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ABSTRACT Cytomegalovirus is a widespread opportunis-
tic pathogen affecting immunocompromised individuals in
whom neutrophils may mediate virus dissemination and con-
tribute to progression of disease. Recent sequence analysis
suggests that genes absent or altered in attenuated strains may
influence pathogenesis. We have found two genes, UL146 and
UL147, whose products have sequence similarity to a (CXC)
chemokines. UL146 encodes a protein, designated vCXC-1, that
is a 117-aa glycoprotein secreted into the culture medium as a
late gene product, where its presence correlates with the ability
to attract human neutrophils. Recombinant vCXC-1 is a fully
functional chemokine, inducing calcium mobilization, chemo-
taxis, and degranulation of neutrophils. High-affinity vCXC-1
binding is shown to be mediated via CXCR2, but not CXCR1.
vCXC-1 exhibits a potency approaching that of human IL-8. As
the first example of a virus-encoded a chemokine, vCXC-1 may
ensure the active recruitment of neutrophils during cytomega-
lovirus infection, thereby providing for efficient dissemination
during acute infection and accounting for the prominence of this
leukocyte subset in cytomegalovirus disease.

Cytomegalovirus (CMV) is an important human pathogen that
interacts with different leukocyte subsets during infection (1–9).
Little is known, however, about virulence determinants that
enable this virus to serve as a primary pathogen causing congen-
ital disease or as an opportunist causing disease in immunocom-
promised individuals (reviewed in ref. 10). Virus infection and
disease are controlled by leukocytes as mediators of innate and
adaptive immunity (11), but, paradoxically, leukocytes them-
selves may also serve as vehicles of viral dissemination (4, 12, 13).
After resolution of acute infection, CMV establishes lifelong
latency, remaining resident in leukocyte progenitors (6, 14) with
virus recoverable from cultured peripheral blood (PB) mono-
cytes after stimulation in culture (9).

Acute human CMV infection is associated with neutrophils in
several important and well documented ways. Virus is carried in
up to 0.1% of PB neutrophils (PBN) during infection of immu-
nocompromised individuals (2, 15–20), and neutrophil-
containing infiltrates are a characteristic of CMV diseases such as
retinitis (21, 22), pneumonitis (23), and central nervous system
complications (24) affecting AIDS patients. Although the inter-
action of CMV with neutrophils does not result in productive
infection (16, 25, 26), recent cell culture experiments suggest that
neutrophils may contribute directly to inflammation and to
hematogenous dissemination in immunocompromised hosts (12,
13). This recognition raised our interest in virus-encoded func-
tions that modulate neutrophil behavior.

CMV is species-specific and encodes more than 200 genes (27).
The viral genome contains homologs of cellular genes that may
modulate the host immune response, including US28, a b (CC)
chemokine receptor (28), and an MHC class I homolog (29, 30).

The virus also encodes functions that down-modulate host cell
MHC class I antigen presentation and help evade cytotoxic T
lymphocyte immunity (31, 32). Comparative studies in humans
(33, 34) and severe combined immunodeficient mice implanted
with human fetal thymus tissue (35) have shown that virulence
characteristics of clinical isolates are lost upon laboratory pas-
sage. While analyzing sequence differences between lab strains
and the virulent Toledo strain (33, 34), a 15-kb pair region with
19 additional ORFs, denoted UL133–UL151, was identified in
clinical strains (36). Two of these genes, UL146 and UL147,
exhibit size and limited sequence similarity to a (CXC) chemo-
kines, suggesting that they influence the behavior of neutrophils
during infection.

Chemokines are small, chemoattractant cytokines that serve to
coordinate trafficking of PB leukocytes by stimulating adhesion,
chemotaxis, extravasation, and other immune effector functions
via G protein-coupled receptors (37, 38). Most known chemo-
kines are categorized as either a (CXC) or b (CC) based on the
spacing of cysteines near the N terminus that dictates the spec-
trum of biological activities. In addition a chemokines generally
exert their influence on neutrophils whereas b chemokines affect
other cells including monocytes, eosinophils, and basophils. Two
functional b chemokine homologs are encoded by Kaposi’s
sarcoma herpesvirus, vMIP-I and vMIP-II (39, 40), and one is
encoded by the poxvirus molluscum contagiosum, the MC148
gene product (41, 42). Sequence predictions suggest a b chemo-
kine may be encoded by murine CMV (43). vMIP-II and MC148
proteins bind chemokine receptors and can function as antago-
nists of normal PB leukocyte response to host chemokines (39, 41,
42). An N-terminally processed form of vMIP-II has been re-
ported to have direct stimulatory activity (40). In addition to
modulating local inflammatory responses and antiviral immunity
(8, 44), stimulatory chemokines may impact on leukocyte recruit-
ment to sites of viral infection. Here we have completed a detailed
analysis of the first viral chemokine in the a class, vCXC-1,
demonstrating expression and function, that strongly implicates
this chemokine as a determinant of host neutrophil behavior in
response to CMV infection.

MATERIALS AND METHODS

Viruses, Cells, and Recombinant Protein. Low-passage (,15
passages) human embryonic lung fibroblasts (HEL) were cul-
tured in DMEM (JRH Biosciences, Lenexa, KS) supplemented
with 10% FBS (HyClone) (45). CMV strain Toledo (passage 8)
(34, 35) and other viruses were prepared as described previously
(45). The Y18 and T23 forms of recombinant vCXC-1 were
custom-synthesized by R&D Systems as E. coli-derived recom-
binant proteins of .98% purity.
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DNA Cloning. Toledo cosmids were derived according to
published techniques (46). The termini of cosmid Tol122, derived
from the internal junction region of a Toledo genome with an
inverted S component, correspond to Toledo nucleotide 2,804
(accession no. U33331) and AD169 nucleotide 206,850 (accession
no. 17403). Tol122DSca (Toledo nucleotides 2804–15706) was
derived from Tol122 by ScaI digestion and ligation to ScaIyPacI
adapters (TAAGCGAGT; ACTCGCTTAAT). Tol122DEco
was derived from Tol122 by partial EcoRI digestion and ligation
to EcoRIyPacI adapters (AAACGCCCGGGCGG; TTTGCG-
GGCCCGCCTTAA). Tol122D138–148 deleted Tol122DSca
from the NsiI site (nucleotide 10,836) to the BamHI site at 3,274.
Tol122D146–148 deleted Tol122DSca from the NsiI site (nucle-
otide 10,836) to the BamHI site at 9,328 (Fig. 1A). pMP109 was
generated by ligating the 4,040-bp ApaI fragment (Toledo nu-
cleotides 9,603–13,644) from Tol122DSca into ApaI-digested
pGEM7 (Promega). pMP109DHpaI was derived by ligation of a
double-stranded oligonucleotide (GACTACAAGGACGACG-
ACGACAAG; CTTGTCGTCGTCGTCCTTGTAGTC) en-
coding the FLAG epitope (47), into HpaI-digested pMP109.
Tol146DHpaI was constructed by ligation of the 4,064- and
13,043-bp ApaI fragments from pMP109DHpaI and
Tol122DScaI, respectively.

Construction of Recombinant Viruses. A set of nine overlap-
ping cosmids representing the entire Toledo viral genome was
transfected into HEL (46). Tol146DHpaI was combined with
eight other cosmids to generate Tol146FLAG. Tol146FLAG
recombinant viruses from two separate transfection pools were
analyzed and evaluated by DNA blot hybridization. Tol122D138–
148 and Tol122D146–148 were used to generate recombinant
viruses TolD138–148 and TolD146–148, respectively. TolD138–
148 is deleted from the C terminus of UL138 (amino acid 153)
through the N terminus of UL148 (amino acids 64), and
TolD146–148 is deleted from 119 nucleotides upstream of UL146
through the N terminus of UL148 (amino acid 64). These viruses
were plaque-purified three times before production of working
stocks. Tol122DSca was used to generate a cosmid-derived To-
ledo virus, which was used as a control. For DNA blot analysis,
probe DNA was labeled with fluoresceinated uracil according to
the manufacturer’s instructions (Tropix, Bedford, MA), hybrid-
ized to the immobilized DNA as described previously (45), and
developed by using enhanced chemiluminescence (ECL; Amer-
sham).

Protein Preparations and Detection. HEL were infected at a
multiplicity of infection (moi) of 3.0. At various times cells were
lysed in lysis buffer [0.5% Triton X-100 (Baker)y50 mM TriszCl,
pH 7.4y150 mM NaClyprotease inhibitors (Boehringer Mann-
heim)] on ice for 10 min. Antibodies were detected by using the
ECL system (Amersham). FLAG-tagged vCXC-1 was immuno-
precipitated from cleared supernatants by using Sepharose-
bound anti-FLAG M2 Ab (Kodak) according to the manufac-
turer’s instructions. Peptide N-glycosidase F (PNGase F) treat-
ment was done according to the manufacturer’s instructions
(NEB, Beverly, MA). Virions from infected cell supernatants
were purified over three, consecutive, 20–70% sucrose gradients
by standard techniques (48). For immunofluorescence, HEL on
glass coverslips were infected at an moi of 3.0 or mock-infected,
fixed, and stained by using published methods (49) and examined
on a confocal microscope (Molecular Dynamics).

Neutrophil Chemotaxis Assays. To assay vCXC-1, HEL were
infected at an moi of 3 and incubated in DMEM 1 2% dialyzed
FBS, and supernatants were cleared of virions and cell debris by
centrifugation at 12,000 3 g for 30 min. Chemotaxis assays were
performed in 24-well chemotaxis chambers (Costar). Migration
of neutrophils through a 3-mm polycarbonate filter was measured
by determination of b-glucuronidase activity in the lower cham-
ber (50). For the recombinant protein, neutrophil chemotaxis
assays were performed in a 96-well format. Migrated cells were
stained on the filter using Leukostat (Fisher) and read at OD 540
nm on a plate reader (Bio-Rad) (51). Assays were performed in

triplicate on human PBN, isolated as described (52), from 14
different donors.

Binding Analyses. Fresh PBN or NSO cell transfectants car-
rying CXCR1 or CXCR2 (38) were incubated at room temper-
ature with 0.1 nM (125I) IL-8 (Amersham Pharmacia) and various
unlabeled chemokines (R & D Systems) in 25 mM Hepesy140
mM NaCly1 mM CaCl2y5 mM MgCl2y0.2% BSA, pH 7.1. Cells
were aspirated onto polyethyleneimine-treated GFyC glass filters
(Packard) by using a cell harvester (Packard) and washed twice
with 25 mM Hepesy500 mM NaCly1 mM CaCl2y5 mM MgCl2,
pH 7.1. Scintillant was added to dried filters, and cpm was
measured on a Packard Topcount Scintillation counter.

Cytoplasmic Calcium Mobilization. Calcium mobilization was
measured by using a Photon Technology International spec-
trofluorometer (Photon Technology International, Princeton)
with excitation at 350 nm and dual-emission recording at 400 and
490 nm. Relative intracellular calcium levels were expressed as
the ratio of emission at 400 nm to the emission at 490 nm. Fresh
PBN were loaded with 3 mM INDO-1AM (Molecular Probes) for
60 min at 37°C, and then chemokines were added with constant
mixing in cuvettes containing 106 cells in 2 ml of Hanks’ balanced
salt solution with 25 mM Hepesy1.6 mM CaCl2y5 mM MgCl2. To
determine the chemokine concentration giving rise to a half-
maximal excitation response (EC50), the maximal amplitudes of
the responses (400:490 ratio) were plotted against chemokine
concentrations and analyzed by using IGOR PRO software (Wave-
Metrics, Lake Oswego, OR). As a measure of receptor usage and
signaling efficacy, neutrophils were stimulated sequentially with
100 nM chemokines, a concentration typically two orders of
magnitude above the EC50 value.

RESULTS

The UL146 Gene Product, vCXC-1, Is Secreted Late During
Infection. Sequence analysis of the nonattenuated CMV strain,
Toledo, revealed that UL146 and UL147, which we have desig-
nated vCXC-1 and vCXC-2, respectively, had sequence motifs
reminiscent of the prototype a chemokine, IL-8. These features
include putative signal peptides, cysteine spacing, size, and, in the
case of vCXC-1, an ELRCXC motif, known to be important in
receptor binding and activation of neutrophils (53) (Fig. 1C). A
positional homolog, UL152, is found in the attenuated Towne
strain (36) that we now believe is derived from UL146 (Fig. 1C).

We prepared recombinant viruses from strain Toledo cosmids
(46) to disrupt expression of gene blocks UL138–UL148
(TolD138–148) or UL146–UL148 (TolD146–148). We also in-
troduced an in-frame FLAG epitope between amino acid resi-
dues 97 and 98 of vCXC-1 (Fig. 1B), creating a recombinant virus
(Tol146FLAG) predicted to encode a modified vCXC-1 that
would retain native cellular localization patterns. Two indepen-
dent isolates of Tol146FLAG were generated and behaved sim-
ilarly in all experiments. All mutants replicated as well as parental
Toledo strain in HEL, confirming the disrupted genes were
dispensable for replication in vitro. All were subjected to restric-
tion digest pattern and hybridization analyses, suggesting they
lacked adventitious mutations (not shown).

To evaluate localization and kinetics of expression of vCXC-1,
Tol146FLAG-infected HEL lysates were prepared at 24, 48, 72,
and 96 hr postinfection (hpi), separated by SDSyPAGE, and
immunoblotted with a FLAG-specific Ab. A protein with an
apparent molecular weight (MW) of 22,000 was detected at 72
and 96 hpi in Tol146FLAG-infected cells, but not in strain Toledo
or mock-infected cells. Tagged vCXC-1 is expressed with late (g2)
kinetics, because treatment of the cells with phosphonoformic
acid inhibited its expression (Fig. 2A).

We next evaluated whether vCXC-1 was glycosylated and
secreted in a manner similar to chemokines. PNGase F-treated
Tol146FLAG-infected cell lysates (96 hpi) contained a species
with an apparent MW of 14,000 (Fig. 2B). Two distinct, modified
PNGase F-sensitive forms were present in cell lysates (Fig. 2C).
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Partial PNGase F digestion suggested that at least two of three
predicted glycosylation sites were employed during protein mat-
uration (data not shown). The extracellular form of FLAG-
tagged vCXC-1 present in medium remained PNGase F-sensitive
(Fig. 2C) but migrated with a size (25,000–27,000 MW) that
suggested modification with additional carbohydrate residues
during secretion (Fig. 2C). Importantly, and consistent with it
being a secreted protein, FLAG-tagged vCXC-1 localized to
infected cell cytoplasm (Fig. 2D) and was not detected in virion-
enriched preparations (Fig. 2B).

vCXC-1 Is a Potent a Chemokine. We next examined the
ability of virus-encoded vCXC-1 to stimulate chemotaxis. Clar-
ified supernatants from infected cells were separated from freshly
prepared PBN by a 3-mm membrane, and their migration was
measured (50). Medium collected at 96 hpi from Toledo-infected
cells was twice as potent at attracting neutrophils as medium from
cells infected with any of the three mutants, TolD138–148,
TolD146–148, and Tol146FLAG (Fig. 3A). This suggests that
disruption of vCXC-1, including a 9-aa insertion between residues
97 and 98, was sufficient to disrupt neutrophil attraction, although
not to the level exhibited by mock-infected cell medium, suggest-
ing CMV-induced cellular or other CMV-encoded chemokines
also contribute to migration (54). Toledo-infected cell medium
exhibited potency 4-fold higher than mock-infected cell medium,
equivalent to a maximum effective dose of IL-8 added to this
medium.

To determine directly the chemokine activity of vCXC-1, we
obtained two forms of recombinant vCXC-1 based on predicted
signal peptide cleavage sites, encoding either a 100-aa protein
from tyrosine 18 (Y18) or a 95-aa protein from threonine 23
(T23) (Fig. 1C). These were compared with known a chemokines

in chemotaxis assays. One of the recombinant forms of vCXC-1,
T23, induced potent PBN chemotaxis with activity and dose
response virtually indistinguishable from that of IL-8 and gro a
(Fig. 3B). Glycosylation, therefore, was not necessary for activity.

To assess further the functional differences, cytoplasmic cal-
cium-mobilization experiments were carried out on human PBN
to measure vCXC-1 Y18- or T23-induced intracellular signaling.
The T23 form mobilized cytoplasmic calcium with a dose re-
sponse similar to that of human IL-8, significantly greater than
was achieved with the Y18 form (Fig. 4B). The EC50 differed by
approximately 50-fold between the T23 and Y18 forms (not
shown). Additional analyses showed vCXC-1 and IL-8 signaling
in PBN was coupled to a pertussis toxin-sensitive pathway (not
shown), suggesting a common mechanism of signal transduction.
T23 (but not Y18) also induced neutrophil degranulation, being
nearly equipotent with IL-8 at inducing myeloperoxidase release
from cytochalasin B-treated PBN (not shown). Taken together,
the signaling, degranulation, and migration data revealed that the
T23 form of vCXC-1 exhibited robust chemokine activity, acting
as a potent IL-8 mimetic on primary human cells.

vCXC-1 Desensitizes Signaling to Human a Chemokines. To
assess the relative potency of vCXC-1, a series of heterologous
desensitization experiments was performed on PBN. Fig. 4A
shows representative assays. vCXC-1 T23 induced robust calcium
mobilization and, with two exceptions, left cells desensitized to
other human ELRCXC chemokines tested (NAP-2, gro a, gro b,
gro g, and ENA-78; Fig. 4A and data not shown). IL-8 and, to a
lesser extent, GCP-2 were able to induce a second calcium
mobilization after exposure to vCXC-1 (Fig. 4A Left). When
ELRCXC chemokines were added to PBN in advance of
vCXC-1, only IL-8 completely blocked the ability of vCXC-1 to

FIG. 1. Schematic representation of strain Toledo and Toledo-derived mutant virus genomes. (A, upper line) CMV strain Toledo genome
structure with the invertable L and S genome segments indicated by arrows and inverted repeats (ab-b9a9c9-ca) indicated by boxes. Expanded region
is the ULb9 region, with ORFs depicted as arrows. (B) Structures of the recombinant viruses. Nucleotide numbers correspond to Toledo sequences
(accession no. U33331). (C) Sequence comparison between UL146 (Toledo), UL146 (Towne), UL147, and human IL-8. Identities are boxed, and
the two most likely signal peptide cleavage sites predicted by computer algorithm are marked (Y18 and T23). The cleavage site of mature IL-8 and
FLAG insertion site in UL146 (Toledo) also are indicated.
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induce calcium mobilization. These data show that vCXC-1 is a
potent chemokine agonist of neutrophil signaling.

Recombinant vCXC-1 Binds CXCR2. The above data suggest
that vCXC-1 binds to endogenous chemokine receptors that
normally bind human a chemokines. Therefore, we determined
whether vCXC-1 exhibited the ability to bind to CXCR1 (pre-
dominantly an IL-8 receptor), CXCR2 (a receptor for all EL-
RCXC chemokines), or both. A series of equilibrium-binding
studies was performed examining the ability of vCXC-1 to
compete with (125I) IL-8 by using PBN as well as cells stably
expressing transfected CXCR1 or CXCR2. On PBN, the T23
form of vCXC-1, competed for IL-8 binding nearly as well as
unlabeled IL-8. The Y18 form was much less able to compete, and
the human chemokine gro a exhibited an intermediate profile
(Fig. 5A). In transfectant cell lines expressing individual a che-
mokine receptors, vCXC-1 bound CXCR2 with no indication of
binding to CXCR1 (Fig. 5 B and C). Fig. 5D shows competitive
binding constants (Ki) for each interaction as derived from
Scatchard plot analysis of the data. We do not yet know whether
the differences in apparent Ki that we observed in PBN and
CXCR2 transfectants (0.2 nM vs. 3.0 nM) represent differences
in cellular environment of receptors or suggest that other recep-
tors are involved in vCXC-1 binding. Analysis of binding com-
petition on cell lines expressing single chemokine receptors
(CCR1–CCR8, CXCR1–CXCR4, CX3R1, and US28) showed
that vCXC-1 bound only CXCR2 (data not shown). The binding
data, therefore, showed that vCXC-1 binds with high affinity to

PBN, likely via CXCR2, and is able to compete efficiently with
human IL-8.

DISCUSSION

Herpesviruses and poxviruses express an array of functions that
influence the host immune response, many of which appear to
have been transduced from the host genome. The viral b (CC)
chemokine homologs (vMIP-1, vMIP-II, and MC148) generally
have antagonist properties in contrast to their cellular counter-
parts (39–42). CMV vCXC-1, the first a (CXC) chemokine to be
found in a virus, binds with high affinity to the CXCR2 receptor
and, despite its extensive sequence divergence, has retained an
agonist profile with potency similar to IL-8. Our studies with
FLAG-tagged vCXC-1 suggest that C-terminal conformation
may be important for neutrophil attraction. The activity of
vCXC-1 documents the importance to this virus of controlling
host neutrophil behavior.

Although attraction of host neutrophils seems counterproduc-
tive for a virus, vCXC-1 may afford CMV a selective advantage
as an IL-8 mimetic. At least two types of benefits can be
envisaged. The first would be evasion of the host’s immune
response via vCXC-1 disruption of normal cell migration patterns
or by preferentially attracting leukocytes that cannot efficiently
clear virus. Either of these would allow virus to escape immune
clearance and achieve more successful infection. The second
would focus on recruitment of leukocyte subsets that selectively
migrate in response to vCXC-1 and sustain dissemination during
acute infection to ensure access to progenitor leukocyte popu-
lations for latency. Leukocytes and their progenitors are prime
candidates for dissemination and as sites of latency. Although an

FIG. 2. Expression of FLAG-tagged vCXC-1 by Tol146FLAG. (A)
Detection of FLAG-tagged vCXC-1 in cell lysates by immunoblot with
anti-FLAG M2 Ab. Whole-cell lysates were harvested from uninfected
(Mock) or Tol146FLAG-infected cells at 24, 48, 72, and 96 hpi. Cell
lysates also were collected at 96 hpi from Tol146 FLAG-infected cells
cultured in the presence of 660 mM phosphonoformic acid (96 PFA).
(B) Structural analysis of FLAG-tagged vCXC-1. Infected cell lysates
and virions, enriched by sucrose gradient, were harvested at 96 hpi and
treated with PNGase F as indicated (1). The proteins were immuno-
blotted with anti-FLAG M2 Ab [Coomassie staining confirmed the
composition of the virion preparation: viral (pp65) but not cellular
(b-actin) antigens were detected by immunoblotting.] (C) Immuno-
precipitation of FLAG-tagged vCXC-1 from medium (Secreted) and
cell lysates. Protein was harvested at 96 hpi from mock-infected,
Toledo, and Tol146FLAG-infected fibroblasts, treated with PNGase F
as indicated (1), and precipitated with anti-FLAG M2 Ab. The arrow
labeled ‘‘Ig’’ marks a nonspecific reaction with Ig light chain. The
arrow below denotes the position of 25,000- to 27,000-MW secreted
form of FLAG-tagged vCXC-1. (D) Mock- and Tol146FLAG-infected
fibroblasts were stained with anti-FLAG M2 Ab and goat anti-mouse
FITC at 96 hpi. Toledo-infected and antibody controls were negative.

FIG. 3. vCXC-1-induced chemotaxis of human PBN. (A) Chemo-
taxis of neutrophils toward cell-free supernatants. IL-8 (12 nM) was
added to mock-infected cell supernatants as a positive control (IL-8).
(Bars 5 2 SD.) (B) Induction of migration of PBN by recombinant
vCXC-1(T23 form) compared with IL-8 and gro a. RANTES, a CC
chemokine, is included as negative control. Chemotactic index rep-
resents the fold increase in migration over a basal level in the absence
of chemokine.
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understanding of the natural history of CMV infections is far
from complete, entry and initial replication often take place at
mucosal sites from which virus disseminates systemically to
epithelium in the salivary glands and kidney. From these sites,
shedding facilitates transmission to new hosts. As the virus gains
a foothold, the host mounts an immune response that ultimately
controls replication and drives the virus into latency characterized
by sporadic reactivation and shedding throughout the lifetime of
the host. Viral functions that modulate leukocyte behavior clearly
are desirable during all phases of the virus–host interaction. In
either of the two scenarios outlined above, expression of vCXC-1
would increase the likelihood of viral dissemination within the
host as well as viral transmission between hosts.

Sequence divergence also has been observed within UL146 in
a large number of clinical strains (unpublished work), suggesting
that variability in this gene may underlie the characteristic patho-
genic signature ascribed to different strains in CMV disease (55).
It is possible that the absence or divergence of UL146 in AD169
(27) and Towne (36), respectively, contributes to their attenua-
tion.

CMV emerges in immunocompromised individuals when cy-
totoxic T lymphocyte-mediated immunity fails (11). Under these
circumstances, innate or adaptive immunity may contribute to
disease progression as the response to viral replication or viral
gene products such as vCXC-1 proceeds. In AIDS patients,
neutrophil infiltrates have been shown to dominate the immu-
nopathology of CMV-retinitis (21, 22). This immunopathology is
not seen in retinal disease of immunocompromised transplant
recipients, who lack innate immunity. Thus, progression from
infection to disease may depend on vCXC-1 attraction of neu-

trophils in settings in which innate immunity is intact, such as
encephalitis, pneumonitis, carditis, and hepatitis. To the extent
that vCXC-1 is a virulence determinant and may control the
spread of virus, it should be considered in the design of live-
attenuated vaccines and targeted for the development of disease-
specific therapeutic drugs.

Active CMV infection in immunocompromised hosts relies on
hematologic spread via neutrophils, where a role for vCXC-1 as
a potent neutrophil-attracting chemokine seems best supported
by clinical and experimental evidence (4, 12, 13). vCXC-1 mimics
host IL-8 and affects human neutrophil migration as well as
degranulation. The strong neutrophil-stimulatory properties of
vCXC-1 would bring neutrophils to sites of viral infection where

FIG. 4. Analysis of active form of recombinant vCXC-1 and its
effects on human PBN. (A) Heterologous desensitization profiles of
listed chemokines on PBN. (Left) T23 form of vCXC-1 added as initial
agonist, followed 60 sec later by other human chemokines, as listed.
(Right) Human chemokines added first, followed by the T23 form of
vCXC-1. (B) Cytoplasmic calcium induction by Y18 and T23 forms of
vCXC-1; comparison with human IL-8 and gro a [chemokine (in nM)
is indicated on the right of each data set].

FIG. 5. Equilibrium-binding competition profiles of vCXC-1 on
human PBN and individual CXC chemokine receptor-bearing cells.
Unlabeled chemokines were incubated along with 0.1 nM 125I-IL-8 by
using primary human neutrophils (A) or transfected murine NSO cells
stably expressing human chemokine receptors CXCR1 (B) or CXCR2
(C). (D) Competition constants (Ki) for each interaction as derived
from Scatchard analysis of the data.

Microbiology: Penfold et al. Proc. Natl. Acad. Sci. USA 96 (1999) 9843



virus-infected cells would be phagocytosed. vCXC-1 neutrophil-
attracting qualities do not fully explain the trafficking of these
cells from infected sites back to the bloodstream, although
persistent replication and continued expression of late gene
products, including vCXC-1, might produce sufficient recruit-
ment that neutrophils spill out of sites of infection. In addition,
other viral gene products such as CMV US28, which are made
during infection, may influence the migration of infected leuko-
cyte populations away from sites of infection. Recent evidence
(56, 57) suggests that this virus-encoded chemokine receptor may
influence the migration of infected cells to host b chemokines.
The picture that emerges may be one in which the virus uses
chemokines and chemokine receptors to dictate migration of host
cells before and after they become infected.
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