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Eucaryotic, viral, and bacteriophage DNA polymerases of the a-like family share blocks of sequence
similarity, the most conserved of which has been designated region I. Region I includes a YGDTDS motif that
is almost invariant within the a-like family and that is similar to a motif conserved among RNA-directed
polymerases and also includes adjacent amino acids that are more moderately conserved. To study the function
of these conserved amino acids in vivo, site-specific mutagenesis was used to generate herpes simplex virus
region I mutants. A recombinant virus constructed to contain a mutation within the nearly invariant YGDTDS
motif was severely impaired for growth on Vero cells which do not contain a viral polymerase gene. However,
three recombinants constructed to contain mutations altering more moderately conserved residues grew on
Vero cells and exhibited altered sensitivities to nucleoside and PP, analogs and to aphidicolin. Marker rescue
and DNA sequencing of one such recombinant demonstrated that the region I alteration confers the altered
drug sensitivity phenotype. These results indicate that this region has an essential role in polymerase function
in vivo and is involved directly or indirectly in drug and substrate recognition.

The mechanisms by which polymerases recognize nucleic
acid templates and nucleotide substrates and catalyze faith-
ful replication are largely unknown. Clues to common strat-
egies among polymerases can be discerned in structure-
function relationships among these enzymes. Eucaryotic
DNA polymerases a and 8 and many other DNA polymer-
ases of viruses and bacteriophages share at least six discrete
regions of sequence similarity that define a family of a-like
polymerases (7, 48). These regions occur in the same spatial
order in the various family members and have been desig-
nated I through VI, in decreasing order of similarity (32, 45).
Region I, which was first noted among DNA polymerases of
herpes, pox, and adenoviruses (2, 18, 22, 38), is character-
ized both by a Tyr-Gly-Asp-Thr-Asp-Ser motif that is almost
invariant within the a-like polymerase family and by adja-
cent residues that are more moderately conserved (Fig. 1).
Region I shares similarity with a sequence motif found in
RNA-directed RNA and DNA polymerases (2). The exten-
sive conservation at this site strongly suggests functional
importance and a similarity in the mechanisms of replication
by a wide variety of polymerases, but the function of region
I remains unknown.

The DNA polymerase (Pol) encoded by herpes simplex
virus (HSV) serves as an excellent prototype for the a-like
polymerase family especially because of the ability to study
polymerase functions in vivo in the authentic context of the
virus-infected cell by using genetic and pharmacological
tools. HSV is sensitive to a number of nucleoside and PP;
analogs and to aphidicolin, all of which act via inhibition of
HSV Pol (16, 19, 20, 30, 35, 37, 40). This has allowed the
isolation of HSV DNA polymerase (pol) mutants with al-
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tered sensitivities to these inhibitors. Since these drugs
mimic natural deoxynucleoside triphosphate or PP; sub-
strates and/or inhibit Pol competitively with these sub-
strates, pol mutations that confer altered drug sensitivity
change amino acids involved directly or indirectly in inter-
actions with the drugs and cognate substrates. Since certain
of these drugs, such as the nucleoside analog acyclovir
(ACV), are valuable in treating herpesvirus infections, stud-
ies of drug-resistant mutants can also have clinical implica-
tions. Indeed, such pol mutants are a problem of increasing
importance in the clinic (15, 41).

To date, mapping and sequencing of HSV pol mutations
conferring altered drug sensitivity (21, 22, 24, 27, 32, 44)
have provided the most information regarding the function of
certain regions of sequence similarity shared by a-like po-
lymerases. One mutation alters an amino acid in sequence
similarity region V (Fig. 1 and 2). Three mutations alter a
portion of HSV Pol termed region A, which shares similarity
with viral polymerases that are sensitive to certain antiviral
drugs but does not share similarity with DNA polymerase a.
By far, however, most of the mutations alter amino acids in
sequence similarity regions II and III, which has led to the
proposal that these regions directly participate in drug and
substrate recognition (21).

On the other hand, no spontaneous drug-resistant mutants
were recovered with alterations in region 1. We therefore
undertook experiments to engineer region I mutants of HSV.
Analysis of these mutants has shed light on region I function.

MATERIALS AND METHODS

Cells and viruses. Vero cells were grown and maintained as
described previously (47). DP6 cells were derived from Vero
cells and contain the HSV pol gene. Virus HP66 was derived
from wild-type strain KOS and contains a 2.2-kb pol deletion
and an insertion containing the Escherichia coli lacZ gene
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FIG. 1. Region I of sequence similarity among DNA polymerases. The top line is a schematic of the predicted HSV Pol polypeptide with
the locations of regions of sequence similarity shown. Below are shown the amino acid sequences of region I from various DNA polymerases.
Amino acids shared between HSV and other polymerases are shaded. The following polymerases are represented: HSV (22, 38); Epstein-Barr
virus (EBV) (3); human cytomegalovirus (CMV) (29); vaccinia virus (VAC) (18); yeast Pol III, the analog of mammalian DNA polymerase
8 (POLY) (7); human DNA polymerase o (POLa) (48); adenovirus (ADV) (23); T4 (42); and $29 (50). At the bottom of the figure are the

alterations in region I discussed in Results.

under the control of the HSV thymidine kinase promoter.
The derivation of the DP6 cell line and the use of virus HP66
for identifying pol recombinants are described in detail
elsewhere (36).

Mutagenesis. Site-specific mutagenesis was performed by
using the method of Taylor et al. (43) with an M13 clone
containing a portion of pol. The phage vector M13mp18 (49)
was modified as follows to include a unique Ncol site in the
polylinker region. Replicative form M13mpl8 was digested
with Sall, treated with the Klenow fragment of E. coli Pol I,
and then ligated to Ncol linkers. After digestion with Ncol,
the vector was treated with ligase and was used to transform
E. coli. The resulting replicative form DNA was digested
with Kpnl and Ncol and ligated to the 623-bp Kpnl-Ncol
fragment from pDP1, which encodes Pol amino acids 696 to
907 (Fig. 2). Two oligonucleotide preparations (bases 2976 to
2993 and 2997 to 3014 [22]) were used for site-specific
mutagenesis. Oligonucleotides 5'-GTGTCCCCGTAGATGA
TG-3' and 5'-CACAGCACAAATATGGAG-3’' bound to the
coding strand of pol and the underlined bases were synthe-
sized with a phosphoramidite mixture containing 50% of the
correct base and 50% of an equimolar mixture of the
remaining three incorrect bases. Clones containing region I
mutations but no others were identified directly by DNA
sequencing by using previously described procedures (21).
The 511-bp Bsu36I-Ncol fragments containing the region I
mutations were recovered and ligated to the 6-kb Bsu36l-
Ncol fragment from pDP1 to generate full-length clones
containing altered pol genes.

Marker rescue construction of mutants and mutation map-
ping. Marker rescue was performed as described previously
(8) by using infectious HP66 DNA and region I mutant
plasmid DNAs or by using infectious F891C DNA and the
indicated fragments from plasmid pDP1 (36) containing
wild-type strain KOS pol sequences. To determine the
sequence alteration conferring altered drug sensitivity in
mutant F891C, the BamHI Q fragment from this virus, which
corresponds to the largest BamHI fragment depicted in Fig.
2 (encoding amino acids 1 to 1072), was cloned into
pGEM7Zf (+) (Promega Biotec), and the pertinent region
within the resulting double-stranded plasmid DNA was
sequenced with a universal sequencing primer and pol-
specific oligonucleotide primers (21) and Sequenase (U.S.
Biochemicals) according to the manufacturer’s instructions.

Drug assays. Plaque reduction assays to determine relative
sensitivities of recombinant and wild-type viruses to antivi-
ral drugs were performed as described by Coen et al. (11).
ACV was kindly provided by D. Barry, Burroughs Well-
come Co., and was prepared as described previously (14).
Phosphonoacetic acid (PAA) was generously provided by S.
Schmidt, Abbott Laboratories, and prepared as described by
Coen et al. (13). Aphidicolin was provided by M. Suffness,
National Cancer Institute, and prepared as described previ-
ously (12).

RESULTS

Strategy for engineering recombinant HSV with region I
mutations. To examine the role of region I, we initiated



VoL. 64, 1990 HSV REGION 1 pol MUTANTS 5885
ol o i o WS m e 1235
HSV Pol Open Reading v A U owvim o1V
Frame, with regions of N, - |- - -—-—l.—l—|—-|<mn
Sequence Similarity
- -
HP66 [ I s>
tk PROMOTER
pDP1 b \
N 1.1 Kb Kpn N 1.8 Kb Kpn N
Fra, ts Used fi ’ v '
Mukgmkc';cw osto;IC l: N 1.2Kb Xho L 1.1 Kb Xho .
L) v 1
B K E X K Bs X B B K
Restriction Sites | l | — Ll 'l ] | |
-
N 0.2Kb

FIG. 2. HSV pol locus. The top line indicates the major HSV pol open reading frame with the location of regions of sequence similarity
(21, 48) shown. Lower lines show the structures of virus HP66, plasmid pDP1, and DNA fragments used for marker rescue. B, BamHI; Bs,
Bsu361; E, EcoRI; K, Kpnl; N, Ncol; X, Xhol; tk, thymidine kinase. The 1.1-kb Xhol fragment was generated by cutting pDP1 with Xhol
and with EcoRI, which cuts in the plasmid polylinker just outside the HSV insert.

studies to recover HSV mutants containing lesions in region
I of the pol gene. A bacteriophage M13 vector containing the
623-bp Kpnl-Ncol fragment that encodes Pol amino acids
623 to 907, including region I (Fig. 2), was used for site-
specific mutagenesis with oligonucleotide pools that encoded
alterations in region I. Four alterations in region I were
chosen for further study and are designated by the one-letter
amino acid code for the wild-type residue, the amino acid
number, and the new amino acid. The mutations were
G885A (GGG-GCG), F891C (TTT-TGT), F891Y (TTT-
TAT), and V892M (GTG-ATG). The M13 phage DNAs were
sequenced to ascertain that these mutations were the only
ones created within the 623 bp of HSV sequences, and the
mutant fragments were inserted into otherwise wild-type pol
sequences from plasmid pDP1 (36) (Fig. 2).

HSV recombinants were then engineered to contain the
mutations by using these region I mutant plasmids in marker
rescue experiments with HSV mutant HP66 (36) (Fig. 2).
HP66 lacks 2.2 kb of pol sequences, which have been
replaced by a lacZ gene under the control of the HSV
thymidine kinase promoter. As a result, HP66 does not grow
on Vero cells but can grow on DP6 cells, which contain the
wild-type HSV pol gene. On DP6 cells, HP66 forms blue
plaques in the presence of X-Gal (5-bromo-4-chloro-3-in-
dolyl-B-p-galactopyranoside) because of the lacZ insertion.
Recombinant viruses can then be generated by marker
rescue in which mutant pol sequences replace the lacZ gene.
The recombinants are identified by the ability to form white
plaques in the presence of the indicator X-Gal, indicating the
loss of lacZ.

HSV mutant G885A contains a lethal pol mutation. DP6
cells were transfected with infectious HP66 viral DNA
alone, in combination with a plasmid containing wild-type
pol (pDP1), or in combination with a plasmid containing the
mutation G885A. The progeny were plated on both Vero and
DP6 cells (Table 1). Plasmid pDP1 rescued the lethal muta-

tion in HP66 efficiently; 7.6% of the progeny grew on Vero
cells. The plasmid with the GB885A alteration failed to
achieve marker rescue efficiencies greater than those found
with HP66 viral DNA alone (<0.002%). However, 1.5% of
the progeny from this transfection formed white plaques in
the presence of X-Gal on DP6 cells (data not shown),
indicating that recombination had occurred and resuited in
the loss of lacZ. Several of these white plaques were picked
and screened for the replacement of lacZ sequences by pol
sequences by Southern blot hybridization. One such recom-
binant was tested for its ability to grow on Vero cells versus
DP6 cells. It formed plaques on DP6 cells at least 620-fold
more efficiently than on Vero cells (data not shown). Be-
cause DP6 cells contain no intact HSV gene other than pol,
this demonstrates that HSV mutant G885A contains a lethal
pol mutation and indicates that the G885A mutation altering
region I inactivates an essential pol function.

Alterations at residues 891 and 892 are not lethal. In
contrast to the results with the G885A plasmid, transfection
of DP6 cells with HP66 DNA in combination with any of the
three plasmids encoding alterations in amino acids 891 and

TABLE 1. Marker rescue of HP66

Marker rescue

Plasmid efficiency”

« Results are the average of two experiments and are expressed as (titer on
Vero cells/titer on DP6 cells) X 100. Numbers in boldface are regarded as
positive for marker rescue.
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892 resulted in at least a 170-fold increase in the percentage
of viruses able to grow on Vero cells compared with trans-
fection with HP66 DNA alone (Table 1). Similar percentages
of the progeny could form white plaques in the presence of
X-Gal on DP6 cells (not shown). Progeny from the transfec-
tions with F891Y, F891C, and V892M that formed white
plaques on DP6 cells were picked and plaque purified three
times for further analysis. They exhibited plating efficiencies
on Vero cells relative to DP6 cells ranging from 40 to 100%,
which was similar to that of wild-type strain KOS. Thus, the
mutations in these viruses did not meaningfully impair HSV
growth in cell culture.

The F891C, F891Y, and V892M mutants exhibit altered
drug sensitivities, including resistance to ACV. Since pol
mutations can result in altered sensitivity to inhibitors of
DNA replication, we examined the sensitivities of the viable
region I recombinant viruses to PAA, ACV, and aphidicolin.
We compared the drug sensitivities of the recombinants with
those of wild-type KOS virus in plaque reduction assays in
which virus is plated on Vero cells at various concentrations
of PAA, ACV, and aphidicolin and the number of plaques is
counted at each concentration. The concentration of PAA

that reduced plaque formation by 50% for virus F891C was

sixfold greater than that for wild-type strain KOS (Fig. 3A).
Recombinants F891Y and V892M exhibited intermediate
levels of resistance. Results with ACV (Fig. 3B) showed a
similar trend; virus F891C was again sixfold more resistant
to the drug than wild-type KOS, whereas F891Y and V892M
were slightly less resistant. F891C was 10-fold more sensi-
tive to aphidicolin than wild-type KOS, whereas F891Y and
V892M had sensitivities closer to yet distinct from that of the
wild type (Fig. 3C). On the basis of these assays and
previously established criteria for altered drug sensitivities
(8, 11), we conclude that recombinants F891C, F891Y, and
V892M are resistant to PAA (PAA"), resistant to ACV
(ACV"), and hypersensitive to aphidicolin (Aph™s).

Demonstration that a region I mutation confers altered drug
sensitivity. We wished to verify that the altered drug sensi-
tivities were due to a region I pol mutation. As a first test, we
examined independent recombinants that arose from trans-
fections with the region I mutant plasmids F891C and
V892M and found that they were indistinguishable in terms
of their resistances to PAA and ACV and hypersensitivity to
aphidicolin from mutants F891C and V892M (not shown).
This ensures that their phenotypes were not due to adventi-
tious mutations.

As a second test, we performed marker rescue experi-
ments using DNA fragments from plasmids containing wild-
type pol sequences and infectious DNA from mutant F891C.
This mutant was chosen because its aphidicolin hypersensi-
tivity was great enough to permit marker rescue mapping of
the Aph™ mutation. The wild-type fragments tested for
marker rescue included region I of pol as well as sequences
outside of this site (Fig. 2). The progeny of transfections with
mutant F891C DNA alone formed no plaques in the presence
of 0.1 or 0.3 ug of aphidicolin per ml. Reproducibly, the
1.8-kb Kpnl and the 1.2-kb Xhol fragments that span region
I were able to rescue F891C efficiently for growth in the
presence of 0.1 or 0.3 pg of aphidicolin per ml (Table 2). The
1.1-kb Kpnl and 1.1-kb Xhol fragments, which do not
include region I, were not able to rescue the Aph™ marker.
Thus, the marker conferring increased sensitivity to aphidi-
colin in F891C mapped to the 683 bp between the Kpnl and
Xhol sites that includes region 1.

Recombinant viruses resulting from the marker rescue
experiments using either the 1.8-kb Kpnl or the 1.2-kb Xhol

J. VIROL.

fragments were plaque purified and tested for their sensitiv-
ities to PAA, ACV, and aphidicolin. These viruses were no
longer resistant to PAA and ACV or hypersensitive to
aphidicolin and instead showed sensitivities to these drugs
indistinguishable from those of wild-type virus (data not
shown).

These results localized the PAAF, ACV*, and Aph" mark-
ers of mutant F891C to the 683 bp between the Kpnl and
Xhol sites of pol that include region I. The BamHI Q
fragment of virus F891C that includes this region was
cloned, and the 683 bp were sequenced. The only alteration
from the wild-type sequence was the T to G change resulting
in the F891C mutation. We conclude that the F891C muta-
tion altering region I confers resistance to PAA and ACV
and hypersensitivity to aphidicolin.

DISCUSSION

Our results show that a virus engineered to contain a
G885SA alteration in region I was severely impaired for
growth on Vero cells, whereas viruses engineered to contain
the alterations F891C, F891Y, and V892M could grow on
Vero cells but had drug sensitivities different from those of
wild-type virus. For mutant F891C, mapping of the Aph™
mutation and sequencing of the relevant pol region showed
unambiguously that the altered drug sensitivity phenotypes
are due to the region I alteration. These in vivo results
extend and broaden results from studies of similar mutations
in vitro and have implications specifically for drug resistance
and replication in HSV and generally for the function of
region I in nucleic acid polymerases in a wide variety of
organisms.

Comparisons with studies of region I mutants in vitro. We
are aware of two studies examining the effects of in vitro
enzyme activities of alterations in region I of DNA poly-
merases, both of which appeared after the present study was
completed (6, 17), and of similar studies of an equivalent
region in an RN A-directed polymerase (33, 34). Bernad et al.
(6) found that various alterations in region I of $29 DNA
polymerase decreased one or more polymerase activities
without affecting 3’-5’ exonuclease activity. Dorsky and
Crumpacker (17) reported that various alterations in region I
of HSV Pol including a G885 to Arg substitution also
decreased polymerase activity when the pol gene was ex-
pressed by in vitro transcription-translation. These results
are consistent with the findings in vivo with our HSV G885A
mutant, but none of the mutant enzymes was examined for
altered sensitivity to inhibitors.

Five of six mutant human immunodeficiency virus reverse
transcriptases with alterations in the portion thought to
resemble region I (1), including one with an alteration at a
site that can be considered equivalent to G885, were inactive
in vitro (33, 34). The single human immunodeficiency virus
mutant that was active enough to examine was altered at a
residue that can be considered to be equivalent to Val-892.
Its enzyme exhibited two- to threefold increases in 50%
inhibition values for azidothymidine triphosphate and
phosphonoformic acid in vitro; however, the mutant was
described as resembling the wild-type enzyme in sensitivity
(34).

Although none of the aforementioned results using an in
vitro approach are necessarily inconsistent with ours, we
would emphasize that the mutations described in this report
were analyzed in the authentic in vivo context of virus-
infected cells. Because DNA replication is dependent on
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many factors rather than just on the polymerase and because
in vitro enzyme assays cannot be expected to reproduce
authentic in vivo conditions exactly, it may be unreasonable
to expect that certain relevant changes in enzyme function
will be observed in in vitro assays. Such is the case with the
human immunodeficiency virus reverse transcriptase, in
which properties of an altered enzyme were not identical and
sometimes opposite when compared in vitro and in the
infected cell (31, 33). This is an important consideration for
interpretation of the effects of region I or other pol muta-
tions.

Increased numbers of sites conferring ACV resistance. The
mutations reported here increase the number of sites in the
HSV pol gene that can mutate to confer ACV resistance.
Larder et al. (32) raised the possibility that there are a
restricted number of substitutions that can confer ACV
resistance. Certainly, not every pol substitution can confer
resistance (e.g., G885A [also see reference 10; J. S. Gibbs

FIG. 3. Effects of PAA (A), ACV (B), and aphidicolin (C) on
plaque formation by wild-type KOS and the recombinants F891C,
F891Y, and V892M.
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TABLE 2. Marker rescue of Aph"s marker in F891C
Progeny“ of F891C DNA + the following

Expt Aphidicolin fragment:
concn (ng/
no. ml) N 1.8kb 1.1kb 1.2-kb  1.1-kb
one Kpnl  Kpnl  Xhol  Xhol
1 0.1 <0.01 1.7 <0.02 0.38 ND
2 0.3 <0.03 2.5 ND 0.6 <0.007

“ Results are expressed as percentage of progeny plating at the indicated
concentration of aphidicolin. Values in boldface are regarded as positive for
marker rescue. ND, Not determined.

and D. M. Coen, unpublished results]); nevertheless, in
combination with earlier studies (21, 24, 27, 32, 44), there
have now been reported at least 10 and perhaps as many as
17 that do. How many such substitutions would be likely to
cause ACV resistance in a clinical setting (15, 41) is un-
known. Certain of the mutations confer only a modest
degree of resistance (Fig. 3). It will be interesting to deter-
mine the effects of the region I mutations on replication and
pathogenicity of HSV in a mammalian host.

The failure to uncover region I mutations during earlier
sequencing studies seems likely to have resulted simply from
not having examined enough drug-resistant mutants.

An essential role for region I in vivo. Our results indicate
that G885A is a lethal substitution. This in turn indicates that
Gly-88S and region I as a whole serve an essential function in
vivo during viral replication, as would be expected from the
high degree of sequence conservation. Since Gly to Ala is a
conservative alteration, one explanation for the detrimental
effect of this mutation is that it affects the conformation of
Pol at a site important for catalysis. Indeed, secondary
structure predictions made by using a variety of programs
argue that this conserved region is likely to include a turn (2,
4, 18, 25, 28) to yield a beta-hairpin with a loop containing
the conserved Asp and Thr residues (1). The Gly-Ala alter-
ation could disrupt this structure as the Gly and Cys residues
found at the position equivalent to Gly-885 in other DNA
polymerase sequences have increased probabilities for par-
ticipating in turn structures, whereas Ala has a decreased
probability (9). Although we have ruled out major effects of
the G885A mutation on polypeptide stability on the basis of
Western immunoblot analysis of G885A-infected cells (un-
published results), we cannot exclude several other alterna-
tive explanations for the lethal effects of this mutation. For
example, it has been proposed that the role of region I is in
interactions with conserved host cell factors (32, 37). How-
ever, the results with our other region I mutants (see below)
lead us to favor a role in polymerase catalysis, as we and
others originally proposed (2, 18, 22).

Region I and substrate recognition. The demonstration that
region I alterations confer altered drug sensitivities sheds
light on the role of this region in Pol function. Since the drugs
have structures similar to those of natural PP; and dNTP
substrates or can compete with these substrates, we infer
that region I is involved in substrate recognition. Results
from two bacteriophage systems are consistent with this
conclusion. Inokuchi and Hirashima (26) have suggested that
a region in QP replicase similar to region I is important for
catalysis but not template activity, on the basis of interfer-
ence of wild-type QP replication by plasmids bearing muta-
tions in these sequences. After the present study was com-
pleted, Bernad et al. (6) found that $29 region I mutations
can eliminate initiation activity (adding 5’-dAMP to the ¢29
terminal protein bound to $29 DNA) without effects on 3'-5'

J. VIROL.

exonuclease activity or interactions with the terminal pro-
tein. Although effects on DNA binding were not excluded,
Bernad et al. proposed that region I is part of the dNTP-
binding site. Thus, these studies (largely by process of
elimination) and our studies through altered drug sensitivity
phenotypes support the involvement of region I in substrate
recognition.

Region I therefore joins regions II, III, V, and A as sites
sharing this involvement (21, 24, 27, 32, 44) (Fig. 1 and 2).
The finding that region I mutations confer phenotypes simi-
lar to those conferred by mutations in other regions supports
the model (21) in which these various regions fold together to
help form the binding sites for PP, and dNTP substrates.
Indeed, it is tempting to speculate that this portion of the
polymerase defines a polymerizing domain, whereas studies
of bacteriophage DNA polymerases (5, 39) indicate that
region IV defines an active site for a more N-terminal 3'-5’
exonuclease domain and in vitro studies of HSV Pol have
identified a more C-terminal binding site for the polymerase
accessory protein, UL42 (P. Digard and D. M. Coen, J. Biol.
Chem., in press).

As yet, there are too few region I mutations to say that
region I participates directly in substrate recognition, as we
have proposed for regions II and III (21). Rather, region I
mutations may exert their effects on drug sensitivity indi-
rectly. Argos (1) has emphasized the likely importance of the
two region I Asp residues; perhaps, the nearby residues
altered in F891C, F891Y, and V892M alter the reactivities of
these Asp residues. Detailed enzymological studies coupled
with X-ray crystallographic solutions of polymerase struc-
ture will probably be required to determine the precise role
of region I in polymerase function.

ACKNOWLEDGMENTS

We thank D. Barry, S. Schmidt, and M. Suffness for generous
provision of ACV, PAA, and aphidicolin, respectively; P. Digard
and E. Zylstra for preparing figures; and J. Gibbs for helpful
discussions.

A.M. was the recipient of a postdoctoral fellowship from the
American Cancer Society, and C.H. was a postdoctoral trainee on
training grant AI07245 from the National Institutes of Health. This
work was supported by Public Health Service grants RO1 AI19838
and BRSG SO7 RR05381 from the National Institutes of Health.

LITERATURE CITED

1. Argos, P. 1988. Sequence motif in many polymerases. Nucleic
Acids Res. 16:9909-9915.

2. Argos, P., A. D. Tucker, and L. Philipson. 1986. Evidence for a
repeated domain in type I restriction enzymes. Virology 149:
208-216.

3. Baer, R., A. T. Bankier, M. D. Biggin, P. L. Deininger, P. J.
Farrell, T. J. Gibson, G. Hatfull, G. S. Hudson, S. C. Satchwell,
C. Seguin, P. S. Tuffnell, and B. G. Barrell. 1984. DNA
sequence and expression of the B95-8 Epstein-Barr virus ge-
nome. Nature (London) 310:207-211.

4. Becker, Y. 1988. Computer-assisted primary and secondary
structure analyses of DNA polymerases of herpes simplex,
Epstein-Barr and varicella zoster viruses reveal conserved
domains with some homology to a DN A-binding domain in E.
coli DNA polymerase 1. Virus Genes 1:351-367.

5. Bernad, A., L. Blanco, J. M. Lazaro, G. Martin, and M. Salas.
1989. A conserved 3'-5’ exonuclease active site in prokaryotic
and eukaryotic DNA polymerases. Cell §9:219-228.

6. Bernad, A., J. M. Lazaro, M. Salas, and L. Blanco. 1990. The
highly conserved amino acid sequence motif Tyr-Gly-Asp-Thr-
Asp-Ser in a-like DNA polymerases is required by phage $29
DNA polymerase for protein-primed initiation and polymeriza-
tion. Proc. Natl. Acad. Sci. USA 87:4610-—4614.

7. Boulet, A., M. Simon, G. Faye, G. A. Bauer, and P. M. J.



VoL. 64, 1990

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Burgers. 1989. Structure and function of the Saccharomyces
cerevisiae CDC2 gene encoding the large subunit of DNA
polymerase III. EMBO J. 8:1849-1854.

. Chiou, H. C., S. K. Weller, and D. M. Coen. 1985. Mutations in

the herpes simplex virus major DNA-binding protein gene
leading to altered sensitivity to DNA polymerase inhibitors.
Virology 145:213-226.

. Chou, P. Y., and G. D. Fasman. 1978. Predictions of the

secondary structure of proteins from their amino acid se-
quences. Adv. Enzymol. 47:45-148.

Coen, D. M., D. P. Aschman, P. T. Gelep, M. J. Retondo, S. K.
Weller, and P. A. Schaffer. 1984. Fine mapping and molecular
cloning of mutations in the herpes simplex virus DNA polymer-
ase locus. J. Virol. 49:236-247.

Coen, D. M., H. E. Fleming, Jr., L. K. Leslie, and M. J.
Retondo. 1985. Sensitivity of arabinosyladenine-resistant mu-
tants of herpes simplex virus to other antiviral drugs and
mapping of drug hypersensitivity mutations to the DNA poly-
merase locus. J. Virol. 53:477-488.

Coen, D. M., P. A. Furman, D. P. Aschman, and P. A. Schaffer.
1983. Mutations in the herpes simplex virus DNA polymerase
gene conferring hypersensitivity to aphidicolin. Nucleic Acids
Res. 11:5287-5297.

Coen, D. M., P. A. Furman, P. T. Gelep, and P. A. Schaffer.
1982. Mutation in the herpes simplex virus DNA polymerase
gene can confer resistance to 9-B-D-arabinofuranosyladenine. J.
Virol. 41:909-918.

Coen, D. M., and P. A. Schaffer. 1980. Two distinct loci confer
resistance to acycloguanosine in herpes simplex virus type 1.
Proc. Natl. Acad. Sci. USA 77:2265-2269.

Collins, P., B. A. Larder, N. M. Oliver, S. Kemp, I. W. Smith,
and G. Darby. 1989. Characterization of a DNA polymerase
mutant of herpes simplex virus from a severely immunocom-
promised patient receiving acyclovir. J. Gen. Virol. 70:375-382.
DiCioccio, R. A., K. Chadha, and B. I. S. Srivastava. 1980.
Inhibition of herpes simplex virus-induced DNA polymerase,
cellular DNA polymerase «, and virus production by aphidi-
colin. Biochim. Biophys. Acta 609:224-231.

Dorsky, D. 1., and C. S. Crumpacker. 1990. Site-specific muta-
genesis of a highly conserved region of the herpes simplex virus
type 1 DNA polymerase gene. J. Virol. 64:1394-1397.

Earl, P. L., E. V. Jones, and B. Moss. 1986. Homology between
DNA polymerase of poxviruses, herpesviruses, and adenovi-
ruses: nucleotide sequence of the vaccinia virus DNA polymer-
ase gene. Proc. Natl. Acad. Sci. USA 83:3659-3663.

Frank, K. B., D. D. Derse, K. F. Bastow, and Y.-C. Cheng. 1984.
Novel interaction of aphidicolin with herpes simplex virus DNA
polymerase and polymerase-associated exonuclease. J. Biol.
Chem. 259:13282-13286.

Furman, P. S., M. H. St. Clair, J. A. Fyfe, J. L. Rideout, P. M.
Keller, and G. B. Elion. 1979. Inhibition of herpes simplex
virus-induced DNA polymerase activity and viral DNA replica-
tion by 9-(2-hydroxyethoxymethyl)guanine and its triphosphate.
J. Virol. 32:72-77.

Gibbs, J. S., H. C. Chiou, K. C. Bastow, Y.-C. Cheng, and D. M.
Coen. 1988. Identification of amino acids in herpes simplex virus
DNA polymerase involved in substrate and drug recognition.
Proc. Natl. Acad. Sci. USA 85:6672-6676.

Gibbs, J. S., H. C. Chiou, J. D. Hall, D. W. Mount, M. J.
Retondo, S. K. Weller, and D. M. Coen. 1985. Sequence and
mapping analysis of the herpes simplex virus DNA polymerase
gene predict a C-terminal substrate binding domain. Proc. Natl.
Acad. Sci. USA 82:7969-7973.

Gingeras, T. R., D. Sciaky, R. E. Gelinas, J. Bing-Dong, C. E.
Yen, M. M. Kelly, P. A. Bullock, B. L. Parsons, K. E. O’Neill,
and R. J. Roberts. 1982. Nucleotide sequences from the aden-
ovirus-2 genome. J. Biol. Chem. 257:13475-13491.

Hall, J. D., Y. Wang, J. Pierpont, M. S. Berlin, S. E. Rundlett,
and S. Woodward. 1989. Aphidicolin resistance in herpes sim-
plex virus type 1 reveals features of the DNA polymerase dNTP
binding site. Nucleic Acids Res. 17:9231-9244.

Hodgman, T. C. 1986. An amino acid sequence motif linking
viral DNA polymerases and plant virus proteins involved in

26.
27.

28.

29.

30.

31.

32.

33.

34.

3s.

36.

37.

38.

39.

40.

41.

42.

43.

45.

HSV REGION 1 pol MUTANTS 5889

RNA replication. Nucleic Acids Res. 14:6769.

Inokuchi, Y., and A. Hirashima. 1987. Interference with viral
infection by defective RNA replicase. J. Virol. 61:3946-3949.
Knopf, C. W. 1986. Nucleotide sequence of the DNA polymer-
ase gene of herpes simplex virus type 1 strain Angelotti. Nucleic
Acids Res. 14:8225-8226.

Knopf, C. W., and K. Weisshart. 1988. The herpes simplex virus
DNA polymerase: analysis of the functional domains. Biochim.
Biophys. Acta 951:298-314.

Kouzarides, T., A. T. Bankier, S. C. Satchwell, K. Weston, P.
Tomlinson, and B. G. Barrell. 1987. Sequence and transcription
analysis of the human cytomegalovirus DNA polymerase gene.
J. Virol. 61:125-133.

Krokan, H., P. Schaffer, and M. DePamphilis. 1979. Involve-
ment of eucaryotic deoxyribonucleic acid polymerases alpha
and gamma in replication of cellular and viral deoxyribonucleic
acid. Biochemistry 18:4431—4443.

Larder, B. A., G. Darby, and D. D. Richman. 1989. HIV with
reduced sensitivity to zidovudine (AZT) isolated during pro-
longed therapy. Science 243:1731-1733.

Larder, B. A., S. D. Kemp, and G. Darby. 1987. Related
functional domains in virus DNA polymerases. EMBO J. 6:169—
175.

Larder, B. A., S. D. Kemp, and D. J. M. Purifoy. 1989.
Infectious potential of human immunodeficiency virus type 1
reverse transcriptase mutants with altered inhibitor sensitivity.
Proc. Natl. Acad. Sci. USA 86:4803—4807.

Larder, B. A., D. J. M. Purifoy, K. L. Powell, and G. Darby.
1987. Site-specific mutagenesis of AIDS virus reverse tran-
scriptase. Nature (London) 327:716-717.

Mao, J. C.-H., E. E. Robishaw, and L. R. Overby. 1975.
Inhibition of DNA polymerase from herpes simplex virus-
infected Wi-38 cells by phosphonoacetic acid. J. Virol. 15:1281-
1283.

Marcy, A. L., D. R. Yager, and D. M. Coen. 1990. Isolation and
characterization of herpes simplex virus mutants containing
engineered mutations at the DNA polymerase locus. J. Virol.
64:2208-2216.

Pedrali-Noy, G., and S. Spadari. 1980. Mechanism of inhibition
of herpes simplex virus and vaccinia virus DNA polymerases by
aphidicolin, a highly specific inhibitor of DNA replication in
eucaryotes. J. Virol. 36:457—464.

Quinn, J. P., and D. J. McGeoch. 1985. DNA sequence of the
region in the genome of herpes simplex virus type 1 containing
the genes for DNA polymerase and the major DNA binding
protein. Nucleic Acids Res. 13:8143-8163.

Reha-Krantz, L. 1989. Locations of amino acid substitutions in
bacteriophage T4 tsL.56 DNA polymerase predict an N-terminal
exonuclease domain. J. Virol. 63:4762—4766.

Reno, J. M., L. F. Lee, and J. A. Boezi. 1978. Inhibition of
herpesvirus replication and herpesvirus-induced deoxyribonu-
cleic acid polymerase by phosphonoformate. Antimicrob.
Agents Chemother. 13:188-192.

Sacks, S. L., R. J. Wanklin, D. E. Reece, K. A. Hicks, K. L.
Tyler, and D. M. Coen. 1989. Progressive esophagitis from
acyclovir-resistant herpes simplex: clinical roles for DNA poly-
merase mutants and viral heterogeneity? Ann. Intern. Med.
111:893-899.

Spicer, E. K., J. Rush, C. Fung, L. Reha-Krantz, J. D. Karam,
and W. H. Konigsberg. 1988. Primary structure of T4 DNA
polymerase: evolutionary relatedness to eucaryotic and other
procaryotic DNA polymerases. J. Biol. Chem. 263:7478-7486.
Taylor, J. W., J. Ott, and F. Eckstein. 1985. The rapid genera-
tion of oligonucleotide directed mutations at high frequency
using phosphorothioate-modified DNA. Nucleic Acids Res.
13:8765-8785.

. Tsurumi, T., K. Maeno, and Y. Nishiyama. 1987. A single-base

change within the DNA polymerase locus of herpes simplex
virus type 2 can confer resistance to aphidicolin. J. Virol.
61:388-394.

Wang, T. S.-F., S. W. Wong, and D. Korn. 1989. Human DNA
polymerase a: predicted functional domains and relationships
with viral DNA polymerases. FASEB J. 3:14-21.



5890

46.

47.

48.

MARCY ET AL.

Weissbach, A., S.-C. L. Hong, J. Aucker, and R. Muller. 1973.
Characterization of herpes simplex virus-induced deoxyribonu-
cleic acid polymerase. J. Biol. Chem. 248:6270-6277.

Weller, S. K., D. P. Aschman, W. R. Sacks, D. M. Coen, and
P. A. Schaffer. 1983. Genetic analysis of temperature-sensitive
mutants of HSV-1: the combined use of complementation and
physical mapping for cistron assignment. Virology 130:290-
305.

Wong, S. F., A. F. Wahl, P.-M. Yuan, N. Arai, B. E. Pearson, K.
Arai, D. Korn, M. V. Hunkapiller, and T. S.-F. Wang. 1988.

49.

50.

J. VIROL.

Human DNA polymerase a gene expression is cell proliferation
dependent and its primary structure is similar to both prokary-
otic and eukaryotic replicative DNA polymerases. EMBO J.
7:3747.

Yanisch-Perron, C., J. Vieira, and J. Messing. 1985. Improved
M13 phage cloning vectors and host strains: nucleotide
sequences of M13mpl8 and pUC19 vectors. Gene 33:103-
119.

Yoshikawa, H., and J. Ito. 1982. Nucleotide sequence of the
major early region of bacteriophage $29. Gene 17:323-335.



