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Alphavirus glycoproteins have broad host ranges. Human immunodeficiency virus type 1 (HIV-1) vectors
pseudotyped with their glycoproteins could extend the range of tissues that can be transduced in both humans
and animal models. Here, we established stable producer cell lines for HIV vectors pseudotyped with alpha-
virus Ross River virus (RRV) and Semliki Forest virus (SFV) glycoproteins E2E1. RRV E2E1-stable clones
could routinely produce high-titer pseudotyped vectors for at least 5 months. SFV E2E1-stable clones, however,
produced relatively low titers. We examined the properties of RRV E2E1-pseudotyped vectors [HIV-1(RRV)]
and compared them with amphotropic murine leukemia virus Env- and vesicular stomatitis virus glycoprotein
G-pseudotyped vectors. HIV-1(RRV) displayed a number of characteristics which would be advantageous in ex
vivo and in vivo experiments, including resistance to inactivation by heat-labile components in fresh human
sera and thermostability at 37°C. Upon single-step concentration by ultracentrifugation of HIV-1(RRV), we
could achieve vector stocks with titers up to 6 � 107 IU/ml. HIV-1(RRV) efficiently transduced cells from
several different species, including murine primary dendritic cells, but failed to transduce human and murine
T cells as well as human hematopoietic stem cells (HSC). These results indicate that HIV-1(RRV) could be
used in a number of applications including animal model experiments and suggest that expression of RRV
cellular receptors is limited or absent in certain cell types such as T cells and human HSC.

Vectors based on the lentivirus human immunodeficiency
virus type 1 (HIV-1) can deliver therapeutic transgenes into
both dividing and nondividing cells (23, 33). One important
factor for vector performance is the viral envelope glycopro-
teins (Env) with which the vector is pseudotyped, as Env dic-
tates not only vector host range and tissue tropism but also
vector stability. We have recently described a novel, stable
HIV-1 vector packaging system, STAR, which continuously
produces high-titer HIV-1 vectors bearing gammaretrovirus
Env (13). With the advent of stable pseudotyped HIV-1 pro-
ducer cell lines, the ability of an Env to be incorporated into
such a cell line is a significant consideration. It is notable that
the commonly used vesicular stomatitis virus G glycoprotein
(VSV-G) is highly fusogenic and thus cannot be used in con-
stitutive stable producer cells (1, 5). Moreover, the VSV-G-
pseudotyped HIV-1 vectors are particularly susceptible to in-
activation in human sera, whereas vectors pseudotyped with
gammaretrovirus Env are not (9, 31).

Experiments utilizing animal models are useful and often
required in preclinical gene therapy research. It would, there-
fore, be ideal if the same gene transfer vector can be used in
both humans and the model animals. Recently, we reported
the high-titer stable producer cell lines for the HIV-1 vectors
with amphotropic murine leukemia virus (MLV-A), feline en-

dogenous RD114, and gibbon ape leukemia virus (GALV) Env
(13, 31). The RD114- and GALV-pseudotyped vectors, how-
ever, cannot be used in murine models, as there is no func-
tional cellular receptor for RD114 and GALV Env in mouse
cells (24). Although the HIV-1 vectors pseudotyped with
MLV-A Env [HIV-1(MLV-A)] can transduce both human and
mouse cells through its cellular receptor, Pit-2 (24), their trans-
duction efficiency may depend on the expression levels of its
receptors on the target cells (16). Therefore, an HIV vector
pseudotyped with an alternative broad-host-range Env, which
can utilize the other cellular factor(s) as a receptor(s), would
be necessary when the target cells poorly express Pit-2.

Alphaviruses belong to the family Togaviridae and are found
in insects, reptiles, birds, and mammals. Although it remains
unknown what molecules act as cellular receptors for these
viruses, it has been suggested that several receptors or several
receptor-coreceptor combinations are involved in virus entry
(12, 32). Alphaviruses exhibit a wide host range and cellular
tropism, most of which are important gene therapy targets
including antigen-presenting cells, neurons, and muscle cells
(12, 32). Recently, pseudotyping of HIV-1 vectors has been
shown with glycoproteins from members of the alphaviruses,
namely, Ross River virus (RRV), Semliki Forest virus (SFV),
and Sindbis virus (14, 21). As RRV glycoproteins E2E1 could
be stably expressed as part of an MLV producer cell line (29),
we considered the use of alphavirus glycoproteins in our stable
HIV-1 packaging cell line STAR (13).

In this study, we first examined the efficiency of pseudotype
production when alphavirus Env was incorporated into the
STAR producer cell line. Next, parameters that would affect
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alphavirus pseudotyped HIV-1 use in vivo and ex vivo, such as
resistance to inactivation in human sera and thermostability,
were investigated. This investigation was performed in com-
parison to HIV-1 virions pseudotyped with VSV-G or MLV-A
Env. VSV-G is most commonly used in vitro and ex vivo, while
MLV-A Env has been used in the transduction of several
clinically relevant cell types in clinical trials (3, 4, 6). Finally, we
assessed the host cell ranges of the alphavirus Env-
pseudotyped HIV-1 vectors and how efficiently the vectors
would transduce a number of cell lines from different species
as well as human and murine primary cell cultures.

MATERIALS AND METHODS

Cell lines. Human BC3 and Jurkat and mouse EL4 and P815 cells were
maintained at 37°C, 5% CO2, in RPMI 1640 medium (Gibco BRL) supple-
mented with 10% fetal calf serum (FCS), penicillin (100 U/ml), and streptomycin
(100 �g/ml). All the other cell lines were maintained at 37°C, 10% CO2, in
Dulbecco’s modified Eagle medium (Gibco BRL) supplemented with 10% FCS,
penicillin (100 U/ml), and streptomycin (100 �g/ml).

Transient virus production. Virus was harvested from 10-cm-diameter plates.
A total of 4 � 106 293T cells were plated 24 h before transfection. Cells were
transiently transfected with plasmid at a 3:2:1 weight ratio of vector plasmid
(pHR�SINcPPT-SE [7]) to packaging plasmid (pCMV�R8.91 [33]) to Env plas-
mid by using Lipofectamine (Gibco BRL) according to the manufacturer’s in-
structions. The Env plasmids pMD-G (VSV-G) (23), phCMV-A (MLV-A) (2),
pRRV-E2E1A (RRV) (29), and pSFV-E2E1A (SFV) (14) were used. After
washing with OptiMEM, virus was harvested for 48 h at 37°C in 8 ml of Opti-
MEM (Gibco BRL). Viral supernatant was then passed through a 0.45-�m-pore-
size filter.

Generation of STAR cells producing alphavirus pseudotypes. The HIV-1
vector-harboring STAR cell clone (STAR-HV#12) was transfected with pRRV-
E2E1A or pSFV-E2E1A and then selected in the presence of 100 �g of zeo-
cin/ml for 2 weeks.

Stable virus production. HIV-1(RRV), HIV-1(SFV), and HIV-1(MLV-A)
vectors were harvested from STAR cell clones STAR-HV12-RRV#B, STAR-
HV12-SFV#A, and STAR-Ampho-HV#2, respectively. A total of 5 � 106 cells
were plated onto 10-cm-diameter plates with Dulbecco’s modified Eagle medium
with 10% FCS. The cells were maintained at 37°C for 36 h, and the supernatants
were replaced with the FCS-free medium OptiMEM (Gibco BRL). The cells
were cultured at 37°C for 24 h and further maintained at 32°C for 18 h. The
culture supernatants were harvested as RRV, SFV, and MLV-A Env
pseudotypes. STAR-HV#12 was transfected with pMD-G in OptiMEM, and the
FCS-free culture supernatants were used as HIV-1(VSV-G). For human hema-
topoietic stem cell (HSC) experiments, we harvested HIV-1(RRV) and HIV-
1(MLV-A) in FCS-free medium (X-vivo15; Biowhittaker Cell Biology) instead of
OptiMEM. The supernatants from STAR cells constantly contained 450 to 650
ng of p24 of HIV-1 Gag/ml, while HIV-1 vectors produced by conventional
three-plasmid transfection had about 100 ng of p24/ml (13, 31).

Viral titer determination. A total of 2 � 105 cells were inoculated with serial
dilutions of viral supernatant. Forty-eight hours after infection, enhanced green
fluorescent protein (eGFP) titers (international units per milliliter) were deter-
mined by using a fluorescence-activated cell scanner (FACS). Where indicated,
titrations were carried out in the presence of 8 �g of Polybrene (hexadimethrine
bromide; Sigma, Poole, United Kingdom)/ml or with centrifugal inoculation, or
“spinoculation” (1,200 � g, 2 h, 25°C), or both. Unless otherwise stated, the
minimum level of detection by FACS in our experiments was 2 � 103 IU/ml.

Concentration. All pseudotypes were harvested in OptiMEM. Ten milliliters
of each supernatant was concentrated at 105 � g (SW41 rotor at 35,000 rpm,
1.5 h, 4°C) by using a Beckman L7 ultracentrifuge. The pellet was resuspended
in 500 �l of OptiMEM. Thirty milliliters of supernatant was concentrated at
3,000 � g with a Heraeus (Sepatech) Megafuge 2.0R bench top centrifuge. Here,
the pellet was resuspended in 1.5 ml of OptiMEM. Where indicated, virus was
diluted with OptiMEM.

Preparation of human sera. Human peripheral blood was incubated on ice
overnight. Serum from the clot was aliquoted and frozen at �80°C (fresh serum
preparation) until required or heat inactivated at 56°C for 45 min and then
frozen at �80°C (heat-inactivated serum preparation).

Isolation of murine DC. Murine dendritic cells (DC) from bone marrow were
prepared by using a standard protocol (25). Briefly, bone marrow cells were
grown in Iscove’s modified Dulbecco’s medium (Gibco BRL) supplemented with

10% FCS, 5 �g of apotransferrin (Sigma)/ml, 5 � 10�5 M 2-mercaptoethanol
(Gibco BRL), 100 U of penicillin/ml, 100 �g of streptomycin (Gibco BRL)/ml,
and 50 ng of granulocyte-macrophage colony-stimulating factor (GM-CSF)/ml.

Isolation of human monocyte-derived DC. Peripheral blood mononuclear cells
were isolated on Ficoll gradients. Monocytes were allowed to adhere for 2 h on
non-tissue-culture-treated plates and washed extensively. Monocytes were then
removed in EDTA, washed, and replated at the desired density on tissue culture
plates and grown in RPMI medium plus 10% FCS, antibiotics, interleukin-4
(IL-4), and GM-CSF (1,000 U/ml) as described previously (27). Four days later,
DC cultures were depleted of CD2-, CD3-, and CD19-expressing cells by nega-
tive immunomagnetic selection and replated at the desired density. After infec-
tion studies, DC were identified by expression of CD1a by FACScan.

Isolation of human lymphocytes. T lymphocytes were isolated on the basis of
nonadherence to tissue culture after isolation of peripheral blood mononuclear
cells on Ficoll gradients. T lymphocytes were then cultured in RPMI medium
plus 10% FCS supplemented with 100 U of IL-2 (Peprotech)/ml and 1 �g of
concanavalin A (Sigma)/ml for 48 h. Cells were then washed, replated, and
cultured for a further 3 days in RPMI medium plus 10% FCS supplemented with
IL-2.

Transduction of dendritic and lymphocyte cell cultures. After 5 days of cul-
ture, DC were washed and exposed to virus at the required multiplicity of
infection (MOI) on 293T cells, as standardized on 293T cells, overnight and then
washed thoroughly and cultured for a further 7 days in culture medium. The
percent cell transduction was then determined by FACScan. Virus used in these
experiments was titrated onto 293T cells in the presence of 8 �g of Polybrene/ml
in parallel.

Isolation and infection of human CD34� cells. Isolation and infection of
human CD34� cells were carried out as previously described (26).

RESULTS

Transient and stable production of alphavirus pseudotypes.
First, we investigated the pseudotyping efficiency of HIV-1
vectors with alphavirus glycoproteins by transient three-plas-
mid transfection (23, 34). The vector titers were determined on
293T cells in the presence of Polybrene. RRV E2E1-
pseudotyped HIV vector [HIV-1(RRV)] had a titer of 4 � 105

IU/ml, while SFV E2E1-pseudotyped vector [HIV-1(SFV)]
had a titer of 105 IU/ml. These titers compare to 4 � 106 IU/ml
with VSV-G and 1 � 106 IU/ml with MLV-A Env used to
produce HIV-1 vectors by transient three-plasmid transfection.

Next, we examined if HIV-1 vectors with alphavirus glyco-
proteins could be generated from stable HIV-1 producer cells.
The HIV-1 vector-harboring STAR cells were transfected with
the RRV, SFV, and MLV-A Env expression plasmids and then
selected in phleomycin for 3 weeks. We selected 48 clones of
each plasmid and screened them for vector production. Al-
though a significant number of STAR cell clones producing
HIV-1(RRV) or HIV-1(SFV) could be obtained after the first
screening, many clones lost their titers during prolonged cul-
ture (up to 5 months) (Table 1). MLV-A Env expression,
however, appeared to be more stable than the alphavirus Env,
as most of the positive clones remained positive for up to 5
months. When screened after 20 weeks in culture, vector titers
from the five RRV-stable clones were 1 � 105 to 4 � 105

IU/ml, while the three SFV clones could produce virus with
titers of 5 � 103 to 2 � 104 IU/ml on 293T cells. Therefore,
unlike MLV-A Env, introduction of RRV and SFV Envs into
STAR cells did not increase viral titers above those seen in
transient virus production experiments. Due to the relatively
low titer of HIV-1(SFV), the properties of HIV-1(RRV) were
examined in subsequent experiments.

Stability of RRV pseudotypes. The ability of a pseudotyped
virus to resist inactivation in human serum is a useful charac-
teristic for in vivo use. Each pseudotype was therefore mixed at
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a ratio of 1:1 with fresh or heat-inactivated human serum and
incubated at 37°C for 1 h. After incubation, each virus was
titered on 293T cells in the presence of Polybrene. The results
of this experiment, expressed as a percentage of virus titer
upon incubation with heat-inactivated human sera, are shown
in Fig. 1. Consistent with previous observations, HIV-1
pseudotyped with the VSV-G Env shows poor stability in fresh
human sera, while HIV-1(MLV-A) virions are quite stable (9,
31). The stability of HIV-1(RRV) in fresh human sera was
similar to that of HIV-1(MLV-A). Another characteristic that
is advantageous for the ex vivo and in vivo use of HIV vectors
is good thermostability, i.e., the ability to resist inactivation
both at 37°C and during freeze-thaw cycling. HIV-1(RRV),
HIV-1(MLV-A), and HIV-1(VSV-G) were incubated as pre-
viously described (31) at 37°C for 1, 3, or 6 h or subjected to
three rounds of freeze-thaw cycling between �80 and 37°C.
HIV-1(RRV) also showed good stability at 37°C (Fig. 2A), and
was resistant to freeze-thaw, compared to HIV-1(MLV-A) and
HIV-1(VSV-G) (Fig. 2B).

The effect of spinoculation on RRV Env pseudotype titer.
We next considered the use of centrifugal inoculation, or spi-
noculation, of HIV-1(RRV) onto cells to enhance ex vivo cell
transduction, as this may be a useful technique to employ in
conjunction with concentration. To examine the effect of spi-
noculation on HIV-1(RRV) infection of tissue culture cell
lines, the titration of virus on 293T cells was carried out with or

without spinoculation and in the presence and absence of Po-
lybrene. The results from this experiment are shown in Fig. 3.
The presence of Polybrene enhanced HIV-1(RRV) infection
on 293T cells up to sevenfold, whereas spinoculation had no
effect on HIV-1(RRV) titer. Consistent with our previous ob-
servations (31), spinoculation had little effect on HIV-
1(VSV-G) titer, while the effects of Polybrene and spinocula-
tion on HIV-1(MLV-A) titer appeared to be additive.

Enhancement of HIV-1(RRV) titer by concentration. It is
often necessary to concentrate viral stocks, either to enhance
viral titer for ex vivo transduction or to allow the injection of
high-titer stocks into animal models. We therefore investigated
how efficiently HIV-1(RRV) produced from STAR cells might
be concentrated in comparison to HIV-1(VSV-G). HIV-

TABLE 1. Screening of STAR cells expressing RRV and SFV Enva

Screening
(time point)

No. of vector-producing clones/total clones (eGFP titer [IU/ml]) for

MLV-A RRV SFV

1 (5 weeks) 22/48 16/48 11/48
2 (11 weeks) 19/22 (5 � 105 � 2 � 107) 6/16 (105 � 106) 3/11 (5 � 103 � 2 � 104)
3 (20 weeks) 19/19 (5 � 105 � 2 � 107) 5/6 (105 � 4 � 105) 3/3 (5 � 103 � 2 � 104)

a Infectious vector production from phleomycin-resistant clones was monitored for up to 5 months. Vector production was examined by inoculating the culture
supernatants of the clones on 293T cells in the presence of 8 �g of Polybrene/ml at the indicated time points.

FIG. 1. Alphavirus pseudotype inactivation in fresh human sera.
MLV-A (Ampho) and RRV pseudotypes were harvested from STAR
cells. HIV(VSV-G) was produced by transient transfection of 293T
cells. Each virus was incubated (37°C for 1 h) 1:1 with heat-inactivated
FCS and fresh or heat-inactivated human sera. Titrations were carried
out on 293T cells in the presence of 8 �g of Polybrene/ml. eGFP titer
was determined by FACS. Titer after incubation with fresh or heat-
inactivated human sera is represented as a percentage of the viral titer
after incubation with heat-inactivated FCS. Serum 1 and Serum 2 refer
to different sera from different donors.

FIG. 2. Stability of alphavirus pseudotypes. Virus was titrated onto
293T cells in the presence of 8 �g of Polybrene/ml after incubation at
37°C for certain time points (A) or after a number of cycles between 37
and �80°C (B). eGFP titer was determined by FACS. Control titer is
virus titer before treatment. This result is representative of two inde-
pendent experiments.
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1(VSV-G) was generated by transient transfection of the
VSV-G expression plasmid into the HIV vector-harboring
STAR cells. Supernatants were titrated onto 293T cells before
and after concentration by ultracentrifugation (105 � g for
1.5 h) and centrifugation (3,000 � g for 8 h). Both ultracen-
trifugation and low-speed centrifugation methods could effi-
ciently increase the HIV-1(RRV) titers. However, HIV-
1(RRV) virus recovery after concentration was poor, especially
by low-peed concentration, compared to that of HIV-
1(VSV-G) (Table 2).

Recently, we showed that soluble gammaretrovirus Env con-
centrated with HIV-1 particles could compete with
pseudotypes for their cellular receptor, thereby inhibiting in-
fection at a high dose (31). Thus, we examined if this was the
case with HIV-1(RRV) by attempting to achieve more than
95% infection at a high dose by using the concentrated viral
stocks described above. We used human 293T and mouse NIH
3T3 cell lines as target cells. As expected, the infectivity of
HIV-1(VSV-G) was dose dependent, and we could achieve
100% infection with a high multiplicity of infection (Table 3).
Transduction efficiency of HIV-1(RRV) infection, however,
did not reach more than 85% even at an MOI of 25 (Table 3).

Unlike amphotropic MLV pseudotype, we did not observe any
decrease in infectivity of HIV-1(RRV) at high dose.

Cell specificity of RRV Env-pseudotyped vector. To examine
the range of cells that could be infected by HIV-1(RRV), we
first infected a range of cell lines from different origins (Fig. 4).
HIV-1(SFV) was also tested in order to determine if tropism
was common to the two alphavirus pseudotypes. Although HIV-
1(RRV) transduced human HeLa, 293T, NP2, TE671, HT1080,
and BC3 cell lines, the Rhesus monkey FrhK-4 cell line, the
murine NIH 3T3 cell line, the cat CRFK cell line, and the quail
QT6 cell line efficiently, we could not detect an eGFP-positive
population in the HIV-1(RRV)-infected human and mouse T-
cell lines (Jurkat and EL4, respectively) as well as a mouse mast
cell-like line, P815. HIV-1(SFV) also transduced the cells from
each species, although the infectivity of HIV-1(SFV) was in gen-
eral about 20 times lower than that of HIV-1(RRV) in the tested
cell lines. The titers of HIV-1(SFV) were under detectable levels
(�500 IU/ml) in mouse EL4 and P815 and rhesus monkey
FrhK-4 cells, while the SFV Env pseudotypes could transduce the
human T-cell line Jurkat (4,000 IU/ml). There was, therefore, no
strict similarity in tropism between the two alphavirus
pseudotypes. In contrast, VSV-G-pseudotyped vectors could ef-
ficiently transduce all cell lines tested.

FIG. 3. Effect of Polybrene and spinoculation on HIV-1(RRV) in-
fection. Each pseudotype was titrated onto 293T cells and spun down
at 1,200 � g for 2 h at 25°C or titrated onto 293T cells in the presence
of Polybrene (Pb) (8 �g/ml), or both. eGFP titer was determined by
FACS. Values of relative titer compared to control titer in the absence
of Polybrene and without spinoculation are shown. Data for HIV-
1(RRV) are representative of at least two independent experiments.

TABLE 2. Concentration of alphavirus pseudotypes

Envelope

eGFP titer (% recovery after concn)b

Unconcentrated
After centrifugation ata

105 � g/1.5 h 3000 � g/8 h

VSV-G 59 220 (93.2) 180 (76.3)
RRV 7.6 82 (53.9) 41 (27.0)

a Alphavirus pseudotypes were concentrated 20-fold and HIV-1(VSV-G) was
concentrated 4-fold by centrifugation at 10,000 or 3,000 � g Virus was titrated on
to 293T cells with 8 �g of Polybrene/ml, and eGFP expression was assayed by
FACS.

b Titer is expressed as 105 IU/ml. Percent recovery [(100 � titer after concen-
tration)/(concentration factor � unconcentrated titer)] is shown in parentheses.

TABLE 3. Correlation of virus dose and infectiona

Target
cells Envelope

% Infection at MOI of

0.2 2 8 25

293T VSV-G 18 74 97 100
RRV 19 57 78 80
MLV-A 22 78 96 66

NIH3T3 VSV-G 16 66 90 100
RRV 20 55 76 82
MLV-A 18 77 98 74

a The indicated cell lines were inoculated with the indicated virus dose. Per-
cent eGFP expression was determined by FACS.

FIG. 4. Infection of cell lines derived from several species. Titra-
tions were carried out on the cell lines indicated in the presence of 8
�g of Polybrene/ml. eGFP titer was determined by FACS. Averages of
two independent experiments are shown. Minimum level of detection
by FACS in these experiments was 5 � 103 IU/ml. Hu, human; Mu,
murine; Rh, rhesus monkey.
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Infection of human hematopoietic progenitor cells. Next, we
examined the ability of HIV-1(RRV) to transduce human
HSC, as permanent gene transfer to HSC has the potential to
provide a cure for monogenic disorders of the hematopoietic
system. Thus, we tested the ability of HIV-1(RRV) virions to
transduce human cord blood-derived CD34� hematopoietic
progenitor cells. CD34� cells were cultured for 24 h in serum-
free medium with the cytokines SCF, Flt-3 ligand, and TPO
and transduced on Retronectin preloaded with HIV-1(RRV)
or HIV-1(MLV-A). Transduction efficiency was determined by
flow cytometry to detect expression of eGFP 48 h after trans-
duction. Although HIV-1(MLV-A) could transduce 30 to 60%
of the HSC, we could not detect eGFP-positive cells when
HSC were challenged with HIV-1(RRV) (Fig. 5).

Infection of human and murine dendritic cells. We further
tested how efficiently HIV-1(RRV) pseudotypes transduce pri-
mary cell cultures of gene therapy targets. DC are necessary
for the initiation of most T-cell-mediated immune responses.
Antigen presentation to lymphocytes by DC can lead to the
generation of antigen-specific effector T cells. Recently, we and
others reported the application of lentivirally modified DC for
tumor immunotherapy (11, 20, 25).

Bone marrow cells from BALB/c or C57BL/6 mice were
cultured with GM-CSF for 5 days. These immature mouse DC
were then challenged with HIV-1(RRV) and HIV-1(MLV-A)
produced from STAR cells as well as transiently produced
HIV-1(VSV-G). Transduction efficiency was examined 7 days
after infection. As depicted in Table 4, HIV-1(RRV) efficiently
transduced murine DC. The relative efficiency of HIV-1(RRV)
infection is evident when the input viral titers of HIV-1(RRV),
HIV-1(VSV-G), and HIV-1(MLV-A) were adjusted to the
same MOI (MOI of 3). As reported previously (11, 20, 25),
HIV-1(VSV-G) efficiently transduced murine DC, particularly
at a high dose. HIV-1(MLV-A), meanwhile, poorly transduced
mouse DC.

We also tested the ability of HIV-1(RRV) to transduce

human DC. Human DC were prepared from the peripheral
blood of healthy human donors and challenged with the same
pseudotypes. Phytohemagglutinin-activated peripheral blood
lymphocytes (PBL) harvested during preparation of DC were
also tested. Although HIV-1(VSV-G) efficiently transduced
human DC, transduction of human DC by HIV-1(RRV) and
HIV-1(MLV-A) was inefficient (Table 4). For transduction of
human activated PBL, HIV-1(MLV-A) was most efficient.
Consistent with the HIV-1(RRV) transduction result with a
human T-cell line, Jurkat (Fig. 4), no infection of human PBL
could be observed with HIV-1(RRV) infection.

DISCUSSION

Alphavirus glycoproteins possess characteristics attractive
for use in pseudotyping HIV-1 vectors. First, they have ex-
tremely broad host range, including insects, reptiles, birds, and
mammals, most likely due to their use of multiple cellular
factors or ubiquitous proteins as receptors (12, 32). Thus,
HIV-1 vectors pseudotyped with their glycoproteins could ex-
tend the range of tissues that can be transduced in both hu-
mans and animal models. Second, since the alphaviruses are
transmitted by arthropods, they should be stable in the blood-
stream (12, 32), suggesting that alphavirus glycoprotein-
pseudotyped vectors would be useful in systemic delivery.
Third, unlike VSV-G, alphavirus glycoproteins can be stably
expressed (29).

Here, we examined whether alphavirus glycoproteins E2E1
could be used in our stable HIV vector packaging cell line
STAR (13). Indeed, we could obtain several STAR cell clones
stably expressing RRV or SFV E2E1 (Table 1). Two RRV
clones constantly produced 2 � 105 to 4 � 105 IU of HIV-
1(RRV)/ml for more than 5 months. During screening of our
clones, however, we noticed that many RRV or SFV E2E1-
positive clones ceased producing infectious vectors after 5 to
11 weeks in culture (Table 1). This observation suggests that
expression of RRV or SFV E2E1 was in general not as stable
as MLV-A Env expression in STAR cells. We speculate that
the expression of RRV and SFV proteins might be slightly
cytotoxic in the context of STAR cells, which already express
HIV-1 proteins (Gag, Pol, Rev, and Tat). It is also possible that
HIV-1(RRV), like VSV-G pseudotypes (1), superinfects its
own producers, causing genotoxic effects. Therefore, the cells

FIG. 5. Transduction of human HSC and C57BL/6-derived mouse
dendritic cells (mDC). Vector transduction was examined by FACS.
Mouse DC were also stained by anti-CD11c DC monoclonal antibody
conjugated with Cy5.

TABLE 4. Infection of murine and human primary cell culturesa

Envelope MOI
% Infected cells (	SD)

mDC (B6) mDC (B/c) hDC hPBL

RRV 3 14.3 	 4.2 13.4 	 1.4 1.9 	 1.1 �0.1
MLV-A 32 2.0 	 0.3 1.6 	 0.6 1.9 	 0.1 26.5 	 6.4
MLV-A 3 0.8 	 0.2 0.5 	 0.2 0.3 	 0.1 6.8 	 2.8
VSV-G 24 53.9 	 12.7 38.5 	 2.4 18.7 	 11.2 7.1 	 0.3
VSV-G 3 8.4 	 2.1 5.9 	 0.6 6.3 	 0.8 3.5 	 1.0

a Primary cell cultures of murine DC (mDC) from BALB/c (B/c) and C57BL/6
(B6) mice, human DC (hDC), and human peripheral blood lymphocytes (hPBL)
were infected with the indicated pseudotypes. Shown in the table is the percent-
age of cells infected. Vector inputs were adjusted to the same MOI (MOI, 3) or
to the same volume [MOI of 32 for HIV-1(MLV-A) and MOI of 24 for HIV-1
(VSV-G)]. MOI was determined by titration of pseudotypes onto 293T cells in
the presence of 8 �g of Polybrene/ml in parallel with primary cell culture
infection.
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gradually lose the Env expression, making virions eventually
noninfectious.

Another possible explanation for loss of infectious vector
production in RRV and SFV but not MLV-A Env-stable
clones may be the difference in expression systems between the
alphavirus and MLV-A Env constructs. The MLV-A Env is
expressed by the MLV long terminal repeat, a construct that
has been successfully used in long-term, high-titer retroviral-
lentiviral vector production (8, 13). In contrast, alphavirus Env
expression is controlled by the cytomegalovirus immediate-
early promoter, which has been reported to be silenced by
methylation during prolonged culture (18, 22). If this is the
case, we may be able to improve the stability of RRV and SFV
Env expression by cloning the alphavirus Env genes into the
MLV long terminal repeat construct. It is, however, noted that
a level of vector production similar to the transient system was
maintained long term in several HIV-1(RRV) producer lines.

HIV-1(RRV) pseudotypes displayed a number of character-
istics which would be advantageous in ex vivo and in vivo
experiments. HIV-1(RRV) pseudotypes are resistant to inac-
tivation by heat-labile components in fresh human sera (Fig. 1)
and exhibit good thermostability at 37°C (Fig. 2A), which
should be advantageous in systemic gene delivery. We also
demonstrated that the HIV-1(RRV) can be concentrated by
ultracentrifugation, although the vector recovery after concen-
tration was not as good as that for HIV-1(VSV-G) (Table 2).
Upon single-step concentration of RRV pseudotypes by ultra-
centrifugation (reduction in volume of 200-fold), we could
achieve titers of up to 6 � 107 IU of HIV-1(RRV) stocks/ml
(data not shown). Our concentration results are comparable to
those obtained with RRV Env-pseudotyped feline immunode-
ficiency virus (FIV)-based vector (15). In that study, Kang and
coworkers achieved titers of 5 � 104 to 5 � 105 IU/ml prior to
concentration and 2 � 107 to 1.5 � 108 IU/ml after concen-
tration (reduction in volume of 250-fold).

The ratio of cells transduced with VSV-G-pseudotyped
MLV or HIV-1 vectors generally corresponds closely to 1�e
(�MOI), as predicted from a Poisson distribution of transduc-
tion of the entire cellular population. At high MOI, VSV-G-
pseudotyped vectors transduce more than 95% of the culture
population and can achieve multiple transduction of more than
10 copies per cell (1, 31). Such transduction characteristics are
believed to be due to high-level expression of its cellular re-
ceptor on the target cells. It is thought that phosphatidylserine
is a receptor for VSV or, at least, acts as part of the cellular
receptor complex for VSV-G (19, 28). Given the extremely
broad host or cell range of the wild-type RRV, we expected
that the transduction kinetics of HIV-1(RRV) would be simi-
lar to those of HIV-1(VSV-G). Unexpectedly, the transduction
kinetics of HIV-1(RRV) were not dose dependent and
reached a plateau at high MOI on human 293T and NP2 as
well as mouse NIH 3T3 cell lines (Table 3). Unlike HIV-
1(MLV-A), however, we did not observe any inhibitory effects
at MOI 25 with the RRV pseudotypes. Since particle-free,
soluble MLV-A Env in the HIV-1(MLV-A) preparation plays
a major role as an inhibitor of HIV-1(MLV-A) infection (31),
we speculate that the RRV E2E1-stable STAR cells do not
shed soluble RRV glycoproteins into the culture supernatant
or that glycoproteins shed into the supernatant cannot interact
with RRV cellular receptors. Indeed, given HIV-1(MLV-A)

titer, but not HIV-1(RRV) titer, can be improved by spinocu-
lation (Fig. 3), it would appear that the Envs on these two
pseudotypes interact with their cellular receptor(s) by different
mechanisms.

HIV-1(RRV) could efficiently transduce cell lines from dif-
ferent species including human, rhesus monkey, mouse, cat,
and quail but failed to transduce human and mouse T-cell
lines, human primary T cells, and human HSC (Table 4 and
Fig. 4). These results indicate that RRV can utilize the cellular
receptors from different host species but that their expression
is limited or absent on certain cell types such as T cells or HSC.
We believe failure to transduce the cells mentioned above is
most likely due to the lack or absence of cellular receptor
expression on those cells, not a postentry block to infection,
given the efficient transduction of HIV-1(VSV-G) on all cell
lines. Previously, Kang and coworkers (15) demonstrated that
in vivo administration of FIV(RRV) resulted in efficient trans-
duction of hepatocytes and neuroglial cells, while transduction
of neurons, skeletal muscle, or airway epithelial cells was in-
efficient. Again, we speculate that the inability to transduce
these cell types may be due to limited receptor expression or
the absence of receptor(s).

DC are potent antigen-presenting cells that play a critical
role in the initiation of host immune responses. Genetically
modified DC, which express certain antigens, have been used
to elicit antigen-specific, major histocompatibility complex-re-
stricted cytotoxic-T-lymphocyte responses (30). Recently, we
and others demonstrated that lentiviral transduction of murine
DC in vitro and in vivo is a powerful immunotherapeutic strat-
egy (10, 25). Although infectivity of RRV in DC has not been
characterized, in vitro studies demonstrate that RRV can in-
fect murine macrophage (17). We therefore reasoned that
HIV-1(RRV) might efficiently transduce mouse DC. This ap-
peared to be the case (Table 4). The RRV-pseudotyped vec-
tors could efficiently transduce bone marrow-derived prema-
ture DC from BALB/c and C57BL/6 mice. Since FIV(RRV)
causes less cytotoxicity in comparison to FIV(VSV-G) after
systemic delivery (15), in vivo administration of HIV-1(RRV)
may be a useful tool in immunotherapeutic strategies.

In conclusion, HIV-1 virions can be pseudotyped with RRV
and SFV glycoproteins, and stable HIV packaging lines pro-
ducing HIV-1(RRV) and HIV-1(SFV), equivalent in titer to
transient production, were established. HIV-1(RRV) virions
derived from STAR cells display characteristics, such as resis-
tance to inactivation in fresh human sera, good stability at
37°C, and efficient concentration by ultracentrifugation, that
would be advantageous in ex vivo and in vivo experiments.
Furthermore, HIV-1(RRV) can be used to transduce cells
from many species, including murine DC. Our data, however,
indicate that the cellular receptor(s) for RRV is not as ubiq-
uitous as that of VSV-G. Identification of the cellular recep-
tor(s) for RRV will be helpful for a better understanding of
how HIV-1(RRV) can be applied in the future.

ACKNOWLEDGMENTS

This work was supported by Cancer Research UK, the Medical
Research Council UK, the Biotechnology and Biological Sciences Re-
search Council, and Oxford BioMedica (UK) Ltd.

1770 STRANG ET AL. J. VIROL.



REFERENCES

1. Arai, T., K. Matsumoto, K. Saitoh, M. Ui, T. Ito, M. Murakami, Y. Kanegae,
I. Saito, F.-L. Cosset, Y. Takeuchi, and H. Iba. 1998. A new system for
stringent, high-titer vesicular stomatitis virus G protein-pseudotyped retro-
virus vector induction by introduction of Cre recombinase into stable pre-
packaging cell lines. J. Virol. 72:1115–1121.

2. Beyer, W. R., M. Westphal, W. Ostertag, and D. von Laer. 2002. Oncoret-
rovirus and lentivirus vectors pseudotyped with lymphocytic choriomeningi-
tis virus glycoprotein: generation, concentration, and broad host range. J. Vi-
rol. 76:1488–1495.

3. Blaese, R. M., K. W. Culver, A. D. Miller, C. S. Carter, T. Fleisher, M.
Clerici, G. Shearer, L. Chang, Y. Chiang, P. Tolstoshev, J. J. Greenblatt, S.
A. Rosenberg, H. Klein, M. Berger, C. A. Mullen, W. J. Ramsey, L. Muul, R.
A. Morgan, and W. F. Anderson. 1995. T-lymphocyte directed gene therapy
for ADA-SCID: initial trial results after 4 years. Science 270:480.

4. Bordignon, C., L. D. Notarangelo, N. Nobili, G. Ferrari, G. Casorati, P.
Panina, E. Mazzolari, D. Maggioni, C. Rossi, P. Servida, A. G. Ugazio, and
F. Mavilio. 1995. Gene therapy in peripheral blood lymphocytes and bone
marrow for ADA-immunodeficient patients. Science 270:470–475.

5. Burns, J. C., T. Friedmann, W. Driever, M. Burrascano, and J. K. Yee. 1993.
Vesicular stomatitis virus G glycoprotein pseudotyped retroviral vectors:
concentration to very high titer and efficient gene transfer into mammalian
and nonmammalian cells. Proc. Natl. Acad. Sci. USA 90:8033–8037.

6. Cavazzana-Calvo, M., S. Hacien-Bey, G. de Saint Basile, F. Gross, E. Yvon,
P. Nusbaum, F. Selz, C. Hue, S. Certain, J. L. Casanova, P. Bousso, F. L.
Deist, and A. Fischer. 2000. Gene therapy of human severe combined im-
munodeficiency (SCID)-X1 disease. Science 288:669–672.

7. Demaison, C., K. Parsley, G. Brouns, M. Scherr, K. Battmer, C. Kinnon, M.
Grez, and A. J. Thrasher. 2002. High-level transduction and gene expression
in hematopoietic repopulating cells using a human imunodeficiency [sic]
virus type 1-based lentiviral vector containing an internal spleen focus form-
ing virus promoter. Hum. Gene Ther. 13:803–813.

8. DePolo, N. J., C. E. Harkleroad, M. Bodner, A. T. Watt, C. G. Anderson, J. S.
Greengard, K. K. Murthy, T. W. Dubensky, Jr., and D. J. Jolly. 1999. The
resistance of retroviral vectors produced from human cells to serum inacti-
vation in vivo and in vitro is primate species dependent. J. Virol. 73:6708–
6714.

9. DePolo, N. J., J. D. Reed, P. L. Sheridan, K. Townsend, S. L. Sauter, D. J.
Jolly, and T. W. Dubensky, Jr. 2000. VSV-G pseudotyped lentiviral vector
particles produced in human cells are inactivated by human serum. Mol.
Ther. 2:218–222.

10. Esslinger, C., P. Romero, and H. R. MacDonald. 2002. Efficient transduction
of dendritic cells and induction of a T-cell response by third-generation
lentivectors. Hum.Gene Ther. 13:1

11. Firat, H., V. Zennou, F. Garcia-Pons, F. Ginhoux, M. Cochet, O. Danos, F.
Lemonnier, P. Langlade-Demoyen, and P. Charneau. 2002. Use of a lenti-
viral flap vector for induction of CTL immunity against melanoma. Perspec-
tives for immunotherapy. J. Gene Med. 4:38–45.

12. Griffin, D. E. 2001. Alphaviruses, p. 917–963. In D. M. Knipe, P. M. Howley,
D. E. Griffin, et al. (ed.), Fields virology, 4th ed. Lippincott Williams &
Wilkins, Philadelphia, Pa.

13. Ikeda, Y., Y. Takeuchi, F. Martin, F. L. Cosset, K. Mitrophanous, and M.
Collins. 2003. Continuous high-titer HIV-1 vector production. Nat. Biotech-
nol. 21:569–572.

14. Kahl, C. A., J. Marsh, J. Fyffe, D. A. Sanders, and K. Cornetta. 2004. Human
immunodeficiency virus type 1-derived lentivirus vectors pseudotyped with
envelope glycoproteins derived from Ross River virus and Semliki Forest
virus. J. Virol. 78:1421–1430.

15. Kang, Y., C. S. Stein, J. A. Heth, P. L. Sinn, A. K. Penisten, P. D. Staber,
K. L. Ratliff, H. Shen, C. K. Barker, I. Martins, C. M. Sharkey, D. A.
Sanders, P. B. McCray, Jr., and B. L. Davidson. 2002. In vivo gene transfer

using a nonprimate lentiviral vector pseudotyped with Ross River Virus
glycoproteins. J. Virol. 76:9378–9388.

16. Lam, J. S., M. E. Reeves, R. Cowherd, S. A. Rosenberg, and P. Hwu. 1996.
Improved gene transfer into human lymphocytes using retroviruses with the
gibbon ape leukemia virus envelope. Hum. Gene Ther. 7:1415–1422.

17. Linn, M. L., J. G. Aaskov, and A. Suhrbier. 1996. Antibody-dependent
enhancement and persistence in macrophages of an arbovirus associated
with arthritis. J. Gen. Virol. 77:407–411.

18. Loser, P., G. S. Jennings, M. Strauss, and V. Sandig. 1998. Reactivation of
the previously silenced cytomegalovirus major immediate-early promoter in
the mouse liver: involvement of NF
B. J. Virol. 72:180–190.

19. Mastromarino, P., C. Conti, P. Goldoni, B. Hauttecoeur, and N. Orsi. 1987.
Characterization of membrane components of the erythrocyte involved in
vesicular stomatitis virus attachment and fusion at acidic pH. J. Gen. Virol.
68:2359–2369.

20. Metharom, P., K. A. O. Ellem, C. Schmidt, and M. Q. Wei. 2001. Lentiviral
vector-mediated tyrosinase-related protein 2 gene transfer to dendritic cells
for the therapy of melanoma. Hum. Gene Ther. 10:2203–2213.

21. Morizono, K., G. Bristol, Y. M. Xie, S. K. Kung, and I. S. Chen. 2001.
Antibody-directed targeting of retroviral vectors via cell surface antigens.
J. Virol. 75:8016–8020.

22. Murphy, J. C., W. Fischle, E. Verdin, and J. H. Sinclair. 2002. Control of
cytomegalovirus lytic gene expression by histone acetylation. EMBO J. 21:
1112–1120.

23. Naldini, L., U. Blomer, P. Gallay, D. Ory, R. Mulligan, F. H. Gage, I. M.
Verma, and D. Trono. 1996. In vivo gene delivery and stable transduction of
nondividing cells by a lentiviral vector. Science 272:263–267.

24. Overbaugh, J., A. D. Miller, and M. V. Eiden. 2001. Receptors and entry
cofactors for retroviruses include single and multiple transmembrane-span-
ning proteins as well as newly described glycophosphatidylinositol-anchored
and secreted proteins. Microbiol. Mol. Biol. Rev. 65:371–389.

25. Palmowski, M. J., L. Lopes, Y. Ikeda, M. Salio, V. Cerundolo, and M. K.
Collins. 2004. Intravenous injection of a lentiviral vector encoding N.Y.-
ESO-1 induces an effective CTL response. J. Immunol. 172:1582–1587.

26. Relander, T., A. C. M. Brun, K. Olsson, L. Pedersen, and J. Richter. 2002.
Overexpression of gibbon ape leukemia virus (GALV) receptor (GLVR1)
on human CD34� cells increases gene transfer mediated by GALV
pseudotyped vectors. Mol. Ther. 6:400–406.

27. Sallusto, F., and A. Lanzavecchia. 1994. Efficient presentation of soluble
antigen by cultured human dendritic cells is maintained by granulocyte/
macrophage colony-stimulating factor plus interleukin 4 and downregulated
by tumor necrosis factor alpha. J. Exp. Med. 179:1109–1118.

28. Schlegel, R., T. S. Tralka, M. C. Willingham, and I. Pastan. 1983. Inhibition
of VSV binding and infectivity by phosphatidylserine: is phosphatidylserine
a VSV-binding site? Cell 32:639–646.

29. Sharkey, C. M., C. L. North, R. J. Kuhn, and D. A. Sanders. 2001. Ross River
virus glycoprotein-pseudotyped retroviruses and stable cell lines for their
production. J. Virol. 75:2653–2659.

30. Song, W., H. L. Kong, H. Carpenter, H. Torii, R. Granstein, S. Rafii, M. A.
Moore, and R. G. Crystal. 1997. Dendritic cells genetically modified with an
adenovirus vector encoding the cDNA for a model antigen induce protective
and therapeutic antitumor immunity. J. Exp. Med. 186:1247–1256.

31. Strang, B. L., Y. Ikeda, F. L. Cosset, M. K. Collins, and Y. Takeuchi. 2004.
Characterization of HIV-1 vectors with gammaretrovirus envelope glycopro-
teins produced from stable packaging cells. Gene Ther. 11:591–598.

32. Strauss, J. H., and E. G. Strauss. 1994. The alphaviruses: gene expression,
replication, and evolution. Microbiol. Rev. 58:491–562.

33. Zufferey, R., T. Dull, R. J. Mandel, A. Bukovsky, D. Quiroz, L. Naldini, and
D. Trono. 1998. Self-inactivating lentivirus vector for safe and efficient in vivo
gene delivery. J. Virol. 72:9873–9880.

34. Zufferey, R., D. Nagy, R. J. Mandel, L. Naldini, and D. Trono. 1997. Multiply
attenuated lentiviral vector achieves efficient gene delivery in vivo. Nat.
Biotechnol. 15:871–875.

VOL. 79, 2005 HIV-1 PSEUDOTYPED WITH RRV AND SFV GLYCOPROTEINS 1771


