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Gene transfer into quiescent T and B cells is of importance for gene therapy and immunotherapy approaches
to correct hematopoietic disorders. Previously, we generated lentiviral vectors (LVs) pseudotyped with the
Edmonston measles virus (MV) hemagglutinin and fusion glycoproteins (Hgps and Fgps) (H/F-LVs), which,
for the first time, allowed efficient transduction of quiescent human B and T cells. These target cells express
both MV entry receptors used by the vaccinal Edmonston strain, CD46 and signaling lymphocyte activation
molecule (SLAM). Interestingly, LVs pseudotyped with an MV Hgp, blind for the CD46 binding site, were
completely inefficient for resting-lymphocyte transduction. Similarly, SLAM-blind H mutants that recognize
only CD46 as the entry receptor did not allow stable LV transduction of resting T cells. The CD46-tropic LVs
accomplished vector-cell binding, fusion, entry, and reverse transcription at levels similar to those achieved by
the H/F-LVs, but efficient proviral integration did not occur. Our results indicate that both CD46 and SLAM
binding sites need to be present in cis in the Hgp to allow successful stable transduction of quiescent
lymphocytes. Moreover, the entry mechanism utilized appears to be crucial: efficient transduction was observed
only when CD46 and SLAM were correctly engaged and an entry mechanism that strongly resembles mac-
ropinocytosis was triggered. Taken together, our results suggest that although vector entry can occur through
the CD46 receptor, SLAM binding and subsequent signaling are also required for efficient LV transduction of

quiescent lymphocytes to occur.

Measles virus (MV) belongs to the paramyxoviridae family
and is the causative agent of measles disease. It has two enve-
lope glycoproteins (gp’s), the hemagglutinin (H) and fusion (F)
glycoproteins (Hgp and Fgp, respectively), which mediate re-
ceptor binding and fusion, respectively (28, 29). Signaling lym-
phocyte activation molecule (SLAM) (CD150) is the receptor
for both clinical isolates and vaccine strains (49, 55). However,
vaccine strains like Edmonston (Edm) have gained, in addition
to entry through the SLAM receptor, entry through the CD46
receptor after their adaptation in SLAM-negative cells (25,
54). Moreover, recent findings suggest the existence of a third
MV receptor in epithelial cells (54). CD46 is a complement-
regulatory molecule expressed on all human nucleated cells
(27), whereas SLAM is constitutively expressed at the surfaces
of some T and B cell subsets and upregulated upon prolifera-
tion of T and B lymphocytes and mature dendritic cells (DCs)
(3, 8). The cellular distribution of SLAM determines lymphoid
tropism and explains in part the immunosuppressive character
of measles virus.

Importantly, even though wild-type and vaccine MV strains
have been extensively studied at the levels of virulence (55),
immunosuppression, and immune response (4, 21, 36) and the
crystal structures of CD46 and SLAM receptor binding to MV
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hemagglutinin have recently been elucidated (7, 17, 41), there
are still few data about the roles of the CD46 and SLAM
receptors in the process of MV entry. Furthermore, although
MYV is thought to enter the cell by pH-independent fusion at
the plasma membrane, recent findings with other paramyxovi-
ruses, like Nipah virus, raise the possibility of macropinocytosis
as an entry route (35). Moreover, other viruses, such as vac-
cinia virus (19, 32), HIV (53), and adenovirus 3 (Ad3) (2, 46),
exploit this route for entry into target cells (33).

We recently engineered lentiviral vectors (LVs) carrying
Edm Hgp and Fgp at their surfaces (H/F-LVs), which con-
served the original MV Edm tropism through CD46 and
SLAM receptors. These were the first LVs to allow efficient
transduction of quiescent human T cells and healthy and can-
cer B cells without inducing entry into the cell cycle (10, 11,
26). Gene transfer into quiescent T and B cells has great
potential for gene therapy and immunotherapy approaches
(12). Interestingly, although all human primary lymphocytes
express the CD46 receptor, H/F-LVs achieve efficient trans-
duction only if the SLAM receptor is coexpressed on these
cells. Indeed, H/F-LV transduction efficiency correlated tightly
with SLAM expression levels on primary lymphocytes, as re-
ported by us (10-12). In contrast, SLAM and CD46 coexpres-
sion is not a requirement for the transduction of human cell
lines. Interestingly, we have shown that cotransduction of H/F-
LVs and vesicular stomatitis virus G (VSV-G) LVs to quies-
cent B or T cells does not trigger or facilitate VSV-G LV entry,
strongly suggesting that the two different vector pseudotypes
exploit different entry mechanisms in these cells. Thus, the
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FIG. 1. Generation of singly SLAM- and CD46-tropic measles virus gp-pseudotyped lentiviral vectors. (A) Freshly isolated unstimulated T cells
(CD3™"), B cells (CD19™), and monocytes (CD14") were transduced with H/F-LVs (Edmonston strain) encoding GFP (MOI of 10). Three days
posttransduction, the cells were analyzed for GFP expression by FACS (left plots). Before transduction, surface expression of the two measles virus
receptors SLAM and CD46 was analyzed by FACS in T cells, B cells, and monocytes. (B) Schematic representation of the different MV
hemagglutinin gp’s (Hgps) and the fusion gp (Fgp). Edm Hgp contains binding residues for both SLAM and CD46 (H). CD46-tropic mutant Hgps
were engineered by mutating one residue of Edm Hgp responsible for fusion to or entry through SLAM (R533A; Ha533). SLAM-tropic Hgps were
derived from Edm H by ablation of one residue responsible for binding/fusion through CD46 (Y481A; Ha481) or from clinical strains (H-D4 and
H-C2). In order to obtain efficient Hgp and Fgp incorporation into LV cores, 24 aa (A24) and 30 aa (A30) of the cytoplasmic tails (CT) were deleted
from the Hgps and Fgp, respectively. Black and white exes indicate differences in the amino acids of H-D4 and H-C2 from those for Edmonston
H. Black exes mark differences in amino acids between H-D4 and H-C2. White exes indicate identical amino acids for H-D4 and H-C2. TM,
transmembrane region. (C) 293T cells, expressing the CD46 receptor (CD46-Rc), and CHO-SLAM cells, expressing the SLAM receptor
(SLAM-Rc), were transduced with the different MV gp-pseudotyped LVs (H/F-, H-C2/F-, H-D4/F-, Ha481/F-, and Ha533/F-LVs; MOI = 0.3).
Three days after transduction, cells were evaluated for GFP expression by FACS. FSC, forward side scatter. (D) Immunoblots of lentiviral particles
displaying H-D4, Ha481, Ha533, or Edm H (H) at their surfaces. LVs were purified over a sucrose cushion by ultracentrifugation. The upper part
of the membrane was stained with a monoclonal antibody against the ectodomain of H, and the lower part of the membrane was stained with
anti-HIV p24 antibody directed against the capsid.

H/F-LVs can surmount restrictions for transduction of resting MATERIALS AND METHODS

T cells that VSV-G LVs cannot (10). Since these H/F-LVs are
able to transduce completely quiescent human lymphocytes, it
was important to elucidate the roles of the CD46 and SLAM

Plasmids and vector production. Edm Hgp is from the Edmonston vaccine
strain. Hgps from the clinical strains C2 and D4 (H-C2 and H-D4 [also called
Hclin], respectively), were used to generate the SLAM-restricted vectors (Hclin/
F-LVs). CD46-blind and SLAM-blind Hgps (Ha481 and Ha533) (Fig. 1B) were

receptors in the transduction process of MV-LVs in these
quiescent primary cells, because these are valuable tools for
gene therapy (12) and they might shed light on vaccinal MV
entry into these immune cells. We used vectors pseudotyped
with MV glycoproteins carrying mutations in residues of the
Hgp which eliminate binding to SLAM or CD46 to study the
different steps of lentiviral transduction. Here, we show that
both the CD46 and SLAM receptors are indispensable to
achieve efficient gene transfer and integration into primary
quiescent T lymphocytes. By the use of the clinical strain Hgp
in which residues were mutated to gain binding to the CD46
receptor, we determined that a successful entry leading to
stable integration occurs only if CD46- and SLAM-binding
residues are present in cis in the Hgp. Finally, inhibition of
H/F-LV entry into quiescent T cells by several drugs supported
the hypothesis that entry into these cells could occur through
macropinocytosis.

generated from Edm Hgp by introduction of the Y481N and R533A mutations,
respectively. The H-D4-YG gp was generated from H-D4 by PCR using primers
containing the N481Y and E492G mutations. All Hgps and Fgp are inserted into
pCG plasmids under the control of the cytomegalovirus early promoter. Cyto-
plasmic tails of all Hgps and Fgps were deleted by truncation of 24 and 30 amino
acids (aa), respectively. The pPCMV-G plasmid was described previously (31).
Self-inactivating HIV-1-derived vectors were generated by transient transfec-
tion of 293T cells in Dulbecco’s modified Eagle’s medium (DMEM) (Invitrogen)
as described previously (11). Briefly, for codisplay of the different Hgps and Fgps,
3 g of each envelope plasmid was transfected together with a Gag-Pol packag-
ing plasmid and a plasmid encoding a lentiviral vector expressing green fluores-
cent protein (GFP) (self-inactivating [SIN]-HIVSFFVGFP) or murine red flu-
orescent protein (mRFP) (SIN-HIVSFFVmREFP). After 18 h of transfection, the
medium was replaced by Opti-MEM supplemented with HEPES (Invitrogen).
Viral supernatants were harvested 48 h after transfection and filtered. The
vectors were concentrated at low speed by overnight centrifugation of the viral
supernatants at 3,000 X g at 4°C. Infectious titers (in transduction units [TU]/ml)
were determined by fluorescence-activated cell sorting (FACS) of target cells
using serial dilutions of the supernatants added to the appropriate target cell
(CHO-SLAM or 293T cells for SLAM- or CD46-tropic vectors, respectively).
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Transduction protocols. Adult peripheral blood samples, obtained from
healthy donors after informed consent, were collected in acid citrate dextrose.
Human peripheral blood T and B lymphocytes and monocytes were isolated by
negative selection using Rosette Sep (Stem Cell Technologies) to avoid cell
activation. Depending on the experiment, cells were immediately seeded for
transduction in RPMI 1640 medium (Invitrogen) supplemented with 10% fetal
calf serum (FCS) (HyClone) and penicillin-streptomycin (Invitrogen), or they
were prestimulated. B cell prestimulation consisted of the addition of Staphylo-
coccus aureus Cowan (SAC; 0.001%; Calbiochem)-interleukin 2 (IL-2) (1 ng/ml;
Sigma-Aldrich) for 24 h. T cells were either preactivated for 3 days with recom-
binant IL-7 (rIL-7; 10 ng/ml; BD Biosciences) or stimulated through the T cell
receptor (TCR) by anti-human CD3 (anti-hCD3; 1 pg/ml; BD Biosciences)-anti-
hCD28 (1 pg/ml; BD Biosciences)-IL-2 (1 ng/ml; Preprotech). For transduction,
SEA4 to 1ES cells were seeded in 48-well plates in RPMI 1640-10% FCS medium,
and concentrated vector supernatants were added at multiplicities of infection
(MOIs) of 5 to 10, as indicated below. The transduction efficiency of vectors
(percent GFP™ cells) was assessed by FACS 72 h after transduction. For some
experiments, cells were washed 3 times in phosphate-buffered saline (PBS) at day
3 of transduction and kept in culture for up to 12 days, either by the addition of
rhIL-2 for T cells or by coculture of B cells with MS5 feeder cells as previously
described (10).

Antibodies. Unconjugated and phycoerythrin (PE)-labeled anti-hCD150
(clone IPO-3) were from eBioscience. Anti-hCD46-PE, anti-hCD3-allophyco-
cyanin (APC), anti-hCD19-APC, and anti-hCD14-APC were purchased from
BD Biosciences. Anti-CD46 (clone 13/42) was a kind gift from Jiirgen Schneider-
Schaulies (Wiirzburg, Germany).

DNA extraction, Q-PCR, and Alu-PCR. DNA was extracted using the QIAamp
DNA minikit (Qiagen) or with NucleoSpin tissue XS (Macherey-Nagel) for less
than 5E4 cells by following the manufacturer’s instructions. All primer sequences
and PCR conditions for quantitative PCR (Q-PCR) and Alu-PCR (a DNA
fingerprinting technique based on the simultaneous analysis of many genomic
loci flanked by Alu repetitive elements) were previously described (10). Briefly,
total vector LTR sequences were quantified by Sybr green Q-PCR using
GAPDH (glyceraldehyde-3-phosphate dehydrogenase) as a housekeeping gene
in the StepOne Fast cycler (Applied Biosystems). The number of copies of long
terminal repeats (LTRs) per cell was calculated by dividing the absolute number
of LTR sequences by the number of copies of the GAPDH gene in each sample
duplicate. Vector integration in the cell genome was assessed by Alu-PCR as
previously described (10). Briefly, a first PCR step was performed using a for-
ward primer that recognizes genome Alu sequences and a reverse primer that
hybridizes within the vector. Then, 10 pl of the first PCR mixture was subjected
to a second PCR using forward and reverse primers recognizing the vector 5’
LTR. PCR products were loaded onto 1% agarose gels and the band intensities
measured in a UV transilluminator (Gene Flash; Syngene Biolmaging) using
Gene Tools analysis software (version 3.08E; Syngene). The GAPDH house-
keeping gene was used as loading control.

Western blot analysis. HIV-GFP vectors pseudotyped with different Hgps and
Fgps were purified by ultracentrifugation over a sucrose cushion. Subsequently,
viral H was detected by Western blotting with an antibody recognizing the H
ectodomain; incubation with an anti-HIV p24 antibody was used to reveal HIV
capsid (CA).

Receptor blocking assay. T or B cells (1ES) were seeded in 48-well plates and
incubated for 2 h with anti-CD46 (clone 13/42) and/or anti-SLAM (IPO-3;
eBioscience) antibodies prior to infection. Concentrated viral supernatants were
added to the cells at an MOI of 10, and 3 days later, DNA was extracted for
Q-PCR and transduction efficiency was analyzed by FACS.

Transcomplementation assays. Freshly isolated, nonstimulated T cells (1E5)
were simultaneously transduced with the CD46-tropic vector (Ha533/F-LV) ex-
pressing GFP and with the SLAM-tropic vector (Hclin/F-LV) expressing mRFP,
both at an MOI of 5. Three days later, the percentages of GFP- versus mRFP-
positive cells were measured by FACS.

Binding assay. A binding assay was performed on transduced unstimulated T
cells or after a 3-day prestimulation of T cells with rhIL-7 (BD Biosciences) or
with anti-CD3-anti-CD28-rhIL-2. Briefly, equivalent amounts of the different
vectors, as determined by their p24 content, were added to SE4 quiescent T cells
for 1 h at 4°C. Cells were washed four times in PBS, and the level of vector
binding to cells was determined by measuring p24 antigen by enzyme-linked
immunosorbent assay (ELISA) according to the manufacturer’s instructions
(RetroTek- Zeptomatrix, Buffalo, NY).

BlaM-Vpr fusion assay. The BlaM-Vpr fusion assay monitors penetration into
the cytosol by pH-independent HIV-1 viral cores that contain a BlaM-Vpr fusion
protein and was performed as described previously (57). The different H/F-LV
pseudotypes were produced as described above, with a single modification,
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namely, the extra inclusion of 6 g of plasmid encoding the BlaM-Vpr fusion
protein during the transfection. Briefly, target T cells were washed with CO,-
independent medium and loaded with the CCF2 fluorescent substrate (Invitro-
gen), washed, and then infected with the BlaM-Vpr-containing lentiviral vectors.
Cytosolic delivery of BlaM-Vpr by vector-cell fusion is monitored in this assay by
cleavage of the cytoplasm-trapped fluorescent substrate (CCF2) in the target
cell. This results in a shift in the emission wavelength from 518 nm (green) to 447
nm (blue) after excitation at 409 nm by FACS. Virus-cell fusion is readily
quantified in this assay by calculating the ratio of blue to green signals in the cells.

Entry inhibition assay. 5-(N-Ethyl-N-isopropyl) amiloride (EIPA; 100 mM in
dimethyl sulfoxide [DMSO]), LY294002 (50 mM in DMSO), blebbistatin (100
mM in DMSO), cytochalasin (2.5 mM), and nocodazole (17 mM in DMSO)
stock solutions were prepared (Sigma). Briefly, 1ES freshly isolated, nonstimu-
lated T cells were incubated with 1E—3, 1E—4, and 1E—5 dilutions of each
inhibitor for 30 min at 37°C. The different vectors were added and incubated for
1 h at 37°C. Following this step, cells were washed twice with PBS and one-third
of the cells were kept in RPMI 1640-10% FCS for a further 3 days to measure
transduction efficiency, while two-thirds of the cells were immediately pelleted
for DNA extraction and Q-PCR.

RESULTS

Transduction efficiency of MV LVs correlates with SLAM
expression on human primary cells. The Edmonston (Edm)
vaccine strain of measles virus can infect target cells either
through CD46 or SLAM receptors (55). By pseudotyping len-
tiviral vectors with Edm Hgps and Edm Fgps, we generated
H/F-LVs capable of transducing cell lines expressing only the
CD46 or SLAM receptor (11) (Fig. 1C). However, as we have
previously reported, this is not the case for primary T and B
cells, in which H/F-LVs require the presence of both CD46 and
SLAM on the target cell for an efficient transduction (10, 11).
Likewise, here we show the same need by H/F-LVs for both
receptors in freshly isolated resting mononuclear cells. Hu-
man peripheral blood B cells, T cells, and monocytes were
isolated and immediately transduced with H/F-LVs for 3
days without the addition of cytokines. H/F-LVs transduced
approximately 50% of B cells and approximately 30% of T
cells, coinciding with the percentages of cells expressing
SLAM. In contrast, unstimulated monocytes were not trans-
duced with H/F-LVs, coinciding with the lack of SLAM
receptor expression (Fig. 1A).

In order to study the roles of SLAM and CD46 in the
transduction of human lymphocytes, we generated a series of
LVs pseudotyped with different Hgps (Fig. 1B): (i) Edm Hgp,
which contains residues binding to both SLAM and CD46 and
was previously characterized (H/F-LVs [11]); (ii) SLAM-tropic
Hgps derived from clinical strains (H-C2/F-LVs and H-D4/F-
LVs) (23, 37) or from Edm H by ablation of one residue
responsible for binding/fusing through CD46 (Y481A; Ha481/
F-LVs) (52); and (iii) a CD46-tropic H mutant in which one
residue of Edm Hgp responsible for fusion/entry through
SLAM was ablated (R533A; Ha533/F-LVs) (24, 34). In order
to obtain efficient Hgp and Fgp incorporation into LV cores,
deletions of 24 aa and 30 aa of the cytoplasmic tails of all Hgps
and Fgps, respectively, were engineered (Fig. 1B). Table 1
contains the titers of all MV gp LV pseudotypes. As shown in
Fig. 1C and Table 1, SLAM-tropic vectors can transduce only
CHO-SLAM cells, giving infectious titers between 2.7E6 and
6.6E6 TU/ml, whereas CD46-tropic vectors (Ha533/F-LVs)
gave titers only on CD46" 293T cells ranging from 6ES5 to 1E6
TU/ml. In contrast, the initial H/F-LVs efficiently transduce
CHO-SLAM and 293T cell lines. Of note, SLAM- or CD46-
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TABLE 1. Titers of MV-derived LVs*

Mean titer = SD (TU/ml) on:

Vector (100x
concentrated)® 293T cells

(n=10)

CHO-SLAM
cells (n = 6)

H/F-LV (H A24 aa/F 6.5E06 = 1.3E06 1.3E07 = 3.9E06
A30 aa)
Ha533/F-LV (H A24 aa

Ha533/F A30 aa)

9.0E05 = 3.3E05 0.0 0.0

H-C2/F-LV (H A24 0.0 £0.0 9.0E06 = 1.3E07
aa-C2/F A30 aa)

H-D4/F-LV (H A24 0.0 0.0 7.0E06 = 1.4E06
aa-D4/F A30 aa)

Ha481/F-LV (H A24 0.0 £0.0 1.7E07 = 1.4E07

aa-Ha481/F A30 aa)

¢ Supernatants of 293T producer cells were harvested and concentrated 100-
fold by low-speed centrifugation. Infectious titers were assessed by the addition
of serial dilutions of each vector preparation to the appropriate target cell. For
each vector, the percentage of GFP™ cells was analyzed at day 3 posttransduc-
tion. The titers of the SLAM-tropic vectors H-C2/F-LV, H-D4/F-LV, and Ha481/
F-LV were determined on CHO-SLAM cells, whereas the titer of the CD46-
tropic vector Ha533/F-LV was determined on 293T cells. The titer of the CD46-
and SLAM-tropic H/F vector was determined on both 293T and CHO-SLAM
cells. Titers are expressed as transduction units per ml (TU/ml).

> Hgp cytoplasmic tails carry a deletion of 24 aa; Fgps carry a 30-aa deletion.

tropic vectors showed slightly lower titers than H/F-LVs on
these two cell lines. However, only Ha481 gp showed a reduced
incorporation compared to that of Hgp on the lentiviral par-
ticles, as revealed by Western blot analysis (Fig. 1D).

We then used these validated CD46 and SLAM singly tropic
MYV LVs to dissect the role of SLAM and CD46 receptors in
efficient H/F-LV transduction of quiescent lymphocytes.

The simultaneous interaction of MV LVs with both CD46
and SLAM is required to achieve efficient and stable trans-
duction. In order to investigate the contribution of each of the
CD46 and SLAM receptors in H/F-LV transduction, human T
and B cells were purified by negative selection from peripheral
blood and prestimulated before transduction or immediately
transduced with CD46-tropic, SLAM-tropic, or CD46- and
SLAM-tropic H/F-LVs. As all SLAM-tropic LVs (H-C2/F,
H-D4/F, and Ha481/F) gave equivalent percentages of trans-
duction in primary resting and prestimulated B and T cells
(Fig. 2A and B), we chose for clarity to represent them collec-
tively under the name of Hclin/F-LVs. An MOI of 10 was used
for all of the vectors, taking into account the difference in titers
obtained with SLAM™ and CD46 ™ cell lines (Table 1). At day
3 after addition of the vectors, Hclin/F-LVs transduced quies-
cent T and B cells only very poorly, while Ha533/F (CD46-
tropic)-LVs showed a important decrease in transduction com-
pared to that of H/F-LVs, which use both receptors for
transduction (Fig. 2C and D). Hclin/F-LV is shown as a rep-
resentative member of SLAM-tropic vectors (Fig. 2A and B).
Upon 24 h of B cell receptor (BCR) stimulation, all LV pseu-
dotypes slightly increased the transduction levels in B cells
between 1.3 and 1.8 times (Fig. 2C), coinciding with an up-
regulation of the SLAM molecule (10). This is in agreement
with another report showing that LVs pseudotyped with clin-
ical-strain MV gp’s can transduce primary B cells to some
extent (14). As expected, VSV-G LVs remained inefficient in
BCR-stimulated B cells, as reported by us and others (10, 26,
45). For T cells, preactivation protocols using anti-CD3-anti-
CD28-rIL-2, which induces TCR stimulation and cell prolif-
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eration, render cells permissive to VSV-G LVs and increase
H/F-LV transduction 2- to 3-fold, coinciding with a surface
upregulation of the SLAM receptor (Fig. 2D and reference
11). Under these conditions, SLAM-tropic (Hclin/F) vectors
increase their T cell transduction efficiency 10 times, reaching
GFP levels of around 7%, while the CD46-tropic (Ha533/F)
vector showed almost a 2-fold-higher transduction (Fig. 2D). A
milder activation protocol using rhIL-7 that induces T cell
activation but no proliferation and no SLAM upregulation (11)
allowed transduction with VSV-G LVs and H/F-LVs but not
with Ha533/F- and Hclin/F-LVs (Fig. 2D). Of note, the same
superiority of H/F-LVs compared to their singly tropic coun-
terparts persists even at higher vector doses (data not shown).
Strikingly, upon long-term culture of T and B cells, we saw
3-fold and 4.5-fold reductions of GFP levels for Ha533/F-LVs
(percent GFP* expression on day 3, 13%, and on day 12, 3%)
and a decrease to nondetectable levels for Hclin/F-LVs (Fig.
2E and F). Overall, these data indicate that the singly CD46- or
SLAM-tropic H/F-LVs did not result in stable transduction of
quiescent T and B lymphocytes.

Blocking of the CD46 receptor on quiescent T cells abro-
gates H/F-LV entry. In order to get a better insight into the
roles of the measles virus receptors in H/F-LV transduction,
quiescent T and B cells were isolated and immediately incu-
bated with specific monoclonal antibodies (MAbs) against
CDA46 and/or SLAM receptors before transduction with H/F-
LVs. Of note, we had determined in previous assays that anti-
SLAM antibody does not block CD46 receptor interaction and
vice versa. Interestingly, the blocking of the CD46 receptor on
quiescent T and B cells completely abrogated H/F-LV trans-
duction, while blocking the SLAM receptor had no significant
effect. Blocking both receptors at the same time decreased
H/F-LV transduction almost completely (Fig. 3A). In addition,
we evaluated the effect of blocking the CD46 or SLAM recep-
tors at a postentry stage by quantification of reverse-tran-
scribed vector sequences. Importantly, blocking of CD46 alone
or together with SLAM led to a 90-fold reduction in total
H/F-LV-retrotranscribed LTR sequences compared to levels
with no antibody or with anti-SLAM antibody incubation (Fig.
3B). These results strongly suggest that interaction of H/F-LVs
with the CD46 receptor is indispensable for vector entry and
reverse transcription of proviral RNA in quiescent lympho-
cytes.

CD46-tropic MV gp LVs allow T cell binding fusion and
reverse transcription (RT) but do not permit stable transduc-
tion of quiescent T cells. To complement the receptor block-
ing experiment, we sought to investigate if the difference in
transduction observed with singly tropic vectors developed
as described above was at the level of virus-cell binding and
fusion or rather due to postentry events. First, the level of
binding of the different MV-derived vectors was determined
in quiescent T cells by incubation of the cells with equal
amounts of vectors, followed by extensive washes and de-
tection of p24 as a measure for cell-associated vector parti-
cles (Fig. 4A). To avoid virus-cell fusion, the assay was
performed at 4°C. In the case of Ha533/F-LV, we detected
high p24 levels for quiescent T cells, though this was lower
than for the H/F-LVs. In contrast, Hclin/F-LVs demon-
strated much less cell binding. Binding of H/F-LVs in rIL7-
stimulated T cells was equivalent to that in resting cells and
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FIG. 2. Singly CD46-tropic or SLAM-tropic LVs do not allow stable transduction of quiescent T and B cells. B cells (left graphs) and T cells
(right graphs) were purified from peripheral blood by negative selection. (A) Freshly isolated B cells were transduced either immediately or after
24 h of stimulation with SAC/IL-2 with SLAM-tropic vectors: H-C2/F, H-D4/F, and Ha481-LVs (grouped under the name Hclin/F-LVs).
(B) Unstimulated T cells, rIL-7-prestimulated T cells, or TCR (anti-CD3 [aCD3]-anti-CD28-rIL-2)-stimulated T cells were transduced with
SLAM-tropic vectors: H-C2/F, H-D4/F, and Ha481-LVs (grouped under the name Hclin/F). Transduction levels were analyzed 3 days after
transduction by FACS (means + standard deviations [SD]; n = 4). These unstimulated lymphocytes were immediately transduced with a
CD46-tropic Ha533/F-LV, the original CD46" SLAM-tropic H/F-LVs, and VSV-G-LVs at an MOI of 10, as determined on 293T cells.
Transductions of unstimulated B cells (C) and T cells (D) were performed with H/F-LVs or SLAM-tropic Hclin/F LVs at an MOI of 10, as
determined on CHO-SLAM (means + SD; n = 4). Identical transductions were performed on B cells prestimulated with SAC-rIL-2 for 48 h (C) or
on T cells prestimulated with rIL-7 or through the TCR (aCD3-aCD28-rIL-2) for 3 days (D). Transduction levels were analyzed 3 days after
transduction by FACS (means + SD; n = 4). (E and F) Short-term transduction (3 days) and long-term cultures (12 days) of the transductions
of unstimulated B and T cells, respectively. Transduced B cells were washed twice after transduction and cultured for 9 more days on MS5 feeder
cells and were then analyzed for GFP-expressing cells by FACS (E), while transduced T cells were washed twice and continued in RPMI 1640
medium supplemented with rIL-2 (10 ng/ml) for 9 more days before FACS analysis (F).

increased in TCR-stimulated T cells, in which SLAM is fusion with quiescent T cells by performing an assay that mon-
upregulated (data not shown). Importantly, Helin/F-LV sig- itors penetration into the cytosol by HIV cores that contain a
nificantly increased binding to TCR-stimulated T cells, BlaM-Vpr fusion protein (57). Cytosolic delivery of BlaM-Vpr
while Ha533/F-LVs gave equal levels of p24 in IL-7- or is monitored in this assay by cleavage of the cytoplasm-trapped
TCR-stimulated T cells, in agreement with constant surface fluorescent substrate CCF2, which results in a shift in the
CD46 expression (data not shown). emission wavelength from 518 nm (green) to 447 nm (blue)

Second, we investigated if all vectors could support efficient after excitation at 409 nm. Therefore, viral penetration into the
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FIG. 3. Blocking of the CD46 receptor abrogates H/F-LV transduction of quiescent T and B cells. Quiescent T and B cells were transduced
with H/F-LVs (MO, 10) in the absence or presence of anti-CD46 or anti-SLAM blocking antibodies (Ab) or a combination of both. (A) At day
2 after transduction, GFP expression in the B cell population was determined by FACS, while for T cells, transduction levels were analyzed at day
3 posttransduction. Transduction levels are presented as GFP expression relative to the H/F-LV transduction in the absence of antibody, set to
100% (means * SD; n = 3). (B) The amount of total retrotranscribed proviral DNA measured by LTR content was determined by Q-PCR as
described in Materials and Methods at 12 h posttransduction. The amount of LTR content is presented relative to the LTR content obtained upon
transduction with H/F-LVs in the absence of antibody (means * SD; n = 3).

cytosol is readily quantified in this assay by calculating the ratio
of blue to green signals in the cells. As shown in Fig. 4B, all
H/F- and Ha533/F-LVs support fusion levels equivalent to
those of the target T cells, while Hclin/F-LV and VSV-G-LVs
gave signal intensities that could not be discriminated from
that of the negative control using a vector particle not contain-
ing BlaM-Vpr.

Next, we determined the level of RT proviral DNA upon
vector incubation. To evaluate the efficacy of this postentry
step, genomic DNA from quiescent T cells was extracted after
transduction with equivalent amounts of H/F-, Ha533/F-, and
Hclin/F-LVs, and the total reverse-transcribed vector DNA
(total LTRs) was quantified by real-time PCR. In agreement
with transduction levels observed at day 3 posttransduction
(Fig. 2A), a significantly smaller amount of total RT LTRs was
detected for Hclin/F-LVs than for H/F-LVs (Fig. 4C). Intrigu-
ingly, the CD46-tropic vector gave total LTR levels similar to
those of H/F-LVs, albeit with a 9- to 20-fold-lower percentage
of GFP expression at day 12 than that of H/F-LVs (Fig. 2B
versus 4C).

Finally, we verified if the singly tropic vectors allowed stable
proviral integration into the genomes of quiescent T cells by
the Alu-PCR technique. Transduction of quiescent T cells was
performed at an MOI of 10. At day 3 posttransduction, cells
were washed and continued in culture in the presence of rIL-2
for 9 days. As shown in Fig. 4D, only H/F-LVs gave a signifi-
cant Alu-PCR signal at day 12 of culture. These findings un-
derline the lack of integration of Hclin/F-LVs and Ha533/
F-LV CD46-tropic vectors and explain the loss of GFP signal
in T and B cells upon long-term culture (Fig. 2D).

Overall, these experiments show that CD46-tropic and
CD46" SLAM-tropic H/F-LVs bind more efficiently to quies-
cent T cells than SLAM-tropic H/F-LVs. Moreover, the re-
duced transduction efficiency observed with SLAM-tropic vec-
tors is due to a defect in the fusion of the particles with the
target cells. The second major finding is that only H/F- and
Ha533/F-LVs can accomplish efficient entry and reverse tran-
scription. Third, the unique interaction of the vector with

CD46 does not support vector integration and therefore does
not lead to a stable transduction.

Both CD46 and SLAM binding sites must be present in H in
cis to allow efficient H/F-LV transduction of quiescent lympho-
cytes. We next speculated that cotransduction of a CD46-
tropic vector with a SLAM-tropic vector could lead to an
increased and stable transduction of the CD46-tropic vector by
providing SLAM downstream signaling in trans. Thus, we per-
formed cotransduction of quiescent T cells with Hclin/F-LV
expressing mRFP and Ha533/F-LV expressing GFP. The
H/F-LV control vector coded for mRFP. Three and 12 days
later, transduction efficiency was measured. As shown in Fig.
5A, cotransduction of quiescent T cells with CD46- or SLAM-
tropic vectors resulted in a small increase in the percentage of
GFP at day 12, but the transduction efficiency conferred by
H/F-LVs was far from achieved. Of note, cotransduction of
H/F-LVs encoding mRFP and Ha533/F-LVs encoding GFP
resulted in a strong reduction in transduction by H/F-LVs,
suggesting that Ha533/F-LV could act as a blocking agent for
H/F-LV binding to CD46. Finally, we hypothesized that CD46
binding could stabilize SLAM interaction and vice versa as an
explanation for the efficient transduction observed only with
H/F-LVs. We generated a SLAM/CD46 mutant by adding the
mutation N481Y (responsible for binding to CD46) to the
clinical strain H-D4 (44, 47). The mutation E492G present in
Edm strain’s Hgp was included in addition, as it has been
shown to stabilize CD46 binding, and the mutant is called
Hclin-YG herein (47). Indeed, this Hclin-YG/F-LVs gained
entry through the CD46 receptor expressed on 293T cells, and
titers obtained were equivalent to those of H/F-LVs on these
cells (Fig. 5B and data not shown).

Remarkably, Helin-YG/F-LVs transduced quiescent T cells
at the same levels as H/F-LVs (Fig. 5C). Moreover, both Hclin-
YG/F-LVs and H/F-LVs showed equal amounts of reverse-
transcribed total LTR sequences (Fig. 5D), and long-term cul-
ture of transduced cells demonstrated a stable true
transduction for Hclin-YG/F-LVs (Fig. 5C, lower graph).

In summary, SLAM and CD46 receptors most probably



VoL. 85, 2011 ENTRY OF MEASLES gp LVs INTO QUIESCENT LYMPHOCYTES 5981
Binding Fusion
A L B
45 - *k
el s 25
. 35- 25 20
E 30 3 %
D 251 28 15
o B
= 20 Se
N 15 g2 1Y
LEETE ’_I_‘ 2% (5.
5 ge
0 . , , g 00 .
No env HIF Ha533/F Hclin/F noBIam Ha533IF HcIlnIF VSVG
Vpr
C Reverse transcription D Integration
8 NS *k
+ 1.0E+04
[
©
[
£ 1.0E403
= 121bp | Alu-PCR
2 1.0E+02
=
-l
5 1.0E+01 , ‘ —T 120bp — e w—ive — GAPDH
2 NT HIF Ha533/F  Hclin/F
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were incubated with H/F-LVs, CD46-tropic LVs (Ha533/F) or SLAM-tropic LVs (Hclin/F) for 1 h at 4°C. As a control, cells were incubated with
lentiviral particles not displaying gp’s (no env). Cells were then washed extensively, and the amount of bound LVs was determined by measuring
the p24 content associated with the cells detected by ELISA (means + SD; n = 3). (B) Resting T cells were washed with CO,-independent medium
and loaded with the CCF2 fluorescent substrate, washed again, and then incubated with the BlaM-Vpr-containing lentiviral vector pseudotypes
H/F-LVs, Ha533/F-LVs, Hclin/F-LVs, and VSV-G-LVs. As a control, a lentivector without incorporation of BlaM-Vpr was used (noBlam Vpr).
Cytosolic delivery of BlaM-Vpr by vector-cell fusion is monitored in this assay by cleavage of the cytoplasm-trapped fluorescent substrate (CCF2)
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is readily quantified in this assay by calculating the ratio of blue to green signals in the cells (means + SD; n = 3). (C) Quiescent T cells were
transduced with H/F-, Ha533/F-, and Hclin/F-LVs at an MOI of 10 or incubated without a vector. The total amount of LTRs/cell in these
transduced quiescent T or B cells was determined at 3 days posttransduction. The specific primers used are described in Materials and Methods.
The numbers of total LTRs/cell are indicated on the y axis (means + SD; n = 3). NT, no transduction. (D) Quiescent T cells were transduced with
H/F-, Ha533/F-, and Hclin/F-LVs at an MOI of 10 and washed at day 3 of transduction, and their culture was continued in the presence of rIL-2.
A nested Alu-PCR of the DNA of transduced and nontransduced T cells at day 12 of culture was performed using specific primers (see Materials
and Methods). The PCR-specific band corresponding to the integrated vector sequence of 121 bp is detected only in H/F-LV-transduced quiescent
T cells. The PCR-specific band for the GAPDH housekeeping gene was used as the loading control. Where indicated, the results were analyzed

by a paired Student ¢ test. The levels of significance are indicated as follows: *, P < 0.05; #*, P < 0,005; and NS, not significant.

need to be stimulated by Hgp in a sterically defined manner
and by SLAM- and CD46-binding residues present in cis on
the Hgp. In this way, correct CD46 and SLAM downstream
signaling may be triggered and efficient transduction accom-
plished.

Quiescent T cell entry of H/F-LVs might occur through
macropinocytosis. Macropinocytosis is an actin-dependent up-
take mechanism physiologically exploited by several types of
cells, such as dendritic cells and macrophages, which can be
hijacked by pathogens (53). Several reports support the idea
that macropinocytosis can act as an entry route for many
pathogens, including viruses such as vaccinia virus (19, 32),
adenovirus (2, 46), HIV (30, 53), and the Nipah paramyxovirus
(35). In addition, it was reported that addition of soluble Edm
Hgp to cells induced internalization of the Edm H receptor
complex by macropinocytosis (9). In all these cases, specific
vector-receptor interactions are required to trigger macro-
pinocytosis. Thus, we explored the possibility that macropino-
cytosis could be the route of entry of H/F-LVs in quiescent T
cells, which might offer an explanation for the efficient trans-

duction observed in these cells exclusively with H/F-LV pseu-
dotypes. Thus, H/F-LV transduction was performed in quies-
cent T cells in the presence of a series of inhibitors related to
this entry pathway (Fig. 6A). The doses of each inhibitor were
set up in previous experiments according to the criteria of
maximum effect and minimum cellular toxicity, evaluated by
cell viability (Fig. 6A). As a measure for entry, total numbers
of RT proviral LTR sequences/cell were measured at 1 h post-
transduction, and the percentage of GFP was detected 3 days
after transduction (Fig. 6A and B). Importantly, H/F-LV entry
was inhibited in a dose-dependent manner by the macro-
pinocytosis-specific Na/H" exchange inhibitor 5-(N-ethyl-N-
isopropyl) amiloride (EIPA). Macropinocytosis requires actin
polymerization to facilitate changes in the cytoskeleton. In-
deed, H/F-LV entry was shown to be dependent on the actin
cytoskeleton and microtubule formation, as it was inhibited by
the respective inhibitors cytochalasin and nocodazole (Fig.
6A). Furthermore, inhibition of myosin II, required to effect
the closure of macropinosomes, by blebbistatin, which prevents
membrane blebbing, also decreased H/F-LV entry. As Ras
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escent T cells were transduced with H/F-LVs or Hclin/F-LVs, both expressing mRFP, and Ha533/F-LV, expressing GFP separately. In parallel,
a cotransduction of T cells was performed with Hclin/F-LVs expressing mRFP and Ha533/F-LV expressing GFP, or they were simultaneously
incubated with H/F-LVs encoding mRFP and Ha533/F-LV expressing GFP. Twelve days later, transduction efficiencies were analyzed by FACS
(means + SD; n = 3). (B) In the clinical strain H-D4 (Hclin), the mutations N481Y and E492G (Hclin-YG), responsible for stable CD46 binding
of the H from the Edmonston strain, were introduced. Transduction efficiencies of H/F-LVs, Hclin/F-LVs, and the Hclin-YG/F-LVs on CD46
receptor-expressing (293T) cells and on CHO-SLAM cells are presented (MOI = 0.2). (C) Quiescent T cells were incubated with H/F-, Hclin/F-,
and Hclin-YG/F-LVs (MOI = 10). Levels of transduction of quiescent T cells by the different pseudotypes were compared by FACS 3 days
posttransduction (means + SD; n = 3). MFI, mean fluorescence intensity. (D) Quiescent T cells were transduced with H/F-, Hclin/F-, and
Hclin-YG/F-LVs at an MOI of 10 or incubated without a vector. The total amount of LTRs/cell in these transduced quiescent T cells was
determined at 12 h posttransduction. The specific primers used are described in Materials and Methods. The number of total retrotranscribed

LTRs/cell is indicated in the y axis (means + SD; n = 3).

activation by receptor tyrosine kinases initiates the phosphati-
dylinositol-3-kinase pathway, which modulates the closure of
macropinosomes, the phosphoinositide-3 kinase (PI3K) inhib-
itor L'Y294002 should have an effect on viral entry if this occurs
through macropinocytosis. Indeed, we found that LY294002
inhibited H/F-LV entry completely, in accordance with en-
gagement of the macropinocytotic mechanism of entry (Fig.
6A). The broad-spectrum tyrosine kinase inhibitor genistein
affected H/F-LV entry, suggesting that tyrosine kinase activity
plays a role in H/F-LV entry in quiescent T cells. In terms of
transduction, H/F-LV was also inhibited by the addition of the
same drugs, albeit to a lesser extent, except that nocodazole
had no effect on transduction, possibly because the inhibitory
effect was lost over the following 3 days (Fig. 6B).
Interestingly, the CD46 (Ha533)- and SLAM (Hclin)-tropic
vectors did not seem to induce macropinocytosis, as their entry
was not inhibited by the EIPA drug at the concentrations that
affected H/F-LVs (Fig. 6C). Of importance, entry of the Hclin-
YG/F-LVs, engineered to recognize CD46 in addition to
SLAM, was inhibited by EIPA and demonstrated an inhibition
pattern similar to that of the H/F-LVs. Of note, H/F-LV trans-
duction was markedly reduced in Wiskott-Aldrich syndrome

(WAS) patient-derived cells, compared to that in cells of
healthy patients, since WAS cells are impaired in actin poly-
merization (48). Nevertheless, we detected 100% CD46 ex-
pression and 60 to 70% SLAM expression on WAS cells (data
not shown).

Taken together, these results suggest that macropinocytosis
may be a successful route of entry for H/F-LVs into quiescent
T cells that is triggered only by the interaction of an MV vector
displaying an Hgp carrying binding sites for both the CD46 and
SLAM receptors.

DISCUSSION

We and others have previously constructed lentiviral vectors
pseudotyped with H and F glycoproteins derived from the
Edmonston vaccine strain of MV (H/F-LVs) (11, 13). These
vectors allowed stable and efficient transduction of quiescent T
and B cells, which express both measles virus receptors and are
at present the only vectors capable of this effect (10-12). Here,
we sought to determine the roles of the MV receptors in the
H/F-LV transduction process of quiescent lymphocytes. By
using CD46-tropic MV LVs and receptor blocking assays, we
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FIG. 6. H/F-LVs might enter quiescent T cells through macropinocytosis. Unstimulated T cells were preincubated for 30 min at the indicated
concentrations with a specific macropinocytosis inhibitor (EIPA), inhibitors of the actin cytoskeleton (cytochalasin [CYTO]) and microtubule
formation (nocodazole [NOCQY), inhibitors of myosin II (blebbistatin), or an inhibitor of PI3 kinase (LY). GEN, genistein. Subsequently, the cells
were incubated with H/F-LVs in the presence of the inhibitors for 1 h (MOI = 10). (A) In the left axis, the total amount of retrotranscribed
LTRs/cell was measured after 1 h of incubation with the vectors, while the percentage of GFP-expressing cells was determined 3 days after
transduction, as shown in panel B. The right axis represents the viability of primary T cells upon incubation with the highest inhibitor drug
concentration. (C) Unstimulated T cells were preincubated for 30 min at the indicated concentrations with a specific macropinocytosis inhibitor
(EIPA), followed by an incubation in the presence of the EIPA inhibitor with H/F-LVs, a CD46-tropic LV (Ha533/F-LV), a SLAM-tropic LV
(Hclin/F-LV), and finally the SLAM-tropic LV that gained entry through the CD46 receptor (Hclin-YG/F-LV). The total amount of retrotran-
scribed LTRs/cell was measured after 1 h of incubation with the vectors. Where indicated, the results were analyzed by a paired Student ¢ test. The
levels of significance are indicated as followed: *, P < 0.05; **, P < 0,005, and NS, not significant.

found that vector-T cell binding, fusion, and reverse transcrip-
tion can occur by a unique interaction through CD46; however,
this did not result in final proviral integration. Indeed, in ad-
dition to CD46, SLAM engagement was needed for vector
integration into the host cell genome. Moreover, an efficient
transduction occurs only if the SLAM and CD46 receptors
bind to MV H containing binding residues for both receptors
in cis. Finally, we propose that high transduction efficiency is
observed only when CD46 and SLAM are correctly engaged
and that this triggers an entry mechanism that strongly resem-
bles macropinocytosis.

Our previous work already strongly suggested that H/F-LVs
need both CD46 and SLAM receptor binding to achieve a
stable and efficient transduction of T and B cells, which was
supported by multiple findings (11, 12, 26). First, we obtained
a high transduction level with H/F-LVs in IL-7-stimulated
CD46" SLAM™ adult T cells, while CD46" cord blood naive
T cells, which express SLAM at low levels, were barely trans-
duced. Second, in TCR-stimulated T cells, which resulted in
SLAM upregulation, a higher transduction level was observed.

Third, we obtained a higher transduction of quiescent memory
T cells than of naive T cells, which express SLAM at low levels
(8). We also detected a preferential transduction of quiescent
CD4" T cells, which express higher levels of SLAM than
CD8™ cells do (38). Finally, in a mixed peripheral blood mono-
nuclear cell (PBMC) population where B cells express larger
amounts of the SLAM receptor than T cells do, the former are
indeed consistently better transduced by H/F-LVs, despite
equivalent levels of CD46 expression (10). Here we show that,
in contrast to H/F-LVs, SLAM-tropic-only or CD46-tropic-
only vectors cannot efficiently transduce quiescent and acti-
vated/proliferating T and B cells. Likewise, treatment of T cells
with IL-7, which induces T cell cycle entry into G;b (51) with-
out SLAM upregulation (11), did not lead to an efficient trans-
duction of SLAM-tropic or CD46-tropic vectors. This means
that the SLAM-CD46 interaction cannot be replaced by cell
cycle entry into G;b, a requirement allowing classical VSV-G
LVs to transduce primary human T cells (22, 50, 51).
Moreover, the lack of T cell transduction by SLAM-tropic
vectors is not exclusively due to a low level of binding to the
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SLAM receptor (Fig. 4A) since some binding occurs particularly
upon SLAM upregulation induced by TCR engagement (data not
shown), but the latter stimulation still results in poor transduction
(Fig. 2B). It can rather be speculated that postentry events cannot
be accomplished in the absence of CD46 interaction and that
entry and fusion are less efficient (40). Indeed, SLAM-tropic
Hclin/F-LVs, like VSV-G-LVs, did not fuse efficiently with qui-
escent T cells. For VSV-G-LVs, it has already been reported by
Agosto et al. (1) that low-level binding and fusion lead to ineffi-
cient gene transfer into quiescent T cells. On the other hand,
CD46-tropic Ha533/F-LVs not only efficiently bound to the target
cells but also led to a high level of vector-T cell fusion and a high
number of RT vector sequences, but there was a lack of proviral
DNA integration. In agreement with the last finding, antibody
blocking of the CD46 receptor resulted in a strong decrease of
H/F-LV T cell transduction. Surprisingly, preincubation with a
blocking antibody against SLAM did not reduce H/F-LV trans-
duction, which might suggest that efficient H/F-LV transduction
of quiescent lymphocytes requires other Hgp-SLAM interactions
that are as yet undescribed. Importantly, transduction of the
CD46-tropic vector in the presence of SLAM activation/stimula-
tion in frans was far less than the transduction levels observed with
H/F-LV, suggesting that CD46 and SLAM must be engaged at a
certain conformation that would take place only when both bind-
ing sites are within the same Hgp. Recently, the crystal structure
of Edm H showed that the CD46- and SLAM-binding residues
conformationally overlap, so this suggests that binding of H to the
receptors is probably a sequential two-step process. In our vector
system, the possible stabilization of CD46 interaction by SLAM
interaction and vice versa in H/F-LV is further demonstrated by
efficient transduction of quiescent T cells obtained with Hclin-
YG/F-LV, in which the CD46 receptor-binding residues, 481Y
and 492G (44, 47), were added to only the H-D4 gp carrying
SLAM-binding residues. Presumably, binding of CD46 and
SLAM in such a conformation may trigger downstream signaling
of both molecules, thus enabling the vector to accomplish all the
postbinding events leading to genome vector integration. In ad-
dition, binding of MV gp’s to SLAM/CDA46 receptors on quies-
cent cells, together with other specific steps required for viral
replication, may activate the uncoating process.

The facts that VSV-G-LVs cannot transduce quiescent cells
and that the presence of Hgps and Fgps on the lentiviral
surface turns the vector into a potent transduction tool for
quiescent lymphocytes strongly suggest that the transduction
efficiency can already be determined at the level of vector entry
(12). Although MV entry is thought to occur exclusively
through pH-independent fusion at the level of the plasma
membrane, other paramyxoviruses can use endocytosis for cell
entry (16, 39). Recently, vaccinia virus, HIV, Ad3 V (which
uses CD46 as a receptor), and the Nipah paramyxovirus have
been shown to use macropinocytosis for entry (33, 35).

Macropinocytosis causes cytoskeletal rearrangements to oc-
cur in cells that lead to ruffling and blebbing at the plasma
membrane. These changes in actin polymerization are induced
by signaling from receptor tyrosine kinases, which can be di-
rectly or indirectly activated by virus binding to a receptor or
protein on the plasma membrane. When the blebs that are
formed retract into the plasma membrane, they engulf the
virus into a macropinosome (33). Multiple lines of evidence
strongly suggest that H/F-LVs use entry into quiescent T cells
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via macropinocytosis: (i) IEPA inhibited H/F-LV T cell entry;
(i) H/F-LV entry was shown to be dependent on the actin
cytoskeleton and microtubule formation, as it was inhibited by
the inhibitors cytochalasin and nocodazole; (iii) blebbistatin,
which prevents membrane blebbing, also decreased H/F-LV
entry; (iv) the PI3K inhibitor L'Y294002 inhibited H/F-LV T
cell entry completely; and (v) genistein affected H/F-LV entry,
suggesting that tyrosine kinase activity plays a role in H/F-LV
entry into quiescent T cells. These data are in accordance with
the finding that contact of Edm H with CD46-expressing cells
induces internalization of this receptor by macropinocytosis
(9). It was hypothesized that MV LV infection of lymphocytes
induced rearrangement of the actin network, and it was pro-
posed that this allowed proviral transport into the nucleus in
the absence of stimulation (6). This entry pathway through
SLAM/CD46 may also alter trafficking of the particles through
cellular compartments, protecting them for proteasome deg-
radation (42) or inducing the uncoating process. In addition,
H/F-LVs using this alternative cell entry mechanism might
avoid interaction with postentry restriction factors.

We postulate that entry of H/F-LV and H-D4-YG/F-LV may
occur by macropinocytosis as a result of a correct dual triggering
of CD46 and SLAM downstream signaling. Indeed, SLAM was
downregulated upon H/F-LV binding to quiescent T cells (11).
On the one hand, CD46 engagement triggers several actin regu-
lators, such as Rho, Vav-1, Racl, Nck, Erk1/2, SHP-1, and mito-
gen-activated protein (MAP) kinases, all of which are related to
actin-dependent processes, such as filopodium formation and
membrane protrusion during particle engulfment (5, 18, 56).
Moreover, even if the SLAM molecule regulates T cell-B cell and
DC-T cell activation, it has been shown that upon CD3 engage-
ment, SLAM becomes tyrosine phosphorylated and leads to ac-
tivation of SAP, SHP, Ick, and fyn (15, 18, 43), which are also
closely related to actin cytoskeleton regulation and lead to ex-
pression of nuclear factor of activated T cells (NFAT), which is
required for transcription of latent HIV sequences (20). In line
with the macropinocytosis hypothesis, T and B cells with impaired
actin cytoskeleton polymerization, like Wiskott Aldrich syndrome
patient-derived cell lines, are less transduced with H/F-LV than
cells from healthy patients, despite a high expression of SLAM
and CD46 receptors (data not shown). However, the role of
CD46 and SLAM in H/F-LVs’ productive proviral integration
into quiescent lymphocytes still needs to be elucidated.

In conclusion, a concerted SLAM/CD46 engagement, which
might be a sequential two-step receptor attachment process, may
induce macropinocytosis on the one hand as a successful entry
route of MV-derived vectors into quiescent lymphocytes and, on
the other hand, ensure that the vaccine-derived MV provokes a
potent immune response rather than immunosuppression.
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