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Abstract

Background: Dendritic cell (DC) transmission of human immunodeficiency virus (HIV) to CD4+
T cells occurs across a point of cell-cell contact referred to as the infectious synapse. The
relationship between the infectious synapse and the classically defined immunological synapse is not
currently understood. We have recently demonstrated that human B cells expressing exogenous
DC-SIGN, DC-specific intercellular adhesion molecule-3 (ICAM-3)-grabbing nonintegrin, efficiently
transmit captured HIV type | (HIV-1) to CD4+ T cells. K562, another human cell line of
hematopoietic origin that has been extensively used in functional analyses of DC-SIGN and related
molecules, lacks the principal molecules involved in the formation of immunological synaptic
junctions, namely major histocompatibility complex (MHC) class | molecules and leukocyte
function-associated antigen-1 (LFA-I). We thus examined whether K562 erythroleukemic cells
could recapitulate efficient DC-SIGN-mediated HIV-1 transmission (DMHT).

Results: Here we demonstrate that DMHT requires cell-cell contact. Despite similar expression
of functional DC-SIGN, K562/DC-SIGN cells were inefficient in the transmission of HIV-| to CD4+
T cells when compared with Raji/DC-SIGN cells. Expression of MHC class || molecules or LFA-I
on K562/DC-SIGN cells was insufficient to rescue HIV-1 transmission efficiency. Strikingly, we
observed that co-culture of K562 cells with Raji/DC-SIGN cells impaired DMHT to CD4+ T cells.
The K562 cell inhibition of transmission was not directly exerted on the CD4+ T cell targets and
required contact between K562 and Raji/DC-SIGN cells.

Conclusions: DMHT is cell type dependent and requires cell-cell contact. We also find that the
cellular milieu can negatively regulate DC-SIGN transmission of HIV-1 in trans.

Background monocyte-differentiated dendritic cells (MDDCs) express
DC-SIGN is a DC-expressed HIV-1 attachment receptor  high levels of DC-SIGN in vitro. DC-SIGN is a member of
that facilitates the trans infection of CD4+ T cell targets  the C-type lectin receptor superfamily and adsorbs HIV
[1]. Similar to immature DCs isolated from the blood,  particles via interactions with the HIV envelope
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glycoprotein (Env) [1-4]. Preventing the DC-SIGN capture
of HIV greatly impairs the ability of MDDCs to promote
HIV infection and virus proliferation in co-culture [5-7].

The mechanism through which DC-SIGN capture of HIV
facilitates the trans infection of CD4+ target cells is
unclear. Prior studies with MDDCs indicated that cell-cell
contact is necessary for efficient stimulation of CD4+ T
cell infection [8]. However, DCs possess both DC-SIGN-
dependent and -independent mechanisms to facilitate the
trans infection of CD4+ target cells [5,6,9-11]. Thus, a
requirement of cell contact for DC-SIGN-mediated HIV
transmission has not been established.

Studies with MDDCs have also revealed that transmission
of HIV occurs across a cell-cell junction referred to as the
infectious synapse [12]. The intercellular adhesion mole-
cules that form this junction have not been identified,
although it has been reasoned that this structure may have
similarities to the immunological synapse formed
between antigen presenting cells (APCs) and their T cell
conjugates. Two significant components of the immuno-
logical synapse expressed on APCs include MHC class II
molecules and LFA-1, the ICAM-1 receptor [13]. MHC
class II molecules play a central role in immune responses
through the presentation of processed antigens derived
from endogenous and exogenous proteins that access
endocytic pathways [14-17]. Antigens presented on MHC
class Il molecules are scanned by a T cell receptor complex
that includes the CD4 molecule. The integrin LFA-1 medi-
ates cell-cell adhesion principally via interactions with the
ICAM-1 ligand, a property important in many cellular
processes. Significantly, LFA-1/ICAM-1 interactions help
initiate formation of the immune synapse. Antibody-
blocking experiments have suggested that LFA-1 interac-
tions with ICAM-1 may be important in DC-mediated
transmission of HIV [7,8,18]. In addition, LFA-1 interac-
tions with ICAM-1 can contribute to cell-cell transmission
of HIV in other cell types [19,20].

Raji/DC-SIGN cells, which were previously misidentified
as monocytic "THP-1/DC-SIGN" cells [21], capture and
transmit HIV at efficiencies comparable to those of
MDDCs [1,5-7,9-11]. Thus, if the DC-SIGN-mediated
pathway of HIV transmission requires the participation of
other MDDC-associated functions prior to CD4+ T cell
infection, these are likely preserved in Raji cells and other
human B cells [21]. Human K562 cells, an erythroleuke-
mic line, have been used extensively in previous func-
tional analyses of DC-SIGN and its homologs [22-32]. A
screening of cellular markers revealed that K562 cells lack
MHC class II and LFA-1 molecules involved in the forma-
tion of immunological synaptic junctions. We therefore
first examined whether cell-cell contact is essential for
DC-SIGN-mediated HIV-1 transmission (DMHT). Using
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single-cycle HIV-1 transmission assays, we also quantita-
tively tested whether K562 cells could recapitulate the effi-
cient DMHT observed using Raji/DC-SIGN cells. Here we
describe a new cellular mechanism regulating HIV-1
transmission by DC-SIGN.

Results

DMHT requires donor and target cell contact

Previous studies indicated that MDDC contact with CD4+
T cells is required for efficient HIV-1 replication [8].
Because MDDCs can transmit HIV-1 independently of
DC-SIGN [5,6,9-11], these studies did not establish
whether DMHT requires donor and target cell interac-
tions. To evaluate whether cell contact is required for
DMHT, Raji or Raji/DC-SIGN donor cells were preincu-
bated with single-round infectious HIV-Luc/ADA,
washed, and cocultured with Hut/CCR5 cells, a human T
cell line. Alternatively, HIV-Luc/ADA-pulsed donor cells
were separated from target cells by using transwell cell cul-
ture plates with permeable membranes. Compared with
Raji donor cell controls, HIV-1 infection of Hut/CCR5
cells was enhanced significantly when in direct co-culture
with Raji/DC-SIGN cells (Figure 1). In contrast, Raji/DC-
SIGN cells did not transmit HIV-1 to Hut/CCR5 cells
when the donor and target cells were separated in the coc-
ulture by a membrane (Figure 1). Placement of HIV-1-
pulsed Raji/DC-SIGN donor cells on either the top or bot-
tom of the transwell membrane opposite the target cells
had no effect on the infection profiles (data not shown).

Functional characterization of DC-SIGN transfectants
Raji and K562 cells expressing DC-SIGN were established
via stable transfection of pcDNA3-DC-SIGN and several
rounds of flow cytometry-based fluorescence-activated
cell sorting (FACS) for cell populations expressing inter-
mediate levels of DC-SIGN (Table 1 and Figure 2A).
Parental Raji and K562 cells were uniformly negative for
DC-SIGN expression.

We first examined whether the DC-SIGN transfectants
would adsorb greater amounts of HIV-1 relative to the
parental cell lines. Although HIV-1 can nonspecifically
bind to a number of transformed cell types, high-level
DC-SIGN expression increases HIV-1 adsorption by differ-
ent transformed lines [1,23,33,34]. HIV-1 binding to cell
lines was detected by measuring the capture of pseudo-
typed HIV-Luc/ADA using an enzyme-linked immuno-
sorbent assay (ELISA) for HIV-1 capsid (CA)-p24.
Compared with the Raji and K562 parental cell controls,
DC-SIGN transfectants bound an increased amount of
HIV-1 (Figure 2B). Relative to the corresponding parental
cells, results from six independent experiments indicate
that HIV-1 binding was enhanced in DC-SIGN-expressing
Raji or K562 cells by 1.5 + 0.2 and 1.8 + 0.2, respectively
(mean + SD, P > 0.05).
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DC-SIGN transmission of HIV-1 requires donor and target cell contact Pseudotyped HIV-Luc/ADA (I x 105 IU) was
preincubated with Raji or Raji/DC-SIGN donor cells (2.5 x 103) for 2 h at 37°C; the cells were washed with | ml of PBS and
then cocultured with Hut/CCRS5 target cells (I % 105) in the presence of 10 pg of polybrene in | ml of culture medium. Tran-
swell cell culture plates with polycarbonate membrane inserts (3 um pore size) were used in the capture and transmission
assays to separate HIV-I-pulsed donor cells from target cells as illustrated. Cell lysates were obtained 2 days after infection and
analyzed for luciferase activity. Each data set represents the mean of three separate wells of infected cells. One representative

experiment out of three is shown. cps, counts per second.

We next functionally assayed the DC-SIGN expressed in
these cell lines. Binding to ICAM-3, a physiological ligand
of DC-SIGN, was tested using a previously described flow
cytometric assay [2,5]. Low nonspecific binding to cells
was observed in this assay. Less than 2% of ICAM-3-
coated fluorescent beads bound to parental Raji and K562
cells (Figure 2C). In contrast, the adhesion to Raji/DC-
SIGN and K562/DC-SIGN cells was 27% and 25%, respec-
tively (Figure 2C). These data indicate that Raji and K562
transfectants express functionally authentic forms of DC-
SIGN.

Variable efficiency of HIV-1 transmission by DC-SIGN-
expressing cell lines

We next tested the efficiency of HIV-1 transmission by the
two DC-SIGN-expressing cell lines. Virus donor cells were
preincubated with HIV-Luc/ADA and washed to remove
unbound virus, after which CD4+ T cells were added in
coculture as infection targets. Raji/DC-SIGN cells stimu-
lated HIV-1 transmission more than 100-fold relative to
the Raji parental cells (Figure 2D). K562/DC-SIGN cells
captured and transmitted HIV-1 less efficiently. These cells
transmitted HIV-1 37-fold less efficiently than Raji/DC-
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Table |I: Description of stable cell populations.2
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Cell lines Expression vectorsb Antibiotic selection (concentration, pg/ml)
Raji NAc¢ NA

Raji/DC-SIGN pcDNA3-DC-SIGN Neomycin (500)

Raji/DN-CIITA pDN-CIITA (300-1130) Neomycin (500)
Raji/DC-SIGN/DN-CIITA pMX-DC-SIGN, pDN-CIITA (300-1130) Neomycin (500)

K562 NA NA

K562/LFA-1 pCDBI, pCDLI, pCMV-hph Hygromycin (200)

K562/DC-SIGN
K562/DC-SIGN/LFA-I1
K562/WT-CIITA
K562/WT-CITA/LFA-1
K562/DC-SIGN/WT-CIITA
K562/DC-SIGN/WT-CIITA /LFA-I

pcDNA3-DC-SIGN

pWT-CIITA

pCMV-hph

pcDNA3-DC-SIGN, pCDBI, pCDLI, pCMV-hph

pWT-CIITA pCDBI, pCDLI, pCMV-hph
pBABE-DC-SIGN pWT-CIITA
pMX-DC-SIGN, pWT-CIITA, pCDBI, pCDLI,

Neomycin (500)

Neomycin (500) Hygromycin (200)
Neomycin (500)

Neomycin (500) Hygromycin (200)
Puromycin (1) Neomycin (500)
Neomycin (500) Hygromycin (200)

aStable cell lines were transduced with murine leukemia virus (MLV) vectors [44] or stably transfected with other constructs. After vector
transduction or selection for antibiotic resistance, cells were subjected to FACS to enrich desired populations. ® Construct information is provided

in the Methods section. < NA, not applicable.

SIGN cells and only 10-fold better than the K562 parental
line. Using a smaller virus inoculum, we next tested
whether the K562/DC-SIGN cells would enhance trans-
mission of HIV-Luc/ADA that remained in co-culture with
the CD4+ T cells. Compared with DC-SIGN-negative
parental cells, Raji cells expressing moderate levels of DC-
SIGN enhanced HIV-1 infection of T cells 10-fold (Figure
2E). In contrast, K562 cells expressing similar levels of
DC-SIGN enhanced HIV-1 infection 3-fold under the
same conditions. Similar results were observed when HIV-
1 pseudotyped with simian immunodeficiency virus
(SIV), X4-tropic HIV-1, or different R5-tropic HIV-1 Env
proteins were used in transmission assays (data not
shown). DMHT could be blocked by pre-incubation of
donor cells either with monoclonal antibody against DC-
SIGN or with mannan, a soluble ligand of C-type lectins
(Figure 2D,2E).

Examination of immune synapse molecules in DMHT

Our findings reinforced the notion that DMHT is cell type
dependent, implying that cell-specific factors account for
differences in HIV-1 transmission by different donor cells.
We thus screened for differential K562 surface expression
of immune synapse and cell adhesion molecules common
to immature MDDCs and Raji cells (Table 2). Because cell
contact is required for DMHT, we reasoned that the lack
of such factors on K562/DC-SIGN cells could impair the
efficient transmission of HIV-1. Surveyed ligands
included the MHC class I and II complexes involved in
antigen presentation; intercellular adhesion molecules
and their cognate ligands, such as ICAM-1 (CD54), ICAM-
2 (CD102), ICAM-3 (CD50), LFA-1 (CD11a/CD18), LFA-
3; and molecules involved in T cell activation, such as B7-
1 (CD80) and B7-2 (CD86). We also assayed for the pres-
ence of HIV-1 receptors on the different donor cell types.

Staining and flow cytometric analysis of surface expres-
sion of these molecules is summarized in Table 2. Nota-
bly, immature MDDCs and Raji/DC-SIGN cells, which
transmit HIV-1 efficiently, expressed similar levels of
MHC class I (HLA-DR, -DP and -DQ), and LFA-1. In con-
trast, neither LFA-1 nor MHC class II molecules were
expressed by K562 cells. As expected, Raji and K562 cells
did not express CD4 or CCR5, ligands that could compete
for interaction with the HIV-1,, Env.

The MHC dlass II transactivator (CIITA) is a master regu-
lator of the class II locus as well as related proteins that
influence MHC class 11 sorting [35]. Expression of CIITA is
sufficient to reconstitute the MHC class Il presentation
pathway in different cell types. In addition, dominant-
negative (DN) versions of CIITA have been developed that
are capable of suppressing expression of CIITA-regulated
genes in APCs [35]. We took advantage of these tools to
manipulate expression of MHC class IT molecules in Raji/
DC-SIGN and K562/DC-SIGN cell populations.

After stable transfection of K562 and K562/DC-SIGN cells
with wild-type (WT) CIITA, MHC class II-positive cells
were detected and enriched via FACS (Figure 3A). In con-
trast, stable transfection of DN-CIITA in Raji and Raji/DC-
SIGN cells yielded cells with significantly impaired expres-
sion of MHC class II molecules that were further enriched
by FACS (Figure 3B). Antibody staining for DC-SIGN and
HLA-DR expression confirmed that greater than 95% of
K562/DC-SIGN/WT-CIITA cells were double-positive for
both molecules, and 93% of the DC-SIGN-positive Raji/
DC-SIGN/DN-CIITA cells were largely negative for expres-
sion of MHC class II.
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Figure 2

Variable efficiency of HIV-1 transmission mediated by different DC-SIGN-expressing cell lines (A) DC-SIGN
expression in Raji and K562 cell lines. Parental cells and DC-SIGN transfectants were stained with MAb against DC-SIGN as
described [5]. On all histograms, the gray curve represents staining with an isotype control antibody, whereas the filled black
curve represents DC-SIGN MADb staining. The mean fluorescence intensity of DC-SIGN staining is shown in the inset of the
histograms. One representative experiment out of three is shown. Cells maintained consistent DC-SIGN expression levels
throughout the analyses. (B) Adhesion of HIV-1 to DC-SIGN-expressing cells. Cells were incubated with pseudotyped HIV-
Luc/ADA containing 20 ng of CA-p24 for 2 h at 37°C, washed extensively, lysed with 0.5% Triton X-100, and quantified with
p24 ELISA kits. HIV-1 absorbed by Raji/DC-SIGN cells was normalized as 100% (170 pg of recovered CA-p24 in this experi-
ment). The relative percentage of adsorbed p24 was the average of three separate samples. One representative experiment of
six is shown. (C) Adhesion of ICAM-3 to DC-SIGN-expressing cells. The percentage of the cells bound to ICAM-3 was meas-
ured by flow cytometry using a fluorescent bead adhesion assay as described [5]. Adhesion of ICAM-3 to DC-SIGN-negative
parental cells was less than 2%. Mouse IgG represents an isotype control antibody. One representative experiment of three is
shown. (D) Capture and transmission of HIV-Luc/ADA by different donor cells. Donor cells pulsed with HIV-1 (I x 105 1U)
were washed before coculturing with Hut/CCRS5 target cells as described for Figure |. DC-SIGN-negative parental cells were
used as controls. Donor cells were preincubated with either mannan (20 pg/ml) or MADb against DC-SIGN (10 pg/ml), respec-
tively, before virus addition. Mouse IgG (10 pg/ml) was used a control antibody. Each data set represents the mean of three
separate wells of infected cells. One representative experiment out of three is shown. cps, counts per second. (E) DC-SIGN
enhancement of trans-infection by HIV-Luc/ADA. Donor cells pulsed with HIV-1 (I % 10#1U) were cocultured with Hut/CCR5
target cells without removing unbound virus present in the culture medium. DC-SIGN-negative parental cells were used as
controls. Donor cells were preincubated with either mannan (20 pg/ml) or MAb against DC-SIGN (10 pg/ml), respectively,
before virus addition. Mouse IgG (10 pg/ml) was used as a control antibody. Each data set represents the mean of three sepa-
rate wells of infected cells. One representative experiment out of three is shown. cps, counts per second.
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Table 2: Expression of HIV-1 receptors and adhesion molecules on donor cells.2

Surface ligands Dendritic cellsb Raji/ DC-SIGN K562/ DC-SIGN
CD4 + -
CCR5 + -
CXCR4 + + +
Duffy antigen/receptor for chemokines (DARC) ND +/-
HLA-I (MHC-I) ++ ++ +
HLA-DR (MHC-Il)¢ ++ ++ -
ICAM-| (CD54) + + +
ICAM-2 (CD102) + + +
ICAM-3 (CD50) + - -
LFA-I (CDI1a/CD18) + + -
LFA-3 (CD58) + + +
B7-1 (CD80) + + +
B7-2 (CD86) + + +

a2 Proteins expressed on the surface of the donor cells were stained and analyzed by FACS. Isotype-matched mouse IgG controls were also
examined. Cell population expression levels indicated as ++, +, and +/- demonstrated a mean fluorescence of antibody staining greater than 50, 10,
and 7.5, respectively. No antibody and isotype control stainings typically displayed a mean fluorescence intensity of 5 in the FL-2 channel, using a
Becton-Dickinson FACSCalibur instrument. ND, not done. Staining of parental Raji and K562 cells was uniformly negative for DC-SIGN and
showed a similar expression pattern of these ligands (data not shown). b Immature monocyte-derived dendritic cells were stained at day 7 of culture
in the presence of cytokines [5]. < HLA-DP and -DQ expression was also examined and results were similar to what is shown for HLA-DR.

To assess the role of LFA-1 in DMHT, we generated K562/
LFA-1, K562/DC-SIGN/LFA-1, and K562/DC-SIGN/WT-
CIITA/LFA-1 cell lines. Comparison of the surface expres-
sion of DC-SIGN, HLA-DR, and LFA-1 on these cells is
shown in Figure 3C. DC-SIGN expression in the K562-
derived cells was similar or even higher than that in Raji/
DC-SIGN cells. In addition, three-color staining and FACS
analysis of sorted K562/DC-SIGN/WT-CIITA/LFA-1 cells
also confirmed that more than 96% of cells were triple-
positive for DC-SIGN, HLA-DR, and LFA-1 (data not
shown).

The MHC class II- and LFA-1-manipulated donor cells
were next tested for their ability to transmit DC-SIGN-cap-
tured HIV-1. Neither induction nor repression of MHC
class II expression in K562/DC-SIGN/WT-CIITA cells or
Raji/DC-SIGN/DN-CIITA cells, respectively, increased or
reduced the efficiency of HIV-1 transmission significantly
(Figure 3D). In fact, HIV-1 transmission mediated by Raji/
DC-SIGN/DN-CIITA cells was somewhat higher than that
mediated by Raji/DC-SIGN cells, potentially due to
increased DC-SIGN expression levels (Figure 3C). In addi-
tion, expression of LFA-1 in the different DC-SIGN-
expressing K562 transfectants did not enhance DMHT
(Figure 3D). In contrast, Raji/DC-SIGN cells with equal or
lower levels of DC-SIGN relative to K562/DC-SIGN lines
transmitted HIV-1 efficiently (Figure 3D).

Trans inhibition of DMHT by K562 cells

To determine whether K562 cells express negative factors
that impair DMHT or lack positive factors necessary for
DMHT, we sought to make fusions with K562/DC-SIGN

and Raji cells to test in HIV-1 transmission assays. We first
attempted to make cell-cell fusions through a hybridoma
protocol that used polyethylene glycol (PEG)-3000. How-
ever, this method resulted in a low proportion of cell
fusions that had a transient cell culture life. Because
DMHT can occur in less than a few hours, we were curious
what fraction of DMHT-permissive cells could be detected
under conditions simulating a cell fusion experiment. We
observed that under conditions where Raji/DC-SIGN cells
were 10% or lower in a mixed population with K562 cells,
DMHT was inefficient and comparable to the level of
DMHT by a uniform K562/DC-SIGN population (data
not shown). We next assayed whether HIV-1 transmission
could be detected when Raji/DC-SIGN or Raji cells were
mixed in equal proportion with K562/DC-SIGN or K562
lines. Strikingly, we found that HIV-1 transmission by
Raji/DC-SIGN cells was strongly inhibited in the presence
of K562 cells (Figure 4A). This effect was observed irre-
spective of whether the K562 cells were added before or
after HIV-Luc/ADA adsorption to Raji/DC-SIGN cells
(data not shown). In contrast, cocultured Raji cells did not
significantly affect HIV-1 transmission by Raji/DC-SIGN
or K562/DC-SIGN cells (Figure 4A). Compared with the
Raji and Raji/DC-SIGN mixture, HIV-1 transmission was
14-fold reduced by the K562 and Raji/DC-SIGN mixture.

To examine whether the K562 cells were exerting a nega-
tive effect on the HIV-1 susceptibility of Hut/CCRS5 targets
cells, Hut/CCR5 cells alone or mixed with an equal
amount of Raji or K562 cells were infected with HIV-Luc/
ADA. Co-culture with K562 cells did not result in any
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Manipulation of MHC class Il and LFA-I expression does not affect DMHT HLA-DR surface expression of (A) K562
and K562/DC-SIGN cells that were transfected with the construct pWT-CIITA compared with (B) Raji and Raji/DC-SIGN cells
that were transfected with the construct pDN-CHTA (300—1130). On all histograms, the gray curve represents staining with an
isotype control antibody, whereas the filled black curve represents HLA-DR MADb staining. The mean fluorescence intensity is
shown in the inset of the histograms. (C) Expression of DC-SIGN, HLA-DR, and LFA-1 in donor cells. Raji/DC-SIGN and
K562/DC-SIGN cells that co-express either HLA-DR, LFA-1, or both were singly stained with PE-conjugated isotype control
Ab or MADb against DC-SIGN, HLA-DR, or LFA-I. Antibody staining (FL2) is depicted by the histogram plots along the x axis.
(D) Transmission of HIV-Luc/ADA by DC-SIGN-expressing donor cells that were manipulated for HLA-DR and LFA-1 expres-
sion. The HIV-I capture and transmission assay was performed as described for Figure |. Hut/CCR5 cells were used as targets
and DC-SIGN-negative parental cells were used as controls. +, positive expression; -, negative. Each data set represents the
mean of three separate wells of infected cells. One representative experiment out of three is shown. cps, counts per second.

detectable inhibition of HIV-1 infection of Hut/CCR5
cells (Figure 4B).

To determine whether the trans inhibition of HIV-1 trans-
mission was dependent on direct interactions between
K562 and Raji/DC-SIGN cells, we assayed HIV-1 transmis-
sion efficiency when the K562 cells were separated from
Raji/DC-SIGN cells by a transwell membrane. As
expected, K562 cells were able to significantly diminish

Raji/DC-SIGN-mediated HIV-1 transmission when these
cells were cultured in the same compartment with Hut/
CCR5 target cells (Figure 4C, "mixed" donor cells).
However, when K562 cells were placed on the top of the
permeable membrane to separate them from cocultured
Raji/DC-SIGN and Hut/CCRS5 cells on the bottom, no sig-
nificant inhibition of HIV-1 transmission was observed
(Figure 4C, "separated” donor cells).
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Figure 4

Trans-dominant cellular inhibition of DC-SIGN transmission of HIV-1 (A) Transmission of HIV-I by Raji/DC-SIGN
cells was inhibited in the presence of K562 cells. Donor cells alone (1.25 x 105) or two mixed types of donor cells (1.25 x 105
for each, |:I ratio) as indicated were incubated with HIV-Luc/ADA. The HIV-1 capture and transmission assay using transwell
plates was performed as described for Figure I. Hut/CCRS5 cells were used as targets and DC-SIGN-negative parental cells
were used as controls. +, K562 cells present; -, absent. Each data set represents the mean of three separate wells of infected
cells. One representative experiment out of three is shown. cps, counts per second. (B) Direct infection of Hut/CCRS5 targets
cells with HIV-Luc/ADA in the presence of the Raji or K562 cells. Hut/CCRS cells alone (I % 105) or mixed with Raji or K562
cells (1 x 105 for each, I:1 ratio) were incubated with HIV-Luc/ADA (2.5 x 104 IU) for 2 h at 37°C, washed with PBS, then cul-
tured 2 days before lysis. One representative experiment out of two is shown. (C) Trans inhibition of HIV-I transmission medi-
ated by Raji/DC-SIGN cells requires contact with K562 cells. The HIV-1 capture and transmission assay using the transwell
plates was performed as described for Figure |. The different types of donor cells were either mixed or separated by the per-
meable membrane as illustrated. DC-SIGN-negative parental cells were used as controls. Hut/CCRb5 cells were used as target
cells, which were co-cultured with donor cells below the membrane inserts. K562 cells were placed on top of the membrane
inserts in the separated donor cell group. +, K562 cells present; -, absent. Each data set represents the mean of three separate
wells of infected cells. One representative experiment out of three is shown.
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Discussion

Here we show that DMHT requires cell-cell contact and is
supported by restricted cell types. These findings reinforce
the idea that the cellular environment is an important fac-
tor when examining transmission of HIV-1 captured by
DC-SIGN [21]. In addition, we observe that MHC class 11
molecules are not required for efficient DMHT, suggesting
that virus transmission can occur in the absence of the
classically defined immune synapse. Despite similar levels
of DC-SIGN expression, K562 transfectants were mark-
edly less efficient in the transmission of HIV-1 when com-
pared with Raji cell transfectants. A previous study has
implicated cell type differences in the protection and
transmission of HIV-1 by THP-1, 293T, and HOS cells
transfectants expressing DC-SIGN [11]. It is likely that the
cells identified as "THP-1" in this prior study were actually
Raji-derived cells, as THP-1 cells generally do not support-
ive DMHT [21]. In contrast to our study, these authors did
not observe cell type differences in DMHT of newly cap-
tured HIV-1. Instead, cell type differences in HIV-1
transmission were only manifested when target cells were
added 2 days after virus inoculation of the DC-SIGN-
expressing cells. Although it is possible that K562 cells are
especially restrictive in DMHT, it is more likely that differ-
ences in assay systems precluded a quantitative compari-
son of DMHT of newly captured HIV-1 by the 293T and
HOS cells in the prior study. We have observed that 293T
cells expressing DC-SIGN are significantly less efficient
than Raji/DC-SIGN cells in the transmission of newly
acquired HIV-1 (data not shown). Notably, K562 cell
lines have been used to examine DC-SIGN function in a
number of studies [22-32]. However, our study represents
the first quantitative comparison of DMHT in a single-rep-
lication viral cycle between K562 transfectants and other
cells. We have observed that K562 cells are not only
impaired in DMHT but also that K562 cells can inhibit
virus transmission by other cells in a contact-dependent
manner. These data provide the first evidence that DC-
SIGN transmission of HIV-1 can be regulated in trans.

One model to reconcile K562 cell restriction of cell-cell
HIV-1 transmission when DC-SIGN is expressed either in
cis or in trans is that K562 cells express a cell surface mol-
ecule that hinders DMHT. It is unlikely that such a mole-
cule competes for occupancy in the DC-SIGN
carbohydrate recognition domain, as HIV-1 particles and
ICAM-3 bound K562/DC-SIGN and Raji/DC-SIGN cells at
comparable efficiencies. In addition, K562 cells did not
have a direct detrimental effect on the infectivity of cell-
free HIV-1 or on the susceptibility of Hut/CCR5 target
cells. Thus, it is more likely that a K562 cell-expressed sur-
face factor influences the fate of DC-SIGN-bound HIV-1
particles or interferes with the formation of an infectious
synapse with virus target cells. K562 cells might compete
with Hut/CCR5 cells for interaction with the Raji/DC-
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SIGN donor lines, preventing synaptic transmission of
HIV-1 to the Hut/CCRS5 cells. Alternatively, the K562 cells
might induce the Raji/DC-SIGN cells to traffic HIV-1 to a
degradative compartment within the cells, preventing
virus transmission. It is unclear whether negative regula-
tion of DMHT by cells in trans is unique to K562 cells or
extends to other cell types, including primary cells. Given
the presumed erythrocytic origin of K562 cells, it will be
interesting to examine the effect of blood erythrocytes on
MDDC-mediated HIV-1 transmission. Notably, we
observed that K562 cells express a low level of Duffy anti-
gen/receptor for chemokines (DARC), a promiscuous
chemokine receptor that may interact with HIV-1 Env
[36].

The requirements for DMHT subsequent to HIV-1 binding
have not been fully delineated. Others have reported that
differentiation of human DCs toward different effector
subsets creates cells with different abilities to stimulate
HIV-1 replication despite equal levels of DC-SIGN
expression [18]. This study had indicated that ICAM-1
expression on DCs might predict the efficiency of HIV-1
transmission. Prior studies have also indicated that the
combined interactions of LFA-1/ICAM-1 and LFA-3/CD2
aid in the efficient HIV-1 replication in cocultured DCs
and CD4+ T cells [7,8,18]. Consistent with these studies
performed with DCs [8,18], we found that HIV-1 trans-
mission mediated by Raji/DC-SIGN cells was impaired
when the direct contacts between donor cells and target
cells were obstructed by a permeable membrane. Collec-
tively, these data suggest that cell surface ligands could act
as cofactors in DMHT and the formation of an infectious
synapse.

A preliminary survey of molecules that are expressed on
DCs and Raji/DC-SIGN cells and that are important in
establishing contact and communication between APCs
and CD4+ T cells revealed two potentially significant can-
didates that are not expressed in K562/DC-SIGN cells,
LFA-1 and MHC class II antigens. To investigate the role of
MHC class II antigens in the DC-SIGN transmission of
infectious HIV-1, we genetically manipulated donor cell
lines to alter their MHC class II expression using WT- and
DN-CIITA and functionally tested their efficiency of HIV-
1 transmission. We observed that HIV-1 transmission
mediated by these cell lines was not significantly affected,
and coexpression of LFA-1 and MHC class Il molecules in
K562/DC-SIGN cells was not sufficient to enable efficient
HIV-1 transmission by the modified cells. Because of the
dominant-negative effect that K562 cells appear to exert
on DMHT, it is difficult to conclude the roles of possible
positive factors by using these cells. Reduced MHC class 11
expression in Raji/DC-SIGN/DN-CIITA cells did not have
a negative effect on DMHT. However, because MHC class
I expression was not fully silenced in Raji/DC-SIGN/DN-
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CIITA cells, these data do not a priori exclude a contribu-
tion of the MHC class II pathway on DMHT.

Despite the presence of a negative factor on K562 cells,
K562 cells that express DC-SIGN did modestly stimulate
HIV-1 transmission irrespective of MHC class II or LFA-1
expression levels. This stimulation was significantly less
than that observed with Raji/DC-SIGN cells, which trans-
mit HIV-1 or other primate lentiviruses at efficiencies
comparable to DCs [1,9]. Similar transmission results
comparing K562/DC-SIGN and Raji/DC-SIGN cells were
obtained with virus particles bearing different HIV-1 or
SIV Env proteins (data not shown). Because K562/DC-
SIGN adsorption of HIV-1 particles was comparable to
that of Raji/DC-SIGN cells, this increased virus binding
was not predictive of HIV-1 transmission efficiency. These
results suggest that the DC-SIGN effect on HIV-1 transmis-
sion is more complex than simple virus binding and pro-
vide support for a model put forward by P6hlmann and
colleagues that DC-SIGN binding and transmission func-
tions are dissociable [37].

The cell type specificity of DC-SIGN function in HIV-1
transmission provides a means to explore this mecha-
nism. There are likely positive as well as negative cellular
factors involved in DMHT. The examination of additional
cell types, particularly those derived from APCs, and their
mechanisms of cell-cell communication and of HIV-1
intracellular trafficking may be useful in identifying fea-
tures that are required for efficient DC-SIGN-mediated
transmission. In addition, understanding the negative reg-
ulatory mechanism that cells can exert on DC-SIGN trans-
mission of HIV-1 may facilitate the development of
immune-modulating therapies to help prevent the dis-
semination of HIV-1 by DCs in vivo.

Conclusions

DMHT is cell type dependent and requires contact
between virus donor and target cells. K562/DC-SIGN
donor cells are inefficient in the transmission of captured
HIV-1, and this transmission defect cannot be rescued by
enforced expression of immune synapse components.
This donor cell defect in supporting DC-SIGN transmis-
sion may be regulated in part by negative factors. Strik-
ingly, we find that K562 cells in co-culture can impair
Raji/DC-SIGN cell transmission of HIV-1 to CD4+ T cells.

Methods

Plasmids

PMX-DC-SIGN and pBABE-DC-SIGN expression con-
structs containing human DC-SIGN cDNA have been pre-
viously described [5]. Human DC-SIGN c¢DNA obtained
from pBABE-DC-SIGN was subcloned into the polylinker
of the pcDNA3 expression construct (Invitrogen) between
the BamHI and EcoRV sites to derive pcDNA3-DC-SIGN.

http://www.retrovirology.com/content/1/1/14

Constructs encoding the WT- and DN-CIITA truncation
mutant (300-1130) [35,38] were gifts from Jenny Ting
(University of North Carolina, Chapel Hill). Constructs
pCDL1 [39] and pCDBI1 [40] encoding the al. and 32 sub-
units of LFA-1, respectively, were kindly provided by Tim-
othy Springer (Harvard Medical School, Boston). The
pCMV-hph construct encoding hygromycin selection
resistance was a gift from Michael Emerman (Fred Hutch-
inson Cancer Research Center, Seattle).

Cells

Hut/CCR5 and GHOST/X4/R5 cell lines have previously
been described [5]. Raji B cells used in this study have
been previously described as B-THP-1 cells [21]. The
human erythroleukemic K562 cell line was purchased
from the American Type Culture Collection (ATCC
number CCL-243). A panel of stable cell lines generated
and used in this study is summarized in Table 1. Stable
cell lines derived from parental Raji and K562 cells were
subjected to FACS to obtain cells with the desired
enhanced or reduced expression levels of specific target
molecules. Constructs used for expression of target genes
and conditions for selective drugs are also listed (Table 1).

Immature DCs were generated from CD14+ monocyte
precursors treated with a cocktail of granulocyte-macro-
phage colony stimulating factor (GM-CSF) and inter-
leukin-4 (IL-4) as described [5,41]. One week after
differentiation, these cells uniformly expressed high levels
of HLA-DR, HLA-I, CD11b, CD11c, DC-SIGN, and ICAM-
1; moderate levels of LFA-1 and CD86; and low levels of
CD14.

Raji, K562-derived cell lines, and Hut/CCR5 cells were
maintained in RPMI 1640 (Invitrogen) supplemented
with 10% fetal bovine serum (FBS, HyClone Laboratories)
and selective drugs as indicated in Table 1. HEK293T and
GHOST/X4/R5 cells were grown in Dulbecco's modified
Eagle's medium (Invitrogen) supplemented with 10% FBS
(Atlanta Biologicals). DCs were maintained in OptiMEM
medium (Invitrogen) supplemented with 20% FBS
(HyClone Laboratories) and specific cytokines as previ-
ously described [5].

Antibodies

Fluorescein isothiocyanate (FITC), phycoerythrin (PE),
and tri-color or Cy-chrome-conjugated mouse anti-
human MAbs against the following molecules were used:
DC-SIGN (clone 120526) and CXCR4 (clone 44717)
(R&D Systems); LFA-1 (clone MEM-25), HLA-I (clone TU
149), HLA-DR (clone TU 36), ICAM-1 (clone MEM-111),
ICAM-3 (clone TP1/25.1), CD4 (clone S3.5), and goat
anti-mouse immunoglobulin (IgG, Caltag Laboratories);
CD80 (clone L307.4), CD86 (clone 2331), HLA-DQ
(clone TU 169), HLA-DR (clone TU 36), LFA-3 (clone
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1C3), CCR5 (2D7/CCRS5), and Blood Group Fy6 (Dulffy,
clone NaM185-2C3) (PharMingen); ICAM-2 (clone CBR-
IC2/2, Biosource) and HLA-DP (clone B7/21, Leinco
Technologies). MAbs to HLA-1 identify MHC class 1
expression, and MAbs to HLA-DP, -DQ, and -DR identify
MHC class II expression.

Virus stocks

Single-round infectious, pseudotyped HIV-1 stocks (HIV-
Luc/ADA) were generated by calcium phosphate
cotransfections of HEK293T cells with the proviral vector
plasmid NL-Luc-E'R- (HIV-Luc) containing a firefly luci-
ferase reporter gene [42] and an expression plasmid for
the R5-tropic HIV-1,,, envelope glycoprotein. Viral
stocks were evaluated by limiting dilution on GHOST/X4/
R5 cells.

Flow cytometry

To assess the expression of DC-SIGN or other surface mol-
ecules, cells (2 x 10°) were stained with an MAD directed
against the specific antigen and compared with isotype-
matched IgG controls. For direct staining, cells were incu-
bated at 4°C in phosphate-buffered saline (PBS) contain-
ing 2% FBS (FACS buffer) and 2 pg of FITC- or PE-
conjugated MAbs per milliliter in a total volume of 100 pl.
For indirect staining, after a 30-min incubation with the
first specific MADb at 4° C, the cells were washed with FACS
buffer and resuspended in 100 ul of FACS buffer contain-
ing 2 pg of FITC- or PE-conjugated antibody against
mouse IgG per milliliter. DC-SIGN specific MAbs [5] were
obtained from R&D Systems. Cells were incubated for 30
min at 4°C, washed with FACS buffer, and analyzed using
a FACSCalibur flow cytometer (Becton Dickinson).

HIV-1 adhesion assay

DC-SIGN-expressing Raji and K562 transfectants as well
as DC-SIGN-negative parental cells (2 x 105) were incu-
bated with pseudotyped HIV-Luc/ADA containing 20 ng
of CA-p24 for 2 h at 37°C, and washed extensively with
PBS to remove unbound virus. Cells were subsequently
lysed with 0.5% Triton X-100 to release adsorbed virus,
which was quantified using HIV-1 p24 ELISA kits (Coulter
Beckman).

ICAM-3 adhesion assay

Soluble, recombinant ICAM-3 was obtained from R&D
Systems. Carboxylate-modified TransFluorSpheres (1.0
pm, 488 nm excitation/645 nm emission, Molecular
Probes) were coated with ICAM-3 as described previously
[43]. Adhesion of ICAM-3 to DC-SIGN was determined by
measuring the detectable percentage of cells that bound
fluorescent beads, using flow cytometry on a FACSCalibur
instrument. The fluorescent bead adhesion assay has been
described in detail previously [5,9].

http://www.retrovirology.com/content/1/1/14

HIV-1 infection assays

HIV-1 capture and transmission assays were performed as
described previously [5]. In brief, donor cells (2.5 x 105)
were incubated with 1 x 10% infectious units (IU) of pseu-
dotyped HIV-Luc/ADA in a total volume of 400 pl for 2 h
at 37°C to allow adsorption of the virus. After 2 h, cells
were washed with 1 ml of PBS and cocultured with Hut/
CCR5 target cells (1 x 105) in the presence of 10 pg of
polybrene in 1 ml of culture medium. Cell lysates were
obtained 2 days after infection and analyzed for luciferase
activity with a commercially available kit (Promega). HIV-
1 enhancement assays were performed using limiting
amounts of HIV-1 (1 x 104 IU) during incubation with
donor cells, and target cells were added directly to the coc-
ulture without removing the virus present in the culture
medium. To assay DC-SIGN-blocking agents, cells were
preincubated with either mannan (20 pug/ml; Sigma) or
MADb against DC-SIGN (10 pg/ml) or mouse IgG control
(10 pg/ml) for 30 min at 37°C before virus addition.

To investigate whether cell-cell contact between donor
cells and target cells was critical for HIV-1 transmission,
transwell cell culture plates with inserts of polycarbonate
membranes of 3-um pore size (Costar) were used in HIV-
1 capture and transmission assays to separate donor cells
from target cells.

To test mixed donor cells for effects on DMHT, equal
amounts (1.25 x 105, 1:1 ratio) of two donor cell types
with or without DC-SIGN were mixed prior to the 2-h
incubation of HIV-Luc/ADA (1 x 1051U) at 37°C. After
virus incubation, these cells were washed and cocultured
with Hut/CCRS5 target cells in the presence of polybrene as
described above for the HIV-1 capture and transmission
assays. As a control for the susceptibility of Hut/CCR5
cells to direct infection by HIV-1, parental Raji or K562
cells were mixed with Hut/CCRS5 cells (1 x 10>, 1:1 ratio),
then incubated with HIV-Luc/ADA (2.5 x 1041IU) for 2 h
at 37°C, washed with PBS, and cultured in the presence of
polybrene (10 pg/ml). Cell lysates were obtained 2 days
after infection and analyzed for luciferase activity. Hut/
CCRS5 cells alone (1 x 105) were used as a control.

Authors' contributions

LW developed most of the cell lines described in this
study; performed the HIV-1 adhesion assay, HIV-1 infec-
tion assays, and most of the flow cytometric analyses; par-
ticipated in the study design; and drafted the manuscript.
TDM carried out cell sorting, the ICAM-3 adhesion assay,
and some of the flow cytometric analyses. YCH assisted in
generating some of the cell lines and participated in some
of the HIV-1 adhesion and infection assays. SKJB gener-
ated the pcDNA3-DC-SIGN construct, generated K562
cells transduced with pBABE-DC-SIGN and pcDNA3-DC-
SIGN, and participated in the optimization of the ICAM-

Page 11 of 13

(page number not for citation purposes)



Retrovirology 2004, 1

3 adhesion assay. VNK conceived the study and formu-
lated the experimental design; coordinated the study; and
revised the manuscript. All authors read and approved the
final manuscript.

Acknowledgements

We thank Jenny Ting for CIITA constructs and Timothy Springer for LFA-
| constructs. We thank Derya Unutmaz for sharing dendritic cells used to
confirm antigen expression patterns. We thank Anne Arthur, John Coffin,
Eric Freed, and Akira Ono for manuscript comments. Funding for this
research was provided by the National Cancer Institute's intramural
Center for Cancer Research, which supports the HIV Drug Resistance Pro-
gram. The contents of this publication do not necessarily reflect the views
or policies of the Department of Health and Human Services, nor does
mention of trade names, commercial products, or organizations imply
endorsement by the U.S. Government.

References

Geijtenbeek TB, Kwon DS, Torensma R, van Vliet S, van Duijnhoven
GC, Middel J, Cornelissen IL, Nottet HS, KewalRamani VN, Littman
DR, Figdor CG, van Kooyk Y: DC-SIGN, a dendritic cell-specific
HIV-1-binding protein that enhances trans-infection of T
cells. Cell 2000, 100:587-597.

Geijtenbeek TB, Torensma R, van Vliet §J, van Duijnhoven GC,
Adema GJ, van Kooyk Y, Figdor CG: Identification of DC-SIGN,
a novel dendritic cell-specific ICAM-3 receptor that supports
primary immune responses. Cell 2000, 100:575-585.

Curtis BM, Scharnowske S, Watson AJ: Sequence and expression
of a membrane-associated C-type lectin that exhibits CD4-
independent binding of human immunodeficiency virus
envelope glycoprotein gp120. Proc Natl Acad Sci U S A 1992,
89:8356-8360.

Lin G, Simmons G, Pohlmann S, Baribaud F, Ni H, Leslie GJ, Haggarty
BS, Bates P, Weissman D, Hoxie JA, Doms RW: Differential N-
Linked Glycosylation of Human Immunodeficiency Virus and
Ebola Virus Envelope Glycoproteins Modulates Interactions
with DC-SIGN and DC-SIGNR. | Virol 2003, 77:1337-1346.

Wau L, Martin TD, Vazeux R, Unutmaz D, KewalRamani VN: Func-
tional evaluation of DC-SIGN monoclonal antibodies reveals
DC-SIGN interactions with ICAM-3 do not promote human
immunodeficiency virus type | transmission. | Virol 2002,
76:5905-5914.

Baribaud F, Pohlmann S, Leslie G, Mortari F, Doms RW: Quantita-
tive Expression and Virus Transmission Analysis of DC-SIGN
on Monocyte-Derived Dendritic Cells. | Virol 2002,
76:9135-9142.

Gummuluru S, KewalRamani VN, Emerman M: Dendritic cell-
mediated viral transfer to T cells is required for human
immunodeficiency virus type | persistence in the face of
rapid cell turnover. | Virol 2002, 76:10692-10701.
Tsunetsugu-Yokota Y, Yasuda S, Sugimoto A, Yagi T, Azuma M, Yagita
H, Akagawa K, Takemori T: Efficient virus transmission from
dendritic cells to CD4+ T cells in response to antigen
depends on close contact through adhesion molecules. Virol-
ogy 1997, 239:259-268.

Wau L, Bashirova AA, Martin TD, Villamide L, Mehlhop E, Chertov
AO, Unutmaz D, Pope M, Carrington M, KewalRamani VN: Rhesus
macaque dendritic cells efficiently transmit primate lentivi-
ruses independently of DC-SIGN. Proc Natl Acad Sci U S A 2002,
99:1568-1573.

Gummuluru S, Rogel M, Stamatatos L, Emerman M: Binding of
human immunodeficiency virus type | to immature den-
dritic cells can occur independently of DC-SIGN and man-
nose binding C-type lectin receptors via a cholesterol-
dependent pathway. | Virol 2003, 77:12865-12874.

Trumpfheller C, Park CG, Finke ], Steinman RM, Granelli-Piperno A:
Cell type-dependent retention and transmission of HIV-1 by
DC-SIGN. Int Immunol 2003, 15:289-298.

McDonald D, Wu L, Bohks SM, KewalRamani VN, Unutmaz D, Hope
TJ: Recruitment of HIV and its receptors to dendritic cell-T
cell junctions. Science 2003, 300:1295-1297.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

http://www.retrovirology.com/content/1/1/14

Bromley SK, Burack WR, Johnson KG, Somersalo K, Sims TN, Sumen
C, Davis MM, Shaw AS, Allen PM, Dustin ML: The immunological
synapse. Annu Rev Immunol 2001, 19:375-396.

Watts C: Capture and processing of exogenous antigens for
presentation on MHC molecules. Annu Rev Immunol 1997,
15:821-850.

Santambrogio L, Sato AK, Carven GJ, Belyanskaya SL, Strominger JL,
Stern LJ: Extracellular antigen processing and presentation by
immature dendritic cells. Proc Natl Acad Sci U S A 1999,
96:15056-15061.

Santambrogio L, Sato AK, Fischer FR, Dorf ME, Stern LJ: Abundant
empty class Il MHC molecules on the surface of immature
dendritic cells. Proc Natl Acad Sci U S A 1999, 96:15050-15055.
Lich )D, Elliott JF, Blum JS: Cytoplasmic processing is a prerequi-
site for presentation of an endogenous antigen by major his-
tocompatibility complex class Il proteins. | Exp Med 2000,
191:1513-1524.

Sanders RW, De Jong EC, Baldwin CE, Schuitemaker JH, Kapsenberg
ML, Berkhout B: Differential transmission of human immuno-
deficiency virus type | by distinct subsets of effector den-
dritic cells. J Virol 2002, 76:7812-7821.

Hioe CE, Chien P. C,, Jr., Lu C, Springer TA, Wang XH, Bandres |,
Tuen M: LFA-1 expression on target cells promotes human
immunodeficiency virus type | infection and transmission. |
Virol 2001, 75:1077-1082.

Hioe CE, Bastiani L, Hildreth JE, Zolla-Pazner S: Role of cellular
adhesion molecules in HIV type | infection and their impact
on virus neutralization. AIDS Res Hum Retroviruses 1998, 14 Suppl
3:5247-54.

Wau L, Martin TD, Carrington M, KewalRamani VN: Raji B cells,
misidentified as THP-I cells, stimulate DC-SIGN-mediated
HIV transmission. Virology 2004, 318:17-23.

Geijtenbeek TB, Krooshoop D), Bleijs DA, van Vliet §J, van Duijn-
hoven GC, Grabovsky V, Alon R, Figdor CG, van Kooyk Y: DC-
SIGN-ICAM-2 interaction mediates dendritic cell trafficking.
Nat Immunol 2000, 1:353-357.

Bashirova AA, Geijtenbeek TB, van Duijnhoven GC, van Vliet §J, Eiler-
ing B, Martin MP, Wu L, Martin TD, Viebig N, Knolle PA, KewalRam-
ani VN, van Kooyk Y, Carrington M: A dendritic cell-specific
intercellular adhesion molecule 3-grabbing nonintegrin (DC-
SIGN)-related protein is highly expressed on human liver
sinusoidal endothelial cells and promotes HIV-I infection. |
Exp Med 2001, 193:671-678.

Alvarez CP, Lasala F, Carrillo J, Muniz O, Corbi AL, Delgado R: C-
type lectins DC-SIGN and L-SIGN mediate cellular entry by
Ebola virus in cis and in trans. | Virol 2002, 76:6841-6844.
Geijtenbeek TB, van Duijnhoven GC, van Vliet §J, Krieger E, Vriend
G, Figdor CG, van Kooyk Y: Identification of different binding
sites in the dendritic cell-specific receptor DC-SIGN for
intercellular adhesion molecule 3 and HIV-1. | Biol Chem 2002,
277:11314-11320.

Appelmelk BJ, van Die |, van Vliet S), Vandenbroucke-Grauls CM, Gei-
jtenbeek TB, van Kooyk Y: Cutting edge: carbohydrate profiling
identifies new pathogens that interact with dendritic cell-
specific ICAM-3-grabbing nonintegrin on dendritic cells. |
Immunol 2003, 170:1635-1639.

Cambi A, Gijzen K, de Vries JM, Torensma R, Joosten B, Adema GJ,
Netea MG, Kullberg BJ, Romani L, Figdor CG: The C-type lectin
DC-SIGN (CD209) is an antigen-uptake receptor for Cand-
ida albicans on dendritic cells. Eur | Immunol 2003, 33:532-538.
Geijtenbeek TB, Van Vliet §J, Koppel EA, Sanchez-Hernandez M,
Vandenbroucke-Grauls CM, Appelmelk B, Van Kooyk Y: Mycobac-
teria target DC-SIGN to suppress dendritic cell function. |
Exp Med 2003, 197:7-17.

Lasala F, Arce E, Otero JR, Rojo |, Delgado R: Mannosyl glycoden-
dritic structure inhibits DC-SIGN-mediated Ebola virus
infection in cis and in trans. Antimicrob Agents Chemother 2003,
47:3970-3972.

Cambi A, De Lange F, Van Maarseveen NM, Nijhuis M, Joosten B, Van
Dijk EM, De Bakker BI, Fransen JA, Bovee-Geurts PH, Van Leeuwen
FN, Van Hulst NF, Figdor CG: Microdomains of the C-type lectin
DC-SIGN are portals for virus entry into dendritic cells. | Cell
Biol 2004, 164:145-155.

Colmenares M, Puig-Kroger A, Pello OM, Corbi AL, Rivas L: Den-
dritic cell (DC)-specific intercellular adhesion molecule 3
(ICAM-3)-grabbing nonintegrin (DC-SIGN, CD209), a C-

Page 12 of 13

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721995
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721995
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721995
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721994
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721994
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721994
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1518869
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1518869
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1518869
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12502850
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12502850
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12502850
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12021323
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12021323
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12021323
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12186897
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12186897
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12186897
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12368311
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12368311
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12368311
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9434717
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9434717
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9434717
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11818554
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11818554
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11818554
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14610207
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14610207
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14610207
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12578859
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12578859
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12578859
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12730499
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12730499
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11244041
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11244041
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9143708
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9143708
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10611337
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10611337
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10611336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10611336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10611336
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10790426
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10790426
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10790426
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12097593
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12097593
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12097593
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11134324
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11134324
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9814951
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9814951
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9814951
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14972530
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14972530
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14972530
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11017109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11017109
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11257134
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11257134
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11257134
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12050398
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12050398
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12050398
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11799126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11799126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11799126
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12574325
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12574325
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12574325
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12645952
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12645952
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12645952
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12515809
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12515809
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14638512
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14638512
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14638512
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14709546
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14709546
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12122001
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12122001
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12122001

Retrovirology 2004, 1

32

33.

34.

35.
36.

37.

38.

39.

40.

41.

42.

43.

44,

type surface lectin in human DCs, is a receptor for Leishma-
nia amastigotes. | Biol Chem 2002, 277:36766-36769.

Colmenares M, Corbi AL, Turco S, Rivas L: The dendritic cell
receptor DC-SIGN discriminates among species and life
cycle forms of Leishmania. | Immunol 2004, 172:1186-1190.
Pohlmann S, Soilleux EJ, Baribaud F, Leslie G, Morris LS, Trowsdale J,
Lee B, Coleman N, Doms RW: DC-SIGNR, a DC-SIGN homo-
logue expressed in endothelial cells, binds to human and sim-
ian immunodeficiency viruses and activates infection in
trans. Proc Natl Acad Sci U S A 2001, 98:2670-2675.

Kwon DS, Gregorio G, Bitton N, Hendrickson WA, Littman DR: DC-
SIGN-mediated internalization of HIV is required for trans-
enhancement of T cell infection. Immunity 2002, 16:135-144.
Ting JP, Trowsdale J: Genetic control of MHC class Il
expression. Cell 2002, 109 Suppl:S21-33.

Lachgar A, Jaureguiberry G, Le Buenac H, Bizzini B, Zagury JF, Rappa-
port J, Zagury D: Binding of HIV-1 to RBCs involves the Duffy
antigen receptors for chemokines (DARC). Biomed
Pharmacother 1998, 52:436-439.

Péhlmann S, Leslie GJ, Edwards TG, Macfarlan T, Reeves |D, Hie-
benthal-Millow K, Kirchhoff F, Baribaud F, Doms RW: DC-SIGN
interactions with human immunodeficiency virus: virus bind-
ing and transfer are dissociable functions. | Virol 2001,
75:10523-10526.

Zhu XS, Linhoff MW, Li G, Chin KC, Maity SN, Ting JP: Transcrip-
tional scaffold: CIITA interacts with NF-Y, RFX, and CREB
to cause stereospecific regulation of the class Il major histo-
compatibility complex promoter. Mol Cell Biol 2000,
20:6051-6061.

Larson RS, Hibbs ML, Springer TA: The leukocyte integrin LFA-I
reconstituted by cDNA transfection in a nonhematopoietic
cell line is functionally active and not transiently regulated.
Cell Regul 1990, 1:359-367.

Kishimoto TK, O'Connor K, Lee A, Roberts TM, Springer TA: Clon-
ing of the beta subunit of the leukocyte adhesion proteins:
homology to an extracellular matrix receptor defines a
novel supergene family. Cell 1987, 48:681-690.

Sallusto F, Lanzavecchia A: Efficient presentation of soluble anti-
gen by cultured human dendritic cells is maintained by gran-
ulocyte/macrophage  colony-stimulating  factor  plus
interleukin 4 and downregulated by tumor necrosis factor
alpha. | Exp Med 1994, 179:1109-1118.

Connor RI, Chen BK, Choe S, Landau NR: Vpr is required for effi-
cient replication of human immunodeficiency virus type-1 in
mononuclear phagocytes. Virology 1995, 206:935-944.
Geijtenbeek TB, van Kooyk Y, van Vliet §J, Renes MH, Raymakers RA,
Figdor CG: High frequency of adhesion defects in B-lineage
acute lymphoblastic leukemia. Blood 1999, 94:754-764.

Onishi M, Kinoshita S, Morikawa Y, Shibuya A, Phillips |, Lanier LL,
Gorman DM, Nolan GP, Miyajima A, Kitamura T: Applications of
retrovirus-mediated expression cloning. Exp Hematol 1996,
24:324-329.

http://www.retrovirology.com/content/1/1/14

Publish with BioMed Central and every
scientist can read your work free of charge

"BioMed Central will be the most significant development for
disseminating the results of biomedical research in our lifetime."
Sir Paul Nurse, Cancer Research UK
Your research papers will be:
« available free of charge to the entire biomedical community
« peer reviewed and publishedimmediately upon acceptance
« cited in PubMed and archived on PubMed Central
« yours — you keep the copyright

Submit your manuscript here: O BioMedcentral
http://www.biomedcentral.com/info/publishing_adv.asp

Page 13 of 13

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12122001
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12122001
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14707095
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14707095
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14707095
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11226297
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11226297
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11226297
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11825572
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11825572
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11825572
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11983150
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11983150
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9921412
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9921412
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11581425
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11581425
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11581425
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10913187
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10913187
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10913187
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1712636
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1712636
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3028646
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3028646
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3028646
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8145033
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8145033
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8145033
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7531918
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7531918
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7531918
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10397743
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10397743
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8641361
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8641361
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	DMHT requires donor and target cell contact
	Functional characterization of DC-SIGN transfectants
	Table 1

	Variable efficiency of HIV-1 transmission by DC-SIGN- expressing cell lines
	Examination of immune synapse molecules in DMHT
	Table 2

	Trans inhibition of DMHT by K562 cells

	Discussion
	Conclusions
	Methods
	Plasmids
	Cells
	Antibodies
	Virus stocks
	Flow cytometry
	HIV-1 adhesion assay
	ICAM-3 adhesion assay
	HIV-1 infection assays

	Authors' contributions
	Acknowledgements
	References

