of the POLI gene
only partially match the above consensus sequence, in that it
lacks the adenosine residues at positions —6 to —4. Since the
AUG consensus has been found for highly expressed yeast
genes, this discrepancy can be related to the observation that
the levels of DNA polymerase and of its mRNA are very low
(2, 3). Also the codon usage in POLI is typical of poorly
expressed yeast genes; in fact, all 61 possible codons are used
with little, if any, codon bias (data not shown), which
correlates with the observation that there is a direct corre-
spondence between the extent of codon bias and the level of
mRNA and protein expression (18).

Translation of the 4404-bp open reading frame shows that
about one-third of the residues are basic (219 lysines, argi-
nines, and histidines) or acidic (214 glutamic and aspartic
acids). The predicted polypeptide does not have strongly
hydrophobic domains, and the amino terminus is predomi-
nantly hydrophilic. In a number of DNA-binding proteins,
DNA contacts are made by two a-helices that are linked by
a tight turn (19). A computer search for secondary structure
of the POLI gene product revealed at least three helix-turn-
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helix motifs (residues 88-130, 405-427, and 1099-1133),
whose role is unknown. It has also been suggested that a
cysteine- and/or histidine-rich region forms a metal-binding
domain that interacts with nucleic acids through hydrophilic
residues (20). Interestingly, a potential metal-binding do-
main,

HSIRAHISLYYAGWLQCDDSTC

(presented in the single-letter code), can be found at the
carboxyl terminus (residues 1332-1353) of the POL1 protein.

Amino Acid Homologies with Other DNA Polymerases.
Several groups have noted a limited amino acid sequence
homology among DNA polymerases from herpesviruses,
vaccinia virus, adenovirus, and phage ¢29 (21-24). We have
extended this analysis and found that there is homology in
regions I, II, and III (Fig. 3) among DNA polymerases from
the yeast S. cerevisiae, several animal viruses (21-27), phage
$29 (24), the Kluyveromyces lactis Kkiller plasmid pGKL1
(28), and the S-1 mitochondrial particle from maize (29).
Region I is characterized by the presence of 5-7 contiguous
conserved amino acids. Region II is larger, and, besides a
central conserved sequence of 5-10 residues, there is up to
57% sequence identity on both sides of the conserved
sequence. Region III does not have a stretch of identical
amino acids but rather has identical residues at regular
intervals. Moreover, these three conserved regions in the
DNA polymerase polypeptides are in the same linear ar-
rangement (II-III-I), and the relative distances between the
regions are also similar. Although the role of region I is
unknown, the sites of mutations that alter drug sensitivity to
acyclovir and phosphonoacetic acid fall in regions II and III
(21, 30). Wong et al. (31) have isolated cDNA clones
encoding the human DNA polymerase « catalytic polypep-
tide. By sequence comparison, they also found the three
conserved sequences described above and identified three
additional regions, IV, V, and VI, also present in the yeast
DNA polymerase I polypeptide (residues 659-669, 904-922,
and 1069-1079, respectively).

Sequencing of a poll Temperature-Sensitive Mutant. We
have constructed poll temperature-sensitive mutants by in
vitro mutagenesis of the cloned gene and in vivo replacement
of the wild-type allele with the mutated copy (8). Preliminary
physiological and biochemical characterization of the poli-1
temperature-sensitive mutant indicates that it is a conforma-
tional mutant defective in the DNA polymerase-primase
complex stability (8). To map the position of the mutation, we
transformed a ura3-52 poll-1 strain (8) to a Ura* phenotype
by integrating YIp5 derivative plasmids carrying the 3.4-kb
Sal 1 fragment, the 5’ Sal I-EcoRI fragment, or the 5’
EcoRI-BamHI wild-type fragment at the POLI locus. Fifty
Ura* clones from each transformation were tested for
growth at 37°C on rich medium. Only transformation with the
plasmid containing the entire 3.4-kb Sal I fragment gave rise
to temperature-resistant clones. Therefore, a mutation cru-
cial for the poll-1 phenotype must be located within the
internal EcoRI fragment which is not overlapped by the
sequences present in the other plasmids used (see Fig. 1).

The poll-1 allele was deleted from the original mutant, and
synthetic oligonucleotides spanning the region between po-
sitions + 1000 and + 2800 were used as primers to localize, at
the nucleotide level, the position of the poll-1 mutation. As
it is shown in Fig. 4, the temperature-sensitive mutation is a
single G:C — A-T transition at position + 1477, which results
in the replacement of the glycine with a positively charged
arginine at codon 493 that is far upstream from the conserved
regions found by sequence comparison. Since this mutation
seems primarily to affect the stability of the DNA polyme-
rase-primase complex, it might define a structural domain
important for specific protein—protein interactions.
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-683
-583
-483
-383
-283
-183

83

GTCGACCGCAAGTATTCTGATAATGAAGACGATGAATATGTATGACGATGCAGATTTACACGGCTITGAARAGARLCAACTGATCAAGAAAGAGTTAGGE
GACGACGATGAAGATTTATTGATACAGTCGARAARAATCTCATCAAARAAAAAAACTAAAGGAAAAGGAGTTAGAATCATCGATACATGAACTGACCGAAA
TTGCAGCATCCTTACANANACGGATACATACGTTAGAAACGGAAARACAAGCTTT TARAGAATTTAGTTCTGAGTAGCGGTGAAACGGAAGGAATAAAAAA
AGCTGGAAAGCTTARAGAAGCAAATTTTTGAGAAGGTTCAGAAAGAATAAAATAACAGACTATACAGT ITAATTATATATATATATATATATACGTGCAT
TTTTCIIAAAGARATATAACTTTTTTCTIGTACTGCCTGCARTCICTATICTTCATTCATCACACATCTATICANACGCGITAAAATTTTTITGTTAGCE
TATAAGTAANRTGCGICGCGTGTATCCAATTTEACTGAATTAAATICTTTACTCATIGGATGATATATATCTTCTTGGTCTAGACAACGAACACATACCA
WS S K S E
ATTCAGACTCACGAGAAAAAAAACTGICTICACTCTGCTATTAGARACCAAATAGTATCAAGGCATARAATARACAGTGGARAATGTCTTCTAAAAGTGA
XK L E K L R K L Q A A R N G T 5 1 0D VY E G DESDGDORTI Y DE
AAMATTAGAAAAATTGAGAAAGCTGCAAGCCGCTCGAAATGGTACATCCATCGATGATTACGARGGTGACGAATCAGATGGTGACAGAATATACGACGAA
1 0 E K E Y R A R K R Q E L L H DDF V VDDTDTGV G Y VDRG YV
ATCGACGAAAAAGAATACAGGGCCAGAAAGCGCCAGGAATTGCTGCATGACGATTTTGTTGTAGATGACGATGGTGTAGGCTACGTCGATCGTGGTGTCG
€ E O W R E V D NS S S D EDT G KN L A S KD S KR K K NI KR E K
AAGAAGATTGGAGGGAAGTTGATAACAGTTCAAGTGATGAAGACACTGGAAACCTTGCTAGCARGGATTCTARARGGAAGAAGAATATAAAAAGGGAGAAR
D W Q I T O W L R T Q W S K S T L L A HAKTK S Q K K S T P I 0 N
AGACCACCAGATTACAGATATGCTGCGAACTCAACATTCCAAATCAACACTGCTAGCACATGCARARARATCCCAAAAAAAAAGTATCCCCATCGATAAT
F D D1 L GEF €S 6 E V E K P N 1T L L P S K L RENLNKS S PT
TTTGATGACATTCTTGGTGAGTTTGAATCTGGTGAAGTAGAARAACCCAATATTTTACTGCCATCCAAATTAAGGGAARATTTAAATTCTTCGCCGACTA
S £ F K S S I XK R VYV N G N D E S S H D A G I S K KV K 1 0D P D S ST
GTGAATTTAAATCGTCAATAAAGAGAGTTAACGGAAACGATGAGTCAAGTGATGATGCCGGTATTTCTAARARAGTCAAGATTGATCCAGATTCAAGTAC
D K Y L E 1 E S S P L K L Q@ S R K L R Y A NDUV QDL L DDV E N
TGATAAATATTTAGAAATCGAATCATCACCGTTARAATTACAAAGCAGGAAACTGCGCTACGCAAATGATGTACAGGATTTATTGGATGATGTGGANAAT
S P V VYV AT K R Q NV L QO T L L A NPP S A QS L ADTETETDTDE
TCCCCAGTAGTAGCCACAAAGAGACAGAATGTACTTCAAGATACGTTACTAGCAAATCCACCATCCGCTCARAGTTTGGCTGATGAAGAAGATGATGAAG
o s 0O E D1 I L KRR T W R SV T T T R RV NTODS®RS NP S T 5 P
ATAGTGATGAAGATATTATICTGAAAAGAAGAACTATGAGAAGTGTGACAACAACTAGACGCGTGAATATAGACTCAAGAAGTAACCCTTCAACTICACE
F v 1T A P 6 T P I 61 K 6 L T P S K S L QS KN T 0V AT L AV NV
GTTTGTCACAGCACCCGGAACGCCAATCGGTATTAAAGGACTAACTCCAAGTAAATCTTTGCAGAGCAACACCGATGTTGCTACACTTGCGGTTAATGTC
K K E D V VD P E T DT F Q W F W L DY CEV NNT L I L F &KV
AARAAGGAAGATGTGGTAGATCCGGAAACTGATACTTTCCAAATGTTTTGGTFGGATTACTGTGAAGTGAACAACACTITGATTITTATITGGTAAGGTTA
X L x D D N C V S AWV QI NG L C®RETLTFTF LPRETGTKTT®PT DI
AACTAAAGGATGATAATTGTGTGTCAGCCATGGTTCAAATCAACGGTCTCTGTAGAGAGCTATTTTTCCTTCCAAGAGAGGGTAAAACACCTACCGATAT
W E E I I P L L WD K Y G L O NT R A KZPQ K N K VY S F E L P DI
ACACGAGGAAATAATTCCGTTACTGATGGATAAATATGGACTGGATAATATCCGCGCTAAACCTCARARAATGARATATTCGTTTGAGCTTCCTGACATT
P S E S D Y L KV L L P Y QT P K S S RODT 1P SDL S S DT F Y
CCATCTGAAAGTGATTATTTGAAAGTCTTACTTCCATACCARACACCGAAGTCCAGTCGAGACACCATTCCATCGGATTTATCTAGCGATACCTTTTATC
W VY F G G N S N I F E S F v I QNG RTIMNGEPC N LDTITKTGATDTF NS
AlsllrvrgcleccAAltccunlntrltvcnaucr!rrerrnrtanAA|AccArtarcfbuccarccrecrIAGAIAIAAAGGGAQCAGArrtcuurvc
1 R N A S W C A V E V S V D K P Q N T T P T T T KT NP N L RC L
AATTCGTAATGCTTCTCACTGTGCGGTTGAAGTTTCGGTAGATAAGCCTCAGAATATCACGCCTACTACAACAAAGACAATGCCTAATCTGAGATGTCTA
s L s I @ T L W W P K € N K O E I VS I T L S A Y RNTISLDS P
TCTTTATCGATTCAGACGTTAATGAATCCCAAGGAAAATAAGCAAGAGATTGTTTCGATAACGTTATCAGCATATAGARATATCTCGTTGGATTCACCGA
1 P E XN I K P DO L C T LV R PP Q S T S F P L G L AALAKTZQ K L
TACCTGAAMATATAAAACCAGACGACTTGTGTACTTTAGTAAGGCCGCCTCAGTCAACTAGTTTCCCATTAGGTTTAGCTGCACTGGCAARACAGAAACT
P G R vV R L F N N E K A W L S C F C A XN L K V EDP DV I I 6 H R
ACCCGGTAGAGTCAGGTTGTTCAACAACGAAAAGGCCATGCTATCTTIGTTTTTGTGCTATGTTAARAGTGGAAGACCCAGATGTTATCATAGGCCATCGT
L @ N ¥V Y L D VY L A W R W I D L NTP T F S S I 6 RRLRRT ¥ P
TTGCAARATGTCTACTTAGATGTTTTAGCTCATAGAATGCATGATCTCAACATTCCAACGTTCAGCTCTATTGGCCGTCGTTTAAGAAGGACTTGGCCTG
€ K F G R G W S N N N W F F I S D I C S G R L I €D I A NEMNGEGQ S
AAAAATTCGGTAGAGGAAATTCGAATATGAACCATTTTTITTATTAGTGACATTTGCTCTGGTAGGCTGATATGTGATATCGCCAATGAAATGGGTCAATC
L T P K C Q S W O L S E N Y Q V T CE K E H KP L DI DY Q NP @
ATTAACACCCAAATGTCAAAGTTGGGATCTTTCAGAGATGTATCAAGTTACATGTGAAAAGGAGCATAAGCCGTTAGATATTIGATTATCAAAATCCACAR
Y O W D V W S N T W A L Q E NI T N C I VS AEUV SYRTIGQL LT
TACCAARATGATGTAAATAGTATGACAATGGCCCTACAAGAGAATATTACTAATTGTATAGTTTCTGCTGAGGTGTCTTATAGAATTCAATTATTAACCT
L T K @ L T W L A G N A W A O T L GG T R A GRNETY T L L HEF S
TGACTAAACAGTTGACAAATTTGGCTGGTAATGCATGGGCCCAAACGCTAGGCGGTACARGAGCTGGTAGARATGAGTATATCTTACTACATGAATTTIC
R N 6 F I v P O K £ G N R S R A Q K Q R Q N E E N A D A P V N S K
AAGAAATGGTTTTATTIGTTCCTGACAAAGAAGGCAATAGAAGTAGAGCTCAGAAACAAAGACAAAATGAAGAARATGCTGATGCACCAGTTAATTICTAAA
K A K Y Q G G L VvV F E P E K G L H K N Y V L V ®DF NS L Y P § 1
AAGGCAAAATATCAGGGTGGTTTAGTTTTTGAACCTGAGAAAGGTCTTCATAAGAATTACGTTTTAGTCATGGACTTTAATICTTTGTATCCATCTATTA
1 0 E F N 1 C F T T v DR N K E DT DE L P S VPP S EV DO G V L
TCCAGGAATTTAATATATGTTTTACCACCGTTGATAGAAATAAGGAAGATATCGATGAGTTACCAAGCGTACCTCCTTCAGAGGTGGATCAGGGTGTTTT
P R L L A N L V DRURREUV K KV N KT E T D P H K R V Q C D I R
ACCAAGGTTATTAGCTAATCTGGTGGATCGTCGACGTGAAGTTARGAAGGTGATGARAACTGAAACTGATCCCCATAANGCGAGTTCARTGTGATATICGT
0 0 A L K L T A N S MW Y G C L G Y V NS RF Y A KP L AW LV I N
CAACAAGCTCTAAAATTGACTGCCAATTCTATGTATGGTTGTTTGGGTTATGTTAACAGTAGATTTTACGCAAAGCCGCTCGCCATGTTAGFCACTAATA

K 6 R E I L ®» N T R Q L A E S ®m N L L V VY G D TY DSV ® I 0T 6 C
AGGGTCGTGAGATTTTAATGAATACAAGACAACTAGCTGAAAGTATGAATCTTCTTGTAGTTTATGGTGATACAGATTCGGTCATGATAGATACCGGTTG
D W Y A O A I X I 6 L 6 F X R L V N E R Y R L L E 1 0 I 0 N V F K
TGATAATTATGCGGATGCAATTAAAATTGGCTTGGGATTTAAAAGGCTAGTAAATGAGCGCTATAGATTATTGGAGATTGATATTGATAATGTTTTTAAG
K L L L W A XK K K Y A A L T v N L D K ¥ 6 N 6 T T Vv L E V K G6 L O
AAGTTACTATTACATGCCAAGAAAAAGTACGCTGCTTTGACTGTAAATTTGGACAAAAATGGTAATGGAACTACTGTTCTAGAAGTTAAAGGGTTGGACA

Fi1G. 2. (Figure continues on the opposite page.)
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m XK R R E F C P L S R DV S I W VvV L N T 1 L S DKDODUPETE AL OQ E V
TGAAGCGTCGTGAATTTTGTCCACTTTCGAGGGACGTTTCTATACATGTTTTAAACACCATCCTGTCAGATAAGGACCCAGAAGAAGCATTGCAAGAAGT
Y D Y L € O I R I x vV E T N ¥ I R I D XK Y XK I N K K L S K 0 P K A
GTATGATTACTTAGAAGACATCAGAATAAAAGTGGAAACCAATAACATTAGAATTGATAAATATAAGATCAATATGAAGCTTTCAAAAGATCCCAAGGCC
Y P G G K N W P A V O V A L R M R K A G R VYV VYV K A G S VI T F VI
TACCCAGGTGGTAAAAACATGCCTGCAGTCCAAGTAGCTCTAAGAATGCGTAAGGCTGGTAGAGTTGTTAAAGCTGGCTCTGTCATCACTTTTIGTGATCA
T K 0 0O E I D W A A D T P A L S V A E R A W A L N E Vv 0 I x s ¥ 8 L
CAAAGCAGGATGAAATAGACAATGCAGCGGATACGCCGGCTCTTTCTGTGGCTGAACGTGCCCATGCATTGAATGAGGTAATGATTAAAAGTAACAATTT
1 P O P O Y Y L E XK 0 I F A P Vv € R L L E R I D S F N V V R L S E
GATACCTGATCCACAATATTATCTCGAGAAACAAATATTCGCGCCGGTAGAAAGGTTGTTAGAAAGAATTGATAGCTTCAACGTGGTGCGTTTGAGTGAA
AL 6 L D $ XK X Y F R R E 6 G N ¥ ¥ 6 € 0 I ¥ ¥ L ¢ P L E T T I 7T
GCGCTTGGTTTAGATAGTAAAAAGTATTTTAGAAGAGAGGGCGGTAATAACAATGGAGAAGATATTAATAATTTGCAACCCTTAGAAACAACAATTACAG
D v E R F XK D T v T L E L S CP S CD KR F P F 661 VS S N Y Y R
ACGTTGAAAGGTTTAAGGATACTGTAACATTAGAATTAAGTTGCCCATCATGCGATAAAAGGTTTCCATTTIGGTGGTATTGTATCTTCAAATTACTATCG
vV $ Y N 6 L 0 C X w C € ¢ L F T P L Q L T s 0 I E W S I R A H I S
CGIGICR!IIAIIGGI'1AC‘GIGCAIGCAIIGIGAGCAAC‘YlYIACICCTCTICAAIIAACIAGCCAAAIIGIGCAIICIIIAAGGGCACICAIYICC
L Y Y A G ¥ L @ CDODODS T CG I VT RQ VSV F 6 K R C L N»WDGC
TTATATTACGCAGGGTGGTTACAGTGTGATGACAGCACATGCGGTATAGTTACAAGACAAGTCTCCGTTTTTGGTAAGCGTTGTTTGAATGACGGCTGCA
T 6 V R R Y X Y S D XK Q@ L Y N 0 L L Y F D S L F D CE K N K K Q0 E L
CGGGTGTCATGAGATACAAATACAGTGACAAGCAATTGTACAATCAACTTTTATATTTCGATTCTTTATTCGATTGTGAAAAARATAAAAAGCAAGAATT
XK P I Y L P O DL O Y P XK E 0 L T E S S I X A L T E Q N R E L N E
GAAGCCAATATATCTACCCGATGATCTCGACTACCCCAAGGAACAGCTGACAGAATCATCTATTAAGGCTTTAACAGAACAAAACAGAGAACTAATGGAA

T 6 R $ V VYV Q XK Y L D C G R R Y V D MW T s I £ D F n L N
ACCGGCCGGIGCGIIGIICAAAAAY!IllGlACGlIIGIGGACGICGCIACGI'GAIAIGACIAGCAIAIYIGAITICAIGCTAAII*iEGTIAGIATI!
TGTATGTGTTGTGTGATCTCATGAATATTICTATATAGTAAGAAAAGAATACAACTGTACATACGCATCCTACTAGATACCTAATGTACAGACATCGGAAG
GAGCGCTAGGAAGCTTTTATTFATTIGAAGGTTTTCAGCGATATTCTGAGAATGTTTTTTCGGCTCTGGTGATCAGTTCTCACATGCATCATCCTTTAATAA
ACCCATGCATTAAGATTCGCCTTATCAGCAAGATCAGATAAGCGAACAGCTTCATCAATGAAATAGAATGCTTAAATCTTGTGAAGCACTGTCATAAGCC
AGTTTGATAAAAGCAATACCCACAATATAGTTGGATATCATTTACCTTGATCTGCTCTTGCTTTCGAGGTGACATAGCATTTTTAGCCATCTGATTCCTT
AGGTTCAAAGGCACTCATCATTICCTCCTCTAAAACACATTTICAACGTCATTCATAATCTGGAATCAACATAACAATATCCTAGAACACATCATCAATGGT
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Fi6. 2. Nucleotide sequence and deduced amino acid sequence of POLI. The nucleotide sequence is numbered from the ATG initiation
codon of the POLI open reading frame (position +1). The amino acid sequence has been translated from the DNA sequence and amino acids
(in the single-letter code) are numbered from the first methionine. Repeated DNA sequences in the 5’-noncoding region are boxed or underlined
with continuous or dashed lines. A wavy underline indicates the position (— 55 + 3 bases) of the major 5’ terminus of the POL1 transcript detected
by RNase mapping (14) and primer extension analysis (15). The asterisk at position + 1477 indicates the location of the nucleotide changed in

the poll-I allele.

Sequences Upstream of the POLI Coding Region. In many
of the yeast genes characterized to date, the consensus
TATAAA has been found at distances of 50-150 nucleotides
from the transcription start site, and many of the poorly
expressed yeast genes do not have canonical TATA homol-
ogy (15, 32-34). The 5’-noncoding region of the POLI gene
has a high A+ T content (>70%) with several ‘““TATA-like”’
sequences. We have shown that the POLI gene is periodi-
cally transcribed around the G, /S phase boundary of the cell
cycle (9). It is, therefore, plausible that transcription regu-
latory elements are present in the 5'-noncoding region of
POLI. Short repeated DNA sequences (indicated in Fig. 2)
are present in the region from position —500 to +1. The
sequence 5' ACGCGT 3’ (boxed in Fig. 2) is repeated twice
in the region from positions —208 to —168, and the second
hexanucleotide is immediately followed by the direct repe-
tition CGCGT. The same sequence is present, at least once,
in the 5'-noncoding regions of other genes involved in DNA
metabolism, CDC8 (35), CDC9 (33), CDC21 (36), and TOP2
(15), and the related sequence 5’ ACGTGT 3’ is found up-
stream of the coding region of the DNA primase gene (34).

DISCUSSION

In yeast, the isolated preparation of core DNA polymerase
with catalytic activity has a heterogeneous composition,
consisting of antigenically related polypeptides ranging from
140 kDa to 180 kDa in size (2, 5, 6). DNA sequence
determination of the POLI gene indicates that native DNA
polymerase I is a 1468-amino acid polypeptide with a calcu-
lated molecular weight of 166,794.

DNA polymerase is a complex enzyme that binds deoxy-
nucleoside 5’'-triphosphates, interacts with the template—
primer molecule and with other protein of the DNA replica-
tion machinery, and probably has an associated proofreading
exonuclease activity (37). The analysis of the POL1 protein

sequence revealed helix-turn-helix motifs and a potential
metal-binding domain that can be involved in the interactions
with nucleic acids. Moreover, several DNA polymerases,
including that of yeast, possess clusters of highly conserved
amino acids, suggesting that their mode of action might
require the conservation of critical residues. It has been
shown that herpes simplex virus mutants in region II and III
have altered sensitivity to antiviral drugs and aphidicolin,
drugs that mimic or compete for binding with the natural
deoxynucleoside S'-triphosphates and pyrophosphate ana-
logs (21, 30). Therefore, regions II and III, located in the
carboxyl-terminal half of the protein, may contain the pyro-
phosphate- and nucleotide-binding sites. The amino-terminal
half of the gene product might be involved in other physio-
logical functions, such as interactions with other components
of the DNA replication apparatus. We have isolated a DNA
polymerase I mutant that appears to be defective in the
assembly of a stable DNA polymerase-primase complex (8).
This mutation has been mapped to the amino-terminal half of
the protein, and it may define a functional domain necessary
for productive protein-protein interactions. We have shown
that POL1 transcription is under cell-cycle control (9).
Detailed functional studies will be necessary to define the
boundaries of the regulatory region and the DNA sequences
controlling the fluctuation of POL1 mRNA during the cell
cycle. The 700-bp sequence upstream of the POLI coding
region contains the repeated hexanucleotide 5’ ACGCGT 3’
that is also present in the 5'-noncoding regions of other DNA
synthesis genes (CDC8, CDC9, and CDC21) whose mRNAs
fluctuate in the same pattern during the cell cycle as does
POL1 mRNA (9, 38). It is tempting to speculate that the
above sequence might be involved as a cis-acting element in
the regulation of the expression of these genes during the cell
cycle. However, the regulatory circuits governing the expres-
sion of these genes are likely to be very complex, because
their transcripts are also induced during meiosis, but with
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REGION I
Yeast 983 QLAESMNLLVVYGDTDSVMIDTGCDNYADA
HSV 873 YGDTDS A--
cuv 896 —---o—eeo V-YGDTDSV-————oco——
vzv [ X T T —— V-YGDTDSV-I-ceceea_——
EBV 742 -L--———L-V-YGDTDS--I-co—coo-—
Vaccinia 713 o YGDTDSV -
Ad 2 838 --—E-—-L-==YGDTDS-——com—ceeco——
PGKL1 861 Y-DTDS A--
S-1 704 ---eeeeeeeY-DTDSV--emc e
929 440 -—-A---eemee Y-DTDS---veeeue- A--
REGION II
Yeast 843 YQGGLVFEPEKGLHKNYVLVMDFNSLYPSIIQEFNICFTT
HSV 696 YQG--V--P--G-H-N-V-V-DF-SLYPSIIQ--N-—-—--
Cnv 696 YQG--VFEPE-G-----V-V-DF-SLYPSII--~N-C--T
vzv 662 Y-G---F-P--G-----V-V-DF-SLYPSIIQ--N-CFTT
EBV 563 YQG--V-EP--G----- VLV-DF-SLYPSIIQ--N-C--T
Vaccinia 503 Y-GG-VF-P----—-N-VL--D-NSLYP--eu-- NeeeoT
Ad 2 522 GG G v-D: Y-S
PGKL1 628 -—cccccccemcmem——o VL-=D-=SLYP-—cccc e
s-1 464 D-NSLYPS T
929 225 K V-D-NSLYP-—coeeeee—
REGION III
Yeast 940 QQALKLTANSMYGCLGYVNSRFYAKPLANLVTNKGREIL
HSV 807 Q-A-K---NS-YG--G A--VT--GRE-L
cuv 807 Q-ALK-T-N--YG--G-VN----e-P-A---T--GR--L
vzv 771 Q-A-K---NS-YG--G A--VT--GR--L
EBV 677 Q-A-K-T-N--YG--G-~N--F--—=-A--VT--GR--L
Vaccinia 633 Q---K--ANS-YG--G--NS--Y A T--GR---
Ad 2 681 --A-KL--N--YG I-
PGKL1 780 K---NS--G F E--
S-1 613 ----K-T-NS-YG--G
929 375 ----KL--NS-YG P G

FiG. 3. Regions of homology in yeast DNA polymerase I and
other DNA polymerases. The figure shows the three major homol-
ogous regions found in the DNA polymerases listed, and the amino
acids in common with DNA polymerase I are indicated. A dash
indicates no absolute conservation, but no attempt was made to
distinguish between conservative and nonconservative changes. The
numbers indicate the position of the first residue in each sequence.
HSYV, herpes simplex virus; CMV, human cytomegalovirus; VZV,
varicella-zoster virus; EBV, Epstein-Barr virus; Vaccinia, vaccinia
virus; Ad 2, adenovirus type 2; pGKL1, killer plasmid from X. lactis;
S-1, mitochondrial particles from maize; ¢29, bacteriophage ¢29.

different kinetics, and some of them are induced by DNA
damage (9, 38). Itis, therefore, possible that different cis- and
trans-acting elements regulate their expression.

We thank Dr. D. Martini and J. Malyszko (Farmitalia Carlo Erba,
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Fi1G. 4. DNA sequence of the poll-I mutant gene. The DNA
sequence of poll-1 shows a G:C — A-T transition (position +1477)
compared to the wild-type allele.
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