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The contributions of the glycoproteins gI (ORF67) and gE (ORF68) to varicella-zoster virus (VZV) repli-
cation were investigated in deletion mutants made by using cosmids with VZV DNA derived from the Oka
strain. Deletion of both gI and gE prevented virus replication. Complete deletion of gI or deletions of 60% of
the N terminus or 40% of the C terminus of gI resulted in a small plaque phenotype as well as reduced yields
of infectious virus. Melanoma cells infected with gI deletion mutants formed abnormal polykaryocytes with a
disrupted organization of nuclei. In the absence of intact gI, gE became localized in patches on the cell
membrane, as demonstrated by confocal microscopy. A truncated N-terminal form of gI was transported to the
cell surface, but its expression did not restore plaque morphology or infectivity. The fusogenic function of gH
did not compensate for gI deletion or the associated disruption of the gE-gI complex. These experiments
demonstrated that gI was dispensable for VZV replication in vitro, whereas gE appeared to be required.
Although VZV gI was dispensable, its deletion or mutation resulted in a significant decrease in infectious virus
yields, disrupted syncytium formation, and altered the conformation and distribution of gE in infected cells.
Normal cell-to-cell spread and replication kinetics were restored when gI was expressed from a nonnative locus
in the VZV genome. The expression of intact gI, the ORF67 gene product, is required for efficient membrane
fusion during VZV replication.

Varicella-zoster virus (VZV) is the causative agent of
chicken pox (varicella) and herpes zoster (shingles) (2). VZV
is the smallest human herpesvirus, with a genome of approxi-
mately 125 kb, containing at least 69 distinct open reading
frames (ORFs). It is related to herpes simplex virus types 1 and
2 (HSV-1 and -2), simian varicella virus, pseudorabies virus
(PRV), and the other alphaherpesviruses (11). While these
other viruses have at least four genes encoding glycoproteins
within the short unique (US) region, including gD, gE, gG, and
gI, VZV has only two, ORF67 and ORF68, which encode gI
and gE, respectively. In HSV, which is the human herpesvirus
related most closely to VZV, gD is required for penetration
and direct cell-to-cell spread (35, 48). In the absence of a gD
equivalent, VZV gE and gI may have essential functions in
viral infection that are not characteristic of their counterparts
in the other alphaherpesviruses.

Investigations of gE (gp I) and gI (gp IV) produced in cells
infected with VZV, or from plasmid, vaccinia, or baculovirus
vectors, demonstrate that these two glycoproteins form a non-
covalently linked complex after their synthesis in the endoplas-
mic reticulum (ER) and that the complex is expressed on the
cell surface (55). A site of interaction between gE and gI has
been mapped to the N terminus of gI (34). The mature forms
of gE and gI contain N- and O-linked glycosylation and are
phosphorylated in mammalian and insect cells (26, 46, 54, 56).

Although ORFs of the gE and gI homologs have similar
genome locations within the US region, there are significant
differences between the products of these genes among the
alphaherpesviruses. In VZV, gE is the most abundant glyco-
protein, whereas it is a minor component of the HSV envelope
(43). VZV and HSV gI have only 24% identity in amino acid

sequence, and the sequence identity for the gE homologs is
27% (36). The gE gene products of VZV and HSV bind the Fc
fragment of human immunoglobulin, but HSV gE has a stron-
ger Fc receptor affinity (9, 12, 20, 31, 36, 40). The character-
istics of gE and gI are not uniform in the alphaherpesviruses
subfamily. For example, neither gE nor gE-gI complexes have
Fc receptor function in PRV or bovine herpesvirus (BHV) (53,
58).

Infectious virus can be recovered after the deletion of gI or
gE from HSV, PRV, BHV, and equine herpesvirus 1 (7, 23, 32,
37, 38, 52, 53). Nevertheless, these glycoproteins contribute to
viral entry, cell-to-cell spread, and viral egress in vitro as well
as to virulence and neurotropism in animal models (6, 7, 8, 15,
17, 18, 22, 28, 44). The functions of VZV gE and gI in viral
pathogenesis in vivo have not been defined, but both glycopro-
teins are immunogenic in the human host and in the guinea pig
model of VZV infection (4, 5, 24, 29, 30, 50).

Our objective was to investigate the functions of gI and gE
in VZV by mutational analysis of ORF67 and ORF68, using a
cosmid system (33). Since VZV replicates as a completely
cell-associated virus in tissue culture, pure populations of mu-
tant viruses cannot be obtained by homologous recombination.
This obstacle to generating mutant virus strains has been ad-
dressed by ligating overlapping fragments, which represent the
full-length genome of VZV into cosmid vectors (10). As was
observed with PRV, cotransfection of the overlapping frag-
ments results in recombination and the synthesis of infectious
virus progeny (51). In our experiments, ORF67 and ORF68
were subcloned into plasmid vectors from the cosmid contain-
ing the US region of the genome, gene sequences were altered
and ligated back into the cosmid, and the modified cosmid was
cotransfected into permissive cells along with the three intact
cosmids. This approach permitted an investigation of the ef-
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fects of mutations made in the gI and gE coding sequences on
VZV replication.

MATERIALS AND METHODS

VZV cosmids. Four overlapping fragments of genomic DNA from the Oka
strain of VZV were ligated into SuperCos 1 cosmid vectors (Stratagene, La Jolla,
Calif.); these cosmids were kindly provided by George Kemble, Aviron, Inc.,
Mountain View, Calif. (33). The genes for gI (ORF67) and gE (ORF68) are in
the US region of VZV DNA which is in the cosmid pVSpe21DAvrII; the deletion
of an AvrII site from the original cosmid vector at SuperCos 1 nucleotide 3359
produced a unique AvrII site at VZV nucleotide 112853 (Fig. 1). ORF67 extends
from nucleotides 114497 to 115558, and ORF68 is located between nucleotides
115808 and 117676 (13) (Fig. 1, line 3). A mutant construct of the
pVSpe21DAvrII cosmid, designated pVSpe21EID, was made to remove both
ORF67 and ORF68 (Fig. 1, line 4). The pVSpe21DAvrII cosmid was digested
with SacI, generating a 6-kb fragment from nucleotides 111911 to 117989 that
contained the gI and gE ORFs; this fragment was subcloned into a pBluescript
KS2 vector (Stratagene) to make plasmid pSac6A. pSac6A was digested with
Eco47III at nucleotide 114414 and SgrAI at nucleotide 117355. A 6.1-kb frag-
ment was isolated, the SgrAI site was reconstituted by linker insertion, and the
remaining vector, with a deletion of gI and gE, was religated to form pSac8DSgr.
pSac8DSgr was digested at unique restriction sites, AvrII and SgrAI, resulting in
a 1.5-kb fragment from which all of ORF67 and ORF68, except for 321 nucle-
otides at the 39 end of ORF68, had been deleted; this fragment was ligated into
the 33-kb fragment of pVSpe21DAvrII generated by AvrII and SgrAI cleavage at
nucleotides 112853 and 117355, respectively.

A second cosmid, pVSpe21DgI, was constructed to remove the complete gI
coding sequence while leaving the ORF68 encoding gE intact (Fig. 1, line 5). An
Eco47III site was introduced between ORF67 and ORF68 by the PCR method.
Primers were designed beginning at VZV nucleotide 115558, using the primer
sequence of GTTAAATAGCGCTAATTATCC, with base pair substitutions
made to introduce an Eco47III site (underlined), or at the BglII site located at
nucleotide 116287, using the primer sequence TTGGATTAAGATCTCCT
TTAA. pSac6A was linearized with PstI for PCR, and the ends of the resulting
729-bp fragment were digested with Eco47III and BglII. pSac6A was then di-
gested with Eco47III and BglII, and the 7.2-kb fragment was ligated to the 729-bp
PCR product. The resulting vector, pSac5DgIEco47III, was digested with AvrII
and SgrAI and ligated back into pVSpe21DAvrII, as described above, resulting in
a variant of the pVSpe21 cosmid from which only the gI gene was deleted.

A third cosmid, pVSpe21DgI-N, was constructed to delete the N terminus of
gI (Fig. 1, line 6). pSac6A was digested at the Eco47III (VZV nucleotide 114414)
and SgrAI (VZV nucleotide 117355) restriction sites, yielding a 6.1-kb band from
which ORF67 and ORF68 were deleted. A separate digest of pSac6A with KpnI
(VZV nucleotide 115127) and SgrAI resulted in a 2.2-kb fragment that contains
and therefore repairs the loss of ORF68 and of the C terminus of ORF67 when
ligated to the 6.1-kb fragment. The resulting plasmid, pSac12DgI-N, was digested
with AvrII and SgrAI to generate a 3.8-kb fragment which contained the gI
sequence from nucleotides 115128 to 115558 only, with deletion of nucleotides
encoding the N-terminal two-thirds of gI; this fragment was ligated into
pVSpe21DAvrII, resulting in the cosmid pVSpe21DgI-N. The fourth cosmid,
pVSpe21DgI-C, was constructed to delete the C-terminal residues of gI (Fig. 1,
line 7). A 2.3-kb fragment was generated by digesting pSac6A with KpnI; DNA
was blunted with Klenow enzyme and digested with AvrII. The 2.3-kb fragment

FIG. 1. Construction of cosmid vectors with deletions of VZV ORF67 (gI) and ORF (gE). Line 1 shows a schematic diagram of the VZV genome with the locations
of the genes that encode gI and gE in the US region. Line 2 depicts the overlapping segments of the VZV genome used to construct the VZV cosmids. Line 3 shows
the subcloned SacI fragment that includes ORF67 and ORF68 (black boxes) with the restriction sites used to construct the deletions in ORF67 and ORF68 and the
AvrII and SgrAI sites used to insert the mutated fragments back into the cosmid. Lines 4 to 7 depict the deleted regions (open boxes) resulting in cosmids pVSpe21EID
(DI/gE), pVSpe21DgI, pVSpe21DgI-N, and pVSpe21DgI-C, respectively. To restore gI, ORF67 was ligated into a unique AvrII site of pVSpe21DgI in each orientation,
resulting in pVSpe21gI@Avr#14 (left-to-right orientation) and pVSpe21gI@Avr#9 (right-to-left orientation) (line 8).
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was ligated into a 6.3-kb fragment derived from pSac5DgIEco47III, described
above, that had been digested first with AvrII and Eco47III. The new vector,
pSac5DgI-C, was digested with AvrII and SgrAI and ligated into pVSpe21DAvrII.

Two cosmids, pVSpe21gI@Avr#9 and pVSpe21gI@Avr#14, were made in
order to restore the deletion of the gI coding region from pVSpe21DgI (Fig. 1,
line 8). The ORF67 sequence was generated by PCR using primers that were
designed to introduce AvrII sites at each end of the 1.4-kb PCR product (un-
derlined in the primer sequences below); the primer sequences were
AAAATTCCCTAGGCCTGTTA and TCACAACGCCTAGGCAAAAC, start-
ing at VZV nucleotides 114217 and 115632, respectively. pVSpe21DgI was then
digested at its unique AvrII site, and the linearized cosmid and 1.4-kb PCR
product were ligated to produce pVSpe21gI@Avr#9 and pVSpe21gI@Avr#14,
which have the gI gene introduced in opposite orientations.

Before use in cotransfections, the intact and mutated pVSpe21 cosmids, and
the other three VZV cosmids spanning the complete VZV genome, designated
pVFsp4, pVSpe5, and pVPme19 (Fig. 1), were electroporated into Top 10F9
competent cells (Invitrogen Inc., Carlsbad, Calif.), grown in LB containing kana-
mycin and ampicillin, and purified by using a Qiagen plasmid maxiprep kit as
specified by the manufacturer (Qiagen, Inc., Chatsworth, Calif.).

Transfection, virus isolation, and confirmation of mutations. Cosmids were
digested with AscI and mixed in water to final concentrations of 100 ng/ml for
pVFsp4, pVSpe5, pVPme19 and 50 ng/ml for pVSpe21. Transfections were done
with human melanoma cells, using 20 or 30 ml of the cosmid mix in 31.5 ml of 2
M CaCl2 in water and HEPES-buffered saline. After transfection, the melanoma
cells were kept at 37°C for 3 to 4 days, trypsinized, and transferred to a 75-cm2

flask; plaques appeared 5 to 6 days after transfection with intact cosmids. Cells
transfected with mutant cosmids were passaged at a 1:3 ratio every 3 to 4 days.
Infectious virus recovered from transfections was propagated by inoculation of
melanoma cells with virus-infected cells (27).

PCR was used to confirm the expected changes in fragment sizes in cosmids
and recombinant virus DNA and to sequence the regions spanning the ORF67
(gI) deletions and ORF67 insertions into the AvrII site. VZV cosmid DNA was
purified by using Qiagen columns, and recombinant virus DNA was recovered
from infected cells by using DNazol (Gibco BRL, Inc., Grand Island, N.Y.). PCR
was performed with Elongase enzyme mix (Gibco BRL). The primers used to
assess deletions across ORF67 were TTTGCGTTTGCGTGTATGGA and
TATGCGGTGTAGTTATCTGC, located at VZV nucleotides 113354 and
117112, respectively. The primers used to determine the sizes of insertions into
the unique AvrII site were TTACCACCGCTTCCATCA and CCACACA
AACATCACCTG, located at VZV nucleotides 112580 and 113686, respectively.

For Southern blot analysis, VZV genomic or cosmid DNA was cut with KpnI,
and the fragments were separated in a 0.7% agarose gel and transferred to a
Hybond nylon membrane (Amersham, Inc., Arlington Heights, Ill.). A 1.6-kb
fragment, resulting from an SgrAI-HpaI digest, which hybridizes to VZV DNA
sequences 115670 to 117355, was used as a probe. The probe was labeled with
digoxigenin, and hybridization was detected by using a chemiluminescent alka-
line phosphate substrate (Genius luminescent detection kit) as instructed by the
manufacturer (Boehringer Mannheim, Inc., Indianapolis, Ind.).

Infectious focus assay. Virus titrations were done by using infected melanoma
cells serially diluted 10-fold in minimal essential medium with 10% fetal calf
serum and added to 24-well dishes in triplicate (42). After incubation for 5 to 6
days, the wells were stained with crystal violet and plaques were counted. The
average number of plaques in triplicate wells was divided by the number of cells
in the inoculum to determine infectious foci per cell. Thirty plaques in each
monolayer were measured, and statistical differences in plaque size were deter-
mined by Student’s t test.

Western blotting. Aliquots of cell lysates from melanoma cells infected with
VZV recombinants were boiled in sample buffer containing sodium dodecyl
sulfate and 2-mercaptoethanol. The proteins were separated in a 10% polyacryl-
amide gel and transferred to a nitrocellulose membrane. After blocking with 5%
nonfat milk in phosphate-buffered saline (PBS), the nitrocellulose membrane
was incubated for 1 h at room temperature with a 1:50 dilution of a polyclonal
antiserum against gE generated by injection of rabbits with a vaccinia virus
recombinant expressing gE (anti-Vac-gE), kindly provided by Paul Kinchington,
University of Pittsburgh, Pittsburgh, Pa. A biotinylated goat anti-rabbit antibody
labeled with horseradish peroxidase was used to detect specific antibody binding
to gE. A monoclonal antibody to gE, designated B5, was used, as well as the
anti-gE monoclonal antibody 3B3, kindly provided by Charles Grose, University
of Iowa College of Medicine, Iowa City.

Confocal microscopy. Melanoma cell monolayers in chamber slides (Lab-Tek,
Inc., Naperville, Ill.) were inoculated with VZV-infected cells at a dilution of 1:8
(21). After 32 or 56 h, the cells were labeled with BODIPY TR ceramide
(Molecular Probes, Inc., Eugene, Oreg.), which localizes to the Golgi complex.
After ceramide staining, the cells were permeabilized with 2% paraformalde-
hyde–0.01 M PBS–0.05% Triton-X 100 for 1 h, washed five times in PBS, and
blocked with 5% normal goat serum in PBS for 1 h. The primary VZV-specific
antibody, diluted with 1% normal goat serum, was added for 1 h at 37°C; primary
antibodies 6B5, specific for gI, and 3G8, specific for gE, were used at dilutions of
1:500 and 1:450, respectively (6B5 was kindly provided by Charles Grose; 3G8
was kindly provided by Bagher Forghani, California Department of Health
Services, Berkeley). The secondary goat anti-mouse immunoglobulin G antibody,
conjugated with fluorescein isothiocyanate or Texas red (Molecular Probes), was

added to the wells for 30 min at 37°C. After washing, the slides were mounted
with Vectashield (Vector Laboratories, Inc., Burlingame, Calif.) and examined
with a Molecular Dynamics MultiProbe 2010 laser scanning confocal microscope
(Fig. 5A to I) or an Applied Precision DeltaVision deconvolution microscope
(Fig. 5J to L). The data were transferred to graphics software (Adobe Photoshop
version 3.0) and printed with a Tektronix Phaser 440 dye sublimation printer.

RESULTS

Failure to generate infectious VZV from cosmids with a dual
deletion of gE and gI. Based on observations that the gE and
gI proteins of HSV-1, BHV, PRV, and equine herpesvirus are
dispensable for the replication of these alphaherpesviruses in
tissue culture (23, 32, 37, 38, 52, 53), initial experiments were
done to determine whether both gE and gI could be deleted
from VZV without blocking viral replication in melanoma
cells. The removal of VZV nucleotides 114414 to 117355 from
pVSpe21DAvrII resulted in a complete deletion of ORF67
along with 83 bp 39 of the ORF67 start site (Fig. 1, line 4). This
deletion also included the 250-bp region between ORF67 and
ORF68 as well as the 1,547 bp extracellular domain of ORF68.
The 321-bp C-terminal sequences that encode the transmem-
brane and intracellular domains of gE were intact but were not
expected to be transcribed since the putative promoter of
ORF68 was removed.

Cotransfection of the overlapping segments of VZV DNA
from cosmids pVFsp4, pVSpe5, pVPme19, and the intact
pVSpe21 consistently yielded infectious VZV isolates, desig-
nated rOka, with plaques visible within 5 to 6 days in mela-
noma cells. By 8 days after transfection, there were up to 140
plaques per 75-cm2 flask. In contrast, no cytopathic changes
were observed when four transfections were done in quadru-
plicate with pVSpe21DgI/gE and the other three cosmids.
Varying the concentrations of pVSpe21DgI/gE from 2.0 to 3.0
mg/25-cm2 flask and blind passage of transfected melanoma
cells from all four experiments did not yield infectious virus. To
exclude the possibility that an inhibitory substance that pre-
vented VZV plaque formation was present in the
pVSpe21DgI/gE preparation, transfections were carried out
with a mixture of the intact pVSpe21 and the mutant cosmid.
Typical cytopathic effects were observed, whereas infectious
virus was not recovered in parallel experiments done with the
mutant cosmid, despite blind passage. VZV proteins were not
detected in extracts of cells recovered 13 days after transfec-
tion with the mutant cosmid and tested by a Western blot
analysis with a high-titer polyclonal serum (data not shown).

Repeated efforts to derive a complementary cell line ex-
pressing gE for use in transfections with pVSpe21DgI/gE were
unsuccessful, as has been reported previously, and may indi-
cate that constitutive expression of VZV gE is toxic in mam-
malian cells (36).

Generation and replication characteristics of rOkaDgI, a
VZV mutant with a complete deletion of gI. A complete dele-
tion of ORF67 was made to ensure that the altered phenotype
observed in melanoma cells infected with OkaDgI-N was due
to a loss of gI function and not to the possible synthesis of a
partial gene product containing the C-terminal region of gI. To
delete the full ORF67 sequence, a restriction site was intro-
duced between ORF67 and ORF68 by PCR. We deleted VZV
nucleotides 114414 to 115563, which included the entire
ORF67 gene, along with 83 bp 39 of ORF67 and 5 bp 59 of
ORF67 (Fig. 1).

Infectious virus was recovered after transfection of
pVSpe21DgI along with the three intact cosmids in seven ex-
periments done in quadruplicate. The pattern of initial plaque
formation and morphology was similar to that for rOkaDgI-N
and took 5 days longer than transfections done with intact
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pVSpe21. rOkaDgI reached peak titer at 17 days after trans-
fection, compared to 8 days for rOka (Fig. 2). After the mutant
virus was passaged several times in melanoma cells, the max-
imum titer of infectious virus was recovered from cells infected
with rOkaDgI at 3 days after infection, compared with 2 days
for rOka (data not shown). Despite passage, the maximum titer
of rOkaDgI was 2.1 6 0.05 SE (standard error) infectious
foci/103cells, compared to 2.9 6 0.01 SE infectious foci/103cells
for rOka (P 5 0.0034) (data not shown). The plaque size was
distinctly smaller than for the parental virus (Fig. 3). The mean
size of plaques produced by rOkaDgI was 0.40 mm 6 0.14 SD
(standard deviation), which was significantly smaller than for
rOka (P 5 0.0001). Differences from rOka growth and plaque

phenotype were equivalent whether 60% of the N terminus of
gI or all of gI was deleted.

Two separate clones of rOkaDgI were characterized by
Southern blot analysis, confirming the loss of a KpnI restriction
site that yielded a single fragment of 6.3 kb in rOkaDgI (data
not shown). By PCR, a decrease in DNA fragment size from
3.8 kb for rOka to 2.6 kb for rOkaDgI was shown in assays
using cosmid or viral DNA as the template, and sequence
analysis of the PCR products demonstrated the expected
changes (data not shown).

Generation and replication characteristics of rOkaDgI-N, a
VZV deletion mutant lacking the N-terminal region of gI.
Initial plaque formation required 5 days longer than the con-
trol transfections done with intact pVSpe21 (Fig. 2).
rOkaDgI-N did not reach peak titer until 17 days after trans-
fection, compared to 8 days for the parental strain, rOka (Fig.
2). After the mutant virus was passaged several times in mel-
anoma cells, rOkaDgI-N had a peak titer at 3 days postinfec-
tion, compared with 2 days for rOka (data not shown).
rOkaDgI-N also had a peak titer of 2.3 6 0.1 SE infectious
foci/103cells, compared to 2.9 6 0.01 SE infectious foci/103cells
(P 5 0.03) for rOka (data not shown). In addition, the plaque
size for rOkaDgI-N was distinctly smaller than for the parental
virus (Fig. 3). The mean size of plaques produced by infection
of melanoma cells with rOka was 0.89 mm 6 0.28 SD, com-
pared to 0.44 mm 6 0.13 SD for rOkaDgI-N (P 5 0.0001).

Use two separate clones of rOkaDgI-N, Southern blot anal-
ysis of VZV DNA, PCR amplification across the mutated
region, and sequencing of the PCR products from the mutated
cosmid DNA yielded the expected changes (data not shown).

Generation and replication characteristics of rOkaDgI-C, a
VZV mutant lacking the C terminus of gI. A peptide sequence
of gI that binds to gE has been identified in the N-terminal
region of gI (34). To determine whether the presence of the N
terminus of gI was sufficient to restore the replication and
plaque size characteristics of rOka, a C-terminal deletion mu-
tant was made. The mutant rOkaDgI-C contains a deletion of
nucleotides 115124 to 115563 from VZV DNA, of which the
remaining nucleotides, 114414 to 115124, encode most of the
extracellular domain and the N-terminal sequence of gI, in-
cluding the sequence encoding the gE-binding peptide. In spite
of the presence of this domain, the phenotype of rOkaDgI-C
resembled those of the rOkaDgI and rOkaDgI-N mutants.

Infectious virus was recovered after transfection of
pVSpe21DgI-C with the intact cosmids. The initial plaque phe-
notype and the interval to plaque formation were similar to
those for rOkaDgI-N and rOkaDgI, plaque formation requiring
5 days longer than in control transfections done with intact
pVSpe21 in parallel. The peak titer of rOkaDgI-C occurred at
17 days after transfection, compared to 8 days for rOka (Fig.
2). Maximum growth of rOkaDgI-C after passage was detected
at 2 days, which was the same as for rOka and 1 day earlier
than for rOkaDgI or rOkaDgI-N (data not shown). The peak
titer of rOkaDgI-C was 2.4 6 0.01 SE infectious foci/103cells,
which was the same as for rOkaDgI-N (P 5 0.42), slightly
higher than for rOkaDgI (P 5 0.02), and lower than for rOka
(P 5 0.0001) (data not shown). The mean size of plaques
produced by rOkaDgI-C was 0.35 mm 6 0.10 SD, which was
significantly smaller than for rOka (P 5 0.0001) (Fig. 3). The
complete deletion of gI resulted in the most delayed growth
rate and the least production of infectious virus, while preser-
vation of the N terminus was associated with slightly better
replication. However, all of the gI deletion mutants had sig-
nificant reductions in infectivity and smaller plaque size in
melanoma cells compared to rOka.

Two separate clones of rOkaDgI-C were made to confirm

FIG. 2. Initial replication kinetics of gI deletion mutants and rOka derived
from cosmid transfection into melanoma cells. Virus titer was determined at days
4, 8, 12, and 17 after transfection of the VZV cosmids into melanoma cells. After
5 to 6 days, the number of plaques was counted in triplicate wells. The average
number of plaques was divided by the number of cells in the inoculum to
calculate infectious foci (i.f.) per cell.

FIG. 3. Altered plaque formation in melanoma cells infected with gI deletion
mutants. Melanoma cells infected with rOka, rOkagI@Avr#9, rOkagI
@Avr#14, rOkaDgI, rOkaDgI-N, or rOkaDgI-C) were fixed and stained with
crystal violet 5 to 6 days after inoculation. Individual plaques were measured to
calculate the mean plaque size produced by each virus.
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the association of the altered phenotype with the expected
deletions in gI. A reduction in DNA fragment size from 3.8 kb
in rOka to 3.3 kb in rOkaDgI-C was demonstrated and se-
quencing the PCR products from cosmid and viral DNA had
the expected deletion of the C terminus (data not shown).

Generation and replication characteristics of rOkagI@Avr
with insertion of the gI gene into a novel AvrII site. To show
that the altered replication characteristics of the gI deletion
mutants were caused by the absence of the ORF67 gene prod-
uct, ORF67, including regions spanning the upstream and
downstream regions, was inserted into the unique AvrII restric-
tion site in the pVSpe21DgI cosmid. The ORF67 coding se-
quence was cloned into the cosmid vector in both orientations,
and the cosmids were designated pVSpe21gI@Avr#9 and
pVSpe21gI@Avr#14 (Fig. 1).

Infectious virus was recovered by transfection of
pVSpe21gI@Avr#9 or pVSpe21gI@Avr#14 with the other
three cosmids, regardless of the orientation of gI. The initial
plaque morphology and replication kinetics were indistinguish-
able from those of rOka, with plaques forming at 5 days post-
transfection. The resulting viruses, designated rOka-gI@Avr#9
and rOka-gI@Avr#14, had peak titers at day 8 after transfec-
tion, 5.3 6 0.1 and 5.6 6 0.0 SE infectious foci/106cells, that
were equal to that for rOka, 4.9 6 0.25 SE infectious foci/
106cells (Fig. 4). In contrast, rOkaDgI showed a gradual in-
crease for 11 days after transfection and failed to reach an
equivalent peak titer. The mean size of plaque sizes produced
rOkagI@Avr#9 was 0.68 mm 6 0.24 SD, which was somewhat
smaller than for rOka (0.89 mm 6 0.28 SD) (P 5 0.003); the
plaque size of rOkagI@Avr#14 was 0.70 mm 6 0.16 SD (P 5
0.003 compared to rOka) (Fig. 3). As for rOka, the plaque size
observed with both of the gI-repaired viruses was increased
markedly compared to that observed with rOkagIDgI (P 5
0.0001 and P 5 0.0001, respectively).

The presence of the expected deletion in the original ORF67
site and the addition of ORF67 into the unique AvrII site were

confirmed by PCR. The original deletion of ORF67 was asso-
ciated with a decrease in DNA fragment size from 3.8 kb in
rOka to 2.6 kb in rOka-gI@Avr#9 and rOka-gI@Avr#14
(data not shown). PCR amplification across the unique AvrII
site demonstrated an increase in fragment size from 1.1 kb in
rOka to 2.5 kb in rOkagI@Avr#9 and rOkagI@Avr#14 re-
sulting from the insertion of ORF67 (data not shown). The
PCR products of the respective cosmid and viral DNAs were
sequenced to verify the gI deletion and insertion mutations
(data not shown).

Disruption of syncytium formation by deletion of gI.
Melanoma cells infected with rOka or the mutants rOkaDgI,
rOkaDgI-N, rOkaDgI-C, rOka-gI@Avr#9, and rOka-gI@Avr
#14 were examined by confocal microscopy to further analyze
the effects of gI deletion (Fig. 5). Syncytium characteristic of
VZV infection, with extensive formation of polykaryocytes,
were observed in cells infected with rOka or with the mutant
strains in which gI expression was restored. In these multinu-
cleated cells, the nuclei were organized in a regular pattern
encircling centralized Golgi bodies which were demonstrated
by staining with TR ceramide, a marker for Golgi localization
(Fig. 5B and C). Recombinant strains in which gI production
was intact also induced the formation of viral “highways” be-
tween cells (Fig. 5D and E) (28). In contrast, infection with all
of the gI deletion mutants demonstrated disrupted syncytia.
Cells had multiple nuclei, but their arrangement was disorga-
nized and viral highways were not detected (Fig. 5G to I).

Analysis of the effects of gI deletion on gE trafficking and
maturation. Because of the change in growth characteristics of
the gI deletion mutants, we used confocal microscopy to ex-
amine the effects of removing gI on the maturation and cellular
location of gE (Fig. 5). Melanoma cells infected with rOka
virus or the mutants rOkaDgI, rOkaDgI-N, rOkaDgI-C, rOka-
gI@Avr#9, and rOka-gI@Avr#14 were stained with the an-
ti-gE monoclonal 3G8 and TR ceramide 32 h after transfec-
tion. At this early time point, the expression of gE was
restricted to the Golgi complex in cells infected with rOka and
all of the mutants (data not shown). By 56 h after infection, gE
was present in a diffuse distribution in infected cell membranes
when intact gI was present, as shown in cells infected with
rOka, rOkagI@Avr#9, and rOkagI@Avr#14 (Fig. 5C, E, and
F). In contrast, gE expression was altered significantly when
cells were infected with each of the gI deletion mutants (Fig.
5G to I). The gE trafficked to the cell surface, but its distribu-
tion in the absence of gI was in a localized, punctate pattern.
No synthesis of gI was detected in cells infected with rOkaDgI
(data not shown) or rOkaDgI-N (Fig. 5J), but specific binding
of the anti-gI monoclonal 6B5 was observed after infection
with rOkaDgI-C (Fig. 5K). Nevertheless, the abnormal pattern
of gE localization persisted despite the expression of the trun-
cated form of gI, which contained a peptide sequence in the
extracellular domain that is known to bind gE (34). The ex-
pression of gI was diffuse in cells infected with rOka, whereas
the truncated form of gI was detected in the same localized,
punctate pattern as observed for gE (Fig. 5K and L).

Initial experiments using fluorescence-activated cell sorting
analysis and immunohistochemistry to examine infected cells
labeled with a monoclonal antibody to gE, B5, showed specific
binding to gE made by rOka but no staining of gE in cells
infected with the gI deletion mutants (data not shown). How-
ever, gE was detectable in cells infected with the gI deletion
mutants when a different monoclonal antibody, 3G8, was used.
These experiments suggested a change in gE conformation
causing a loss of the B5 binding epitope. Further evidence of
changes in the characteristics of gE made in cells infected with
the gI deletion mutants was observed by Western blot analysis

FIG. 4. Initial replication kinetics of gI deletion mutants with restored ex-
pression of gI. Infectious virus titers were determined at days 4, 8, and 11 after
transfection of the VZV cosmids into melanoma cells. After 5 days, the number
of plaques was counted in triplicate wells. The average number of plaques was
divided by the number of cells in the inoculum to calculate the number of
infectious foci (i.f.) per cell.
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(Fig. 6). The mature form of gE, 98 kDa, was found in cells
infected with rOka or with the gI mutants and stained with the
polyclonal rabbit antiserum directed against gE. The undergly-
cosylated 73-kDa form was detected in cells infected with rOka
and the repaired mutants (Fig. 6A, lanes 2 to 4) but was not
detected in the cells infected with gI mutant viruses in assays
using this antibody (Fig. 6A, lanes 5 and 6). However, the
underglycosylated form was detected in cells infected with gI
mutant viruses when monoclonal antibody 3B3, which is also
specific for gE, was used (Fig. 6B). These differences in anti-
body binding patterns suggested a change in conformation of
the immature form of gE, with a loss of the polyclonal rabbit

antiserum binding epitopes. Figure 6B also indicates that the
level of gE expression is consistent among the various VZV
strains tested.

DISCUSSION

Our experiments using VZV cosmids demonstrated that gI
was dispensable whereas gE appeared to be necessary for viral
replication. Although infectivity was preserved, the deletion or
mutation of gI inhibited the formation of syncytia which is a
hallmark of VZV infection in tissue culture cells. VZV recom-
binants with complete or partial deletions of gI also consis-
tently exhibited delayed replication kinetics and lower yields of
infectious virus. The characteristic plaque morphology and
replication pattern were restored by the insertion of the gI
gene, ORF67, into a nonnative site, indicating that the changes
were due to gI mutations rather than to disruption of promoter
sequences or other regulatory regions affecting adjacent genes
in the US segment or to random mutations elsewhere in the
genome. The recovery of infectivity that occurred when
ORF67 was cloned into the unique AvrII site between ORF65
and ORF66 also demonstrated that this site can be used to
confirm the specificity of effects associated with other VZV
genetic mutations and to evaluate the potential of VZV as a
vector for the expression of foreign DNA sequences.

The consequences of VZV gI deletion or mutation on viral
replication were similar to those described after disruptions of
homologous genes in other alphaherpesviruses (7, 23, 37, 38,
52, 53). The plaque size of HSV-1 mutants that lacked gI
expression was significantly smaller in fibroblasts or epithelial
cells, whereas plaque size was almost equivalent to that of the
parent strain in Vero cells, suggesting that gI is important for
efficient cell-to-cell spread of HSV-1 in cell types that form
tight junctions in vitro (17). The small plaque phenotype of the
VZV gI deletion mutants provided further evidence that gI
gene products contribute to fusion between cells infected with
alphaherpesviruses and adjacent, uninfected cells. In the case
of VZV, interference with mechanisms of cell-to-cell spread
can also be expected to have the direct effect on infectious
virus production that we observed because VZV is not released
from infected cells in vitro.

The abnormal membrane fusion that occurred in cells in-
fected with the VZV gI mutants could reflect loss of a function
that is mediated by gI only, by gE-gI complexes, or by gE only.
Like the homologous proteins of HSV-1 and other herpesvi-
ruses, VZV gI and gE oligomerize to form a noncovalently
linked complex in infected or transfected cells (55). Using a
baculovirus system, Kimura et al. showed that the gI and gE
subunits were present in a 1:1 ratio and that the mature amino
terminus of gI was required for heterodimer formation (34). If
enhancement of fusion involves the presence of gE-gI com-
plexes in the cell membrane, this function would have been
eliminated in cells infected with rOkaDgI and rOkaDgI-N. By
this hypothesis, the failure to restore normal VZV plaque

FIG. 6. Western blot analysis of gE expression in gI deletion mutants. In-
fected cell lysates were boiled in sample buffer, run on a 10% polyacrylamide gel,
and transferred to a nitrocellulose membrane. Polyclonal rabbit antiserum anti-
Vac-gE (A) or monoclonal antibody 3B3 (B) against gE were used as probes and
detected with a biotinylated secondary antibody labeled with horseradish perox-
idase. (A) Underglycosylated forms of gE (arrow) are detected at 73 kDa in the
extracts from cells infected with rOka (lane 2) and gI deletion mutants with gI
expression restored, rOkagI@Avr#9 (lane 3) and rOkagI@Avr#14 (lane 4).
The 73-kDa form is not detected in uninfected melanoma cells (lane 1) or cells
infected with gI deletion mutants rOkaDgI-N (lane 5), rOkaDgI (lane 6), and
rOkaDgI-C (lane 7). (B) Underglycosylated forms are detected with monoclonal
antibody to gE in cells infected with rOka (lane 2), rOkagI@Avr#9 (lane 3),
rOkagI@Avr#14 (lane 4), rOkaDgI-C (lane 5), rOkaDgI (lane 6), and
rOkaDgI-N (lane 7). Underglycosylated forms were not detected in uninfected
melanoma cells (lane 1).

FIG. 5. Altered syncytium formation and cell surface localization of gE and gI cells infected with gI deletion mutants. Confocal microscopy was performed on
permeabilized melanoma cells infected with rOka, gI deletion mutants, and mutants with restored gI expression. All cells were incubated with Golgi-specific BODIPY
TR ceramide (red) and labeled with monoclonal antibody 3G8 (green) against gE (A and C to I) or monoclonal antibody 6B5 (green) against gI (J to L). Panel A shows
uninfected melanoma cells, and panel B shows rOka-infected melanoma cells with fluorescein isothiocyanate-labeled secondary antibody and no primary antibody as
a negative control; nuclei surrounding a centralized Golgi complex in a circular shape can be seen. Melanoma cells infected with rOka (C) or the gI-repaired virus
rOkagI@Avr#14 (F) show diffuse staining with gE monoclonal antibody on the surface of the infected polykaryocyte. Viral highways, designated by arrows, are evident
in cells infected with rOka (D) or the gI-repaired virus rOkagI@Avr#9 (E). The gI deletion mutants show a localized punctate staining of gE on the surface of cells
infected with rOkaDgI (G), rOkaDgI-C (H), and rOkaDgI-N (I) and a disorganized pattern of nuclei within polykaryocytes. gI is not detected in cells infected with
rOkaDgI-N (J) but is present in a localized distribution on the surface of rOkaDgI-C infected cells (K). gI expression is diffuse on the surface of rOka-infected cells
(L). Cells were examined with a Molecular Dynamics MultiProbe 2010 laser scanning confocal microscope (A to I) or an Applied Precision Delta Vision deconvolution
microscope (J to L).
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morphology by expression of the N terminus of gI in
rOkaDgI-C suggests that other regions of gI are also required
for gE-gI binding. Alternatively, since oligomerization is con-
centration dependent, this change could reflect decreased het-
erodimer formation resulting from reduced synthesis of trun-
cated gI (19). Conformational changes in truncated gI may also
have prevented its proper interaction with gE even if sufficient
concentrations of gI were made, because correct folding of the
protein components must precede oligomerization in order for
the subunits to associate. It is important to emphasize that
taken together, the titer and plaque size experiments (Fig. 2
and 3) indicate that the absence of intact gI leads to a delay in
growth kinetics which also manifests itself in a plaque mor-
phology that remains restricted in size over time compared to
wild-type VZV or the revertant VZV.

The disruption of syncytia in cells infected with rOkaDgI,
rOkaDgI-N, and rOkaDgI-C is consistent with the possibility
that gE alone, rather than the presence of gE-gI complexes at
the cell surface, facilitates membrane fusion and cell-to-cell
spread of VZV. In this case, the effects that we observed may
be due to changes in gE conformation and trafficking that
occur in the absence of a gI chaperone function. A require-
ment for gI to achieve maturation or transport of gE has been
observed in other alphaherpesviruses. For example, only im-
mature forms of gE were made by feline herpesvirus and BHV
mutants that lacked gI (41, 53). In feline herpesvirus, gE was
retained in the ER without gE-gI complex formation, and gI
was required for efficient movement of gE to the cell surface in
PRV-infected cells (41, 52). The trafficking of VZV gE to the
cell membrane was expected despite deletion of gI from the
virus because surface localization has been observed after ex-
pression of gE from plasmid constructs (36, 55, 56). Zhu et al.
showed that VZV gE has a targeting sequence for the trans-
Golgi network which was sufficient for independent transport
of the protein (57). Although we have no evidence of a direct
role for gE in mediating membrane fusion, our experiments
demonstrate that gE plays an important role in virus spread, as
has been shown for other herpesvirus gE proteins. Our sug-
gestion that gE contributes to membrane fusion is based on the
fact that VZV is a highly cell associated virus and syncytium
formation, caused by fusion of infected cell membranes with
neighboring cells, is particularly prominent in the cell-to-cell
spread of this virus. VZV is probably more dependent on this
mechanism of cell-to-cell spread than HSV, which in contrast
releases virus into the intercellular spaces and infects adjacent
cells.

In our experiments, VZV gE was not retained in the ER or
Golgi complex in cells infected with rOkaDgI, rOkaDgI-N, or
rOkaDgI-C, but confocal microscopy revealed that cell surface
expression of gE was changed to a clumped, punctate pattern
which differed dramatically from the diffuse distribution of gE
seen in cells infected with intact rOka or the gI-repaired re-
combinants. The synthesis of VZV gE in rOkaDgI, or when
only truncated gI was made in rOkaDgI-C, was associated with
a conformational change in the underglycosylated form, as
shown by the loss of an antibody-binding epitope. These results
indicated that some posttranslational modifications of gE re-
quired the presence of intact gI within virus-infected cells.
Transfection experiments have shown that although VZV gE
can be processed in the ER and Golgi complex when expressed
independently of gI, the forms of gE differ from those detected
when gE was coexpressed with gI (54, 55). Alterations in VZV
gE folding when it is made in the absence of gI may diminish
its capacity to enhance membrane fusion at the cell surface
during virus replication. The patched localization of gE on the
membrane of cells infected with the gI deletion mutants fur-

ther suggested that the process of gE endocytosis and recycling
may be disrupted in the absence of gI (45). Under normal
conditions, the VZV glycoprotein gH requires complexing with
gL for transport to the cell surface. However, gE has been
reported to compensate for the absence of the gL chaperone,
with gH being detected on the cell surface in a patched pattern
(21). Confocal experiments were performed with cells infected
with the gI deletion mutants to determine whether gE might
interact with gH in the absence of gI, but no colocalization of
gE with gH was detected (data not shown).

In addition to incorporating into gE-gI heterodimers, the
underglycosylated form of VZV gE forms dimers of 130 kDa
that appear diffusely on the surfaces of infected or transfected
cells (46). Olson et al. have suggested that dimerization may
occur in the ER soon after gE synthesis or within the cell
membrane after underglycosylated forms of gE are chaper-
oned by gI to the surface and that dimerization may be a
necessary condition for a cell surface receptor function (46).
The change that we observed in the conformation of the un-
derglycosylated, monomeric form of gE made by rOkaDgI,
rOkaDgI-N, and rOkaDgI-C may have interfered with its
dimerization. If enhanced fusion is mediated by gE dimers, the
absence of intact gI could decrease syncytium formation indi-
rectly by effects on gE dimerization. The mature form of VZV
gE is a phosphorylated protein, modified posttranslationally by
serine/threonine casein kinase II (46). Phosphorylation may
play a role in the intracellular sorting of glycoproteins as they
exit the trans-Golgi. In transfection experiments, C-terminal
deletions of gI markedly reduced phosphorylation, and phos-
phorylation-deficient gE was processed faster than wild-type
gE (46, 54, 56). It has been suggested that the phosphorylation
and dephosphorylation of gE in HSV-1 as well as VZV affect
trafficking events involved in cell-to-cell spread and viral egress
(17, 28). An effect on phosphorylation could explain the fact
that deletion of the C-terminal sequences of gI was associated
with an altered pattern of VZV replication in tissue culture
cells, despite preservation of the gE-gI binding site in the
N-terminal segment. VZV gE may require intact gI to act as a
cofactor for phosphorylation as well as to facilitate the correct
folding of gE.

The failure of the VZV gI deletion mutants to form normal
polykaryocytes or to create the viral highways that extend from
cells infected with wild-type VZV, as described by Harson and
Grose (28), was evident by confocal microscopy. Deletion or
truncation of gI changed how VZV replication within the cell
remodels cellular membranes to enhance transmission. Never-
theless, some cell fusion leading to polykaryocyte formation
occurred despite gI mutation. Herpesviruses appear to have an
inherent redundancy in proteins that can mediate this essential
function or in proteins that can participate in the required
complexes. The persistence of membrane fusion in cells in-
fected with gI deletion mutants was probably mediated by
VZV gH, which continued to traffic to the cell surface. The
gH-gL complex has been shown to mediate extensive cell mem-
brane fusion in transfection experiments when no other VZV
glycoproteins were expressed (21). Duus and Grose found that
gE facilitated the cell surface expression of gH in the absence
of its usual partner, gL, but the gE-gH interaction led to a
distinctive patching of protein expression (21). We considered
that gH might have substituted for gI in gE binding and trans-
port in the gI mutants, particularly because of the punctate
pattern of gE staining, but colocalization of gE and gH was not
detected. In addition to diminished syncytium formation, the
polykaryocytes generated without intact gI exhibited a very
disorganized arrangement of nuclei. The appearance of these
multinucleated cells contrasted markedly with the symmetric
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band of nuclei encircling a centralized Golgi complex that was
observed in cells infected with intact or gI-repaired VZV re-
combinants. How gI or the gE-gI complex is involved in cre-
ating this intracellular event, as well as how it contributes to
efficient replication of the virus, warrants further investigation.
Experiments are also in progress to address whether the trun-
cated gI, expressed in rOkaDgI-C, can interact directly with gE
and the effect of gI deletion on the phosphorylation pattern of
gE.

Since gI was dispensable for infectivity, the consistent failure
to generate mutant virus from cosmids when the ORF68 was
also removed suggested that gE was necessary for VZV repli-
cation. The gE homolog is dispensable for replication of other
alphaherpesviruses in tissue culture (7, 23, 32, 37, 38, 52, 53).
However, VZV gE is the most abundant glycoprotein in the
virion envelope and in infected cells (14, 25). Recent observa-
tions demonstrate that gE has targeting sequences for the
trans-Golgi network within the cytoplasmic domain which may
have a critical role in the virion envelopment process (1, 57).
Since VZV is the only alphaherpesvirus that lacks a gene
encoding gD in the US region, VZV gE may mediate necessary
functions that are usually associated with gD, which is indis-
pensable in most alphaherpesviruses. Amino acid sequence
comparisons have suggested a distant relationship between gE
and gD and other glycoproteins in the US region, implying that
duplication and divergence of glycoprotein genes in the US
may have occurred during the evolution of the alphaherpesvi-
ruses (39). gD may have acquired functions that are carried out
by gE in VZV. The possibility that gE and gD have duplicated
functions is supported by the observation that the loss of gD
from PRV was compensated for by repeated passage of a gD
deletion mutant and that Marek’s disease virus replicates in
tissue culture even though its gD homolog is not expressed (47,
49).

The newly licensed varicella vaccine is derived from the Oka
strain, from which the VZV cosmids used in our experiments
were generated. Although clinical studies document its safety
and efficacy as a live attenuated vaccine, the Oka strain retains
the capacity to establish latency and to reactivate from dorsal
root ganglia (3). In vivo, intact gI expression was required for
the efficient spread of HSV-1 between neurons and for the
neurotropism of PRV (17, 22). The deletion of the gI homolog,
designated gp63, from PRV, as well as the gE homolog, inter-
fered with its infectivity for specific classes of neurons in the rat
retina (8, 52). An evaluation of the effect of VZV gI deletion
on neurovirulence, using the rat model of VZV neurotropism,
is in progress (16). If VZV gI contributes to infection of dorsal
root ganglion cells, the vaccine strain might be further atten-
uated for neurovirulence by deleting gI.
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