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Abstract

Background: Dendritic cells (DCs) are professional antigen-presenting cells that play important
roles during human immunodeficiency virus type | (HIV-1) infection. HIV-1 derived lentiviral
vectors (LVs) transduce DCs at high efficiency but their effects on DC functions have not been
carefully studied. Modification of DCs using LVs may lead to important applications in
transplantation, treatment of cancer, autoimmune and infectious diseases.

Results: Using DCs prepared from multiple blood donors, we report that LV transduction of DCs
resulted in altered DC phenotypes and functions. Lentiviral transduction of DCs resulted in down-
regulation of cell surface molecules including CD | a, co-stimulatory molecules CD80, CD86, ICAM-
I, and DC-SIGN. DCs transduced with LVs displayed a diminished capacity to polarize naive T cells
to differentiate into Thl effectors. This impaired Thl response could be fully corrected by co-
transduction of DCs with LVs encoding interleukin-12 (IL-12), interferon-gamma (IFN-y), or small
interfering RNA (siRNA) targeting IL-10.

Conclusions: DCs transduced with LVs in vitro displayed diminished Th1 functions due to altered
DC phenotypes. Our study addresses an important issue concerning lentiviral infection and
modification of DC functions, and provides a rational approach using LVs for immunotherapy.

Background

During HIV-1 infection, an increase in DC-SIGN and
CD40 has been reported, as has a decrease in the expres-
sion of CD80 and CD86 in dendritic cells (DCs) of lym-
phoid tissue [1]. Although some suggest that HIV-1
infection reduces the production of IL-12 by DCs,[2] oth-
ers have shown that DCs derived from HIV-1-infected
individuals express both IL-12 and IL-10 at levels similar
to those in non-infected individuals[3] While these stud-
ies have explored the effects of wild-type HIV-1 on DC
functions, the possible effects of HIV-1-derived lentiviral

vectors (LVs) on DC functions have not been well charac-
terized [1].

LVs are useful gene transfer tools that can efficiently target
many types of cells including DCs. As important immune
modulating cells for immunotherapy and vaccine applica-
tions, DCs play critical roles in activating the host
immune response. DCs can capture, process, and present
foreign antigens, migrate to lymphoid-rich tissues, and
stimulate antigen-specific immune responses [4]. DCs
present a variety of signals to stimulate T cells and initiate
immune response; these signals involve multiple
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signaling mediators, including MHC molecules harboring
antigenic peptides (signal 1), the co-stimulatory mole-
cules CD80, CD86, and ICAM-1 (signal 2), and cytokines
such as IL-12, IL-4, and IL-10 (signal 3) [5].

Engagement between DCs and T cells not only stimulates
T-cell proliferation, but also polarizes differentiation of
naive T helper (Th) cells into IFN-y-producing Th1 or IL-
4-producing Th2 effector cells [6,7]. Production of IL-12
by DCs early in an immune response is critical for polari-
zation of CD4+ T cells toward Th1l function, which is
essential for the clearance of intracellular pathogens. IL10,
on the other hand, suppresses IL-12 production from DCs
and diminishes the commitment of Th1 differentiation.
Besides cytokine signaling, there is accumulating evidence
that co-stimulatory molecules and adhesion molecules
such as CD80, CD86, and ICAM-1 not only engage in T-
cell stimulation, but also direct the differentiation of
naive T cells [8-10].

Efficient gene transfer into DCs without cytotoxicity has
always been difficult [11,12]. LVs transduce DCs at high
efficiencies with little to no cytotoxicity, and the trans-
duced DCs retain their immature phenotype, are able to
respond to maturation signals, and maintain immunos-
timulatory potential in both autologous and allogeneic
settings [13-16]. In this study, we carefully analyzed cellu-
lar response to LV transduction by evaluating changes in
DC phenotypes using monocyte-derived DCs prepared
from more than 40 blood donors. We investigated the
function of DCs to polarize naive T cells to Th effectors
after LV infection. Our results demonstrated altered DC
functions after LV gene transfer. Most importantly, we
illustrated effective modulation of DC immunity by LV
expression of different cytokines or siRNA molecules.

Materials and Methods

Generation of monocyte-derived dendritic cells

Peripheral blood mononuclear cells (PBMCs) from
healthy donors (Civitan Blood Center, Gainesville, FL)
were isolated from buffy coats by gradient density centrif-
ugation in Ficoll-Hypaque (Sigma-Aldrich, St. Louis, MO)
as previously described [17]. DCs were prepared accord-
ing to the method of Thurner et al. [18], with the follow-
ing modifications: On Day 0, five million PBMCs per well
were seeded into twelve-well culture plates with serum-
free AIM-V medium (Invitrogen Corp. Carlsbad, CA). The
PBMCs were incubated at 37°C for 1 hr and the non-
adherent cells were gently washed off; the remaining
adherent monocytic cells were further cultured in AIM-V
medium until Day 1. The culture medium was removed
with care not to disturb the loosely adherent cells, and 1
ml per well of new AIM-V medium containing 560 u/ml
of recombinant human GM-CSF (Research Diagnostic
Inc., Flanders, NJ) and 25 ng/ml of IL-4 (R&D Systems,
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Minneapolis, MN) was added and the cells were cultured
at 37°C and 5% CO,. On Day 3, 1 ml of fresh AIM-V
medium containing 560 u/ml of GM-CSF and 25 ng/ml of
IL-4 was added to the culture. On Day 5, the non-adherent
cells were harvested by gentle pipetting. After washing, the
DCs were frozen for later use or used immediately.

Lentiviral vector construction and preparation

MLV and LVs were constructed as described previously
[19,20]. The self-inactivating pTYF vectors expressing
CD80, CD86, GM-CSF, and IL-12 genes under the EFla
promoter control were constructed by inserting cDNAs
that have been previously functionally characterized [21-
23]. The cDNA of ICAM-1 was derived from pGEM-T-
ICAM-1 kindly provided by Dr. Eric Long. The cDNAs of
FIt3L, CD40L, and IL-7 were amplified by RT-PCR using
the primers listed below with a modified eukaryotic trans-
lation initiation codon (CCACC-AUG): FIt3L sense 5'-TTT
CTA GAC CAC CAT GAC AGT GCT GGC GCC AG-3' and
antisense 5'-AAG GAT CCT CAG TGC TCC ACA AGC AG-
3'; CD40L sense 5'-TTT CTA GAC CAC CAT GAT CGA AAC
ATA CAA C-3' and antisense 5'-TTG AAT TCT TAT GIT
CAG AGT TTG AGT AAG CC-3'; IL-7 sense 5'AAG CGG
CCG CCA CCA TGT TCC ATG TIT CTT-3' and antisense
5'-TTC TCG AGT TAT CAG TGT TCT TTA GTG CCC ATC-
3.

The LVs were produced and concentrated as described pre-
viously [20]. Lentiviral siRNA vectors were generated as
previously described, using four oligonucleotides. IL-
10i#1: sense 5'-GAT CCC CAG CCA TGA GTG AGT TTG
ACT TCA AGA GAG TCA AAC TCA CTC ATG GCT TIT
TTG GAA A-3' and antisense 5'-AGC TTT TCC AAA AAA
GCC ATG AGT GAG TIT GAC TCT CTT GAA GTC AAA
CTC ACT CAT GGCTGG G-3'; IL10i#2: sense 5'-GAT CCC
CGG GIT ACC TGG GTT GCC AAT TCA AGA GAT TGG
CAA CCCAGGTAA CCCTTTTTG GAA A-3' and antisense
5'-AGC TTT TCC AAA AAG GGT TAC CTG GGT TGC CAA
TCT CTT GAA TTG GCA ACC CAG GTA ACC CGG G-3'
[24].

Lentiviral transduction of immature DCs and DC
maturation

We plated Day-5 immature DCs at 5 x 105 per well in a 24-
well plate containing 200 pl of medium supplemented
with GM-CSF (560 u/ml) and IL-4 (25 ng/ml). DC infec-
tion was carried out by adding concentrated LVs to the
cells at a multiplicity of infection (MOI) of 50-100
(~105-10¢ transducing units/ng of p24) as previously
described [25]. The infected cells were incubated at 37°C
for 2 hr with gentle shaking every 30 min, then 1 ml of DC
medium was added and the culture was incubated with
the viral vectors for an additional 12 hr. DC maturation
was induced by adding lipopolysaccharide (LPS) at a final
concentration of 80 ng/ml and TNF-o at a final
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concentration of 20 u/ml and incubated for 24 hr. To col-
lect mature DCs, the cells were treated with AIM-V
medium containing 2 mM EDTA at 37°C for 20 min, and
washed three times with PBS.

Antibody staining and flow cytometry

For analysis of cell-surface marker expression by flow
cytometry, we incubated DCs for 10 min with normal
mouse serum and then 30 min with fluorochrome-conju-
gated anti-human monoclonal antibodies. In different
experiments, these antibodies included HLA-ABC (Tu149,
mouse IgG2a, FITC-labeled, Caltag Laboratories, Burlin-
game, CA); HLA-DR (TU36, mouse IgG2b, FITC-labeled,
Caltag Laboratories); CD1a (HI49, mouse IgG1lk, APC-
labeled, Becton Dickinson Pharmigen, San Diego, CA);
CD80 (L307.4, mouse IgG1k, Cychrome-labeled, Becton
Dickinson);CD86 (RMMP-2, Rat IgG2a, FITC-labeled,
Caltag Laboratories); ICAM-1 (15.2, FITC-labeled, Calbi-
ochem); DC-SIGN (eB-h209, rat IgG2a, APC-labeled, eBi-
oscience, San Diego, CA); CD11c (Bly-6, mouse IgG1, PE-
labeled, BD Pharmigen); CD40 (5C3, mouse 1gG1, Cy-
chrome-labeled, Becton Dickinson); CD123 (mouse
IgG1, PE-labeled, BD Pharmigen); and CD83 (HB15e,
mouse IgGl, R-PE-labeled, Becton Dickinson). We
included the corresponding isotype control antibody in
each staining condition. After two washes, the cells were
resuspended and fixed in 1% paraformaldehyde in PBS
and analyzed using a FACSCalibur flow cytometer and the
CELLQUEST program (Becton Dickinson). The live cells
were gated by forward- and side-light scatter characteris-
tics and the percentage of positive cells and the mean flu-
orescence intensity (MFI) of the population were
determined.

FACS sort of lacZ-positive cells

The lentiviral siRNA vector-transduced cells co-expressing
nuclear lacZ gene were separated from un-transduced cells
by staining with fluorescent LacZ substrate and sorted by
FACS. To label the lacZ-positive cells, we resuspended
cells in 100 ul medium and added 100 ul of FDG (fluores-
cein di-beta-D-galactopyranoside) working solution (2
mM) which was diluted from a 10 x stock FDG solution
(20 mM). The stock solution was made by dissolving 5 mg
FDG (MW 657, Molecular Probe, Eugene, OR) in a 1:1
mixture of DMSO/ethanol and mixing with ice-cold
ddH,O to make an 8:1:1 ddH,0/DMSO/ethanol solu-
tion. The cells were incubated in 37°C water bath for 1-
1.5 min, and diluted with 10-fold volume of cold medium
and kept on ice until FACS sorting.

Preparation of naive CD4+ T cells

The CD4+ T cells from PBMCs were collected by negative
selection, using a CD4+ T cell isolation Rosette cocktail
(StemCell Technologies, Vancouver, BC) according to the
manufacturer's instructions. Briefly, we centrifuged 45 ml
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of buffy coat (approximately 5 x 108 PBMCs) in a sterile
200-ml centrifuge tube with 2.25 ml of the CD4+T cell-
enrichment Rosette cocktail at 25°C for 25 min. Thereaf-
ter, 45 ml of PBS containing 2% FBS was added to dilute
the buffy coat. After gentle mixing, we layered 30 ml of the
diluted buffy coat on top of 15 ml of Ficoll Hypaque in a
50-ml centrifuge tube and centrifuged for 25 min at 1,200
&. Non-rosetting cells were harvested at the Ficoll interface
and washed twice with PBS (2% FBS), counted, and cryo-
preserved in aliquots in liquid nitrogen for future use. The
purity of the isolated CD4+T cells was consistently above
95%. The CD4+*CD45RA naive T cells were purified based
on negative selection of CD45RO- cells using the MACS
(Miltenyi Biotec, Auburn, CA) magnetic affinity column
according to the manufacturer's instructions.

In vitro induction of Th functions and intracellular
cytokine staining

The in vitro DC.T cell co-culture method was modified
based on Caron et al[26]. Briefly, we co-cultured purified
naive CD4 T cells with allogeneic mature DCs at different
ratios (20:1 to 10:1) in serum-free AIM-V media. On day
5, 50 u/ml of rhIL-2 was added and the culture was
expanded and replenished with fresh AIM-V medium con-
taining rhIL-2 every other day for up to 3 weeks. After day
12, we washed the quiescent Th cells and re-stimulated
them with PMA (10 ng/ml or 0.0162 uM) and ionomycin
(1 pg/ml, Sigma-Aldrich) for 5 hr, adding Brefeldin A (1.5
pg/ml) during the last 2.5 hr of culture. We then fixed,
permeablized, and stained the cells with FITC-labeled
anti-IFN-y and PE-labeled anti-IL-4 mAb (Pharmigen, San
Diego, CA). The cells were analyzed in a FACSCalibur
flow cytometer (BD Biosciences, San Diego, CA).

DC-mediated mixed lymphocyte reaction

We co-cultured serial dilutions of DCs, from 10,000 cells
per well to 313 cells per well, with 1 x 105 allogeneic CD4
T cells in a 96-well U-bottomed plate in a total volume of
200 pl for 5 days. The proliferation of T cells was moni-
tored by adding 20 pl of the CellTiter96 solution to each
well according to the manufacturer's instruction
(Promega). The cells were further cultured for 4 hr before
reading the OD,,, value using a microplate reader (EL808,
BIO-TEK Instrument Inc.,Winooski, VT).

Results

LVs altered surface marker expression in peripheral blood
monocyte-derived DCs

To investigate the effects of lentiviral vectors (LVs) on
DCs, we transduced monocyte-derived DCs with LVs
encoding different reporter genes. The efficiency of LV
transduction of DCs is illustrated by a reporter gene assay
(Fig. 1A). The DCs were derived from healthy donors'
PBMCs, and on day 5 (d5) of culture, the immature DCs
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LV transduction of DCs and analysis of surface marker expression. PBMC-derived DCs were infected with LV on Day
5 (d5) and after maturation, co-cultured with naive CD4 T cells for -2 weeks before intracellular cytokine staining (ICCS) and
flow cytometry (FACS) analysis. The d5 DCs were transduced by LV-PLAP and 48 hr later, analyzed by PLAP enzyme assay. (B)
FACS analysis of DC surface markers after viral transduction. The d5 DCs were transduced with LV carrying PLAP or Cre as

reporter gene, MLV vectors, empty LV, or no vector controls (mock) and treated with TNF-a plus LPS. The cell surface mark-
ers were stained with antibodies and analyzed by FACS. The numbers represent mean fluorescence index (MFI) and the results
are representatives of six experiments.
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Table I: Surface marker profile of DCs transduced with LVs or MLV vectors.

Geometrical Mean Fluorescence + SD

Surface Marker Mock Empty LV LV MLV
CDllc 488 £ 3.2 472+ 1.3 523+23 553 % I.1
CDI123 13.0 £ 0.4 134+£08 149 £ 0.6 157 £ 0.1
CDla 273 % 1.1 276 £29 21.5 £ 0.2* 31.0+ 0.3
CD40 8.6 0.1 89+06 8.6 £ 0.1 9.0+0.3
ICAM-| 462.6 £ 57.5 376.5 + 30.1 179.5 + 3.4%+* 4985 £ 6.9
CDé62L 3.3+0.1 3.2+0.03 37+0.1 33104
CD80 (B7-1) 9909 10.6 + 0.7 9.3 +0.2% 11.3+0.4
CDs83 5803 58x0.1 6.4+ 0.01 6003
CD86 (B7-2) 39.6+35 396 +25 31.4 £ 0.4* 473+ 1.5
DC-SIGN 62.7 + 45 557+ 04 50.6 £ 1.5* 68.6 + 4.1
HLA-ABC 139+ 1.3 158+ 1.0 14.6 £ 0.3 172 £ 0.9
HLA-DR 31.5+£08 286 +2.2 269 + 0.4 332+ 1.7

Results are presented as geometrical mean fluorescence after FACS. Asterisks (*) denote significance of difference by Student t-test (*P < 0.05, **P

<0.01, *P < 0.001).

(imDC) were infected with LV-PLAP (encoding placenta
alkaline phosphatase). Analysis of PLAP activity on day 7
demonstrated transduction efficiency of > 80% (Fig 1B).

DC functions through surface receptor signaling

To see if LVs affected DC surface marker expression, we
examined the expression profile of surface molecules on
DCs by antibody immunostaining. We transduced PBMC-
derived imDC with mock (control 293 supernatants) vec-
tors, empty LV particles, LV, and MLV carrying a reporter
gene. After induction of maturation with LPS plus TNF-a,
we harvested the DCs for antibody staining and FACS. The
results are shown in Fig. 1C and summarized in Table 1.
Among the surface molecules tested, CD1a, CD80, CD86,
ICAM-1, and DC-SIGN were down-regulated after LV
transduction, but not after transduction with empty LV or
MLV. The same result was obtained using different prepa-
rations of LVs carrying either PLAP or Cre as the reporter
gene.

LV transduction impaired DC-mediated Thl immunity

It has been reported that retroviral infection induces up-
regulation of Th2 cytokines including IL-10 and impairs
DC maturation [27,28]. Because HIV causes immune sup-
pression and the preceding results showed that LV infec-
tion altered the surface marker expression profile of DCs,
we suspected that LV infection might also affect DC acti-
vation of T cells. To test this, we set up an in vitro immu-
nity assay using co-culture of human DCs and naive T
cells.

We generated DCs from PBMCs and infected the d5 DCs
with LV carrying a reporter gene. To characterize the func-
tion of DCs, we purified naive CD4+T cells from healthy

donors' blood and co-cultured the T cells with allogeneic
monocyte-derived DCs treated with TNFa and LPS to
induce maturation, as illustrated in Fig. 2. The co-cultured
T cells were allowed to expand and rest for more than 7
days after DC priming. To analyze Th response, on days 7
and 9 we reactivated the resting T cells with ionomycin
and PMA, and subjected the T cells to ICCS using antibod-
ies against IFN-y and IL-4. We found that the IFN-y-pro-
ducing Th1 cell populations were dramatically reduced
when incubated with DCs transduced with LVs, from 72%
(day 7) and 75% (day 9) for the control to 27% (day 7)
and 22% (day 9) for the LV-transduced DCs. The Th2 pop-
ulations remained essentially unchanged (Fig. 2). In naive
T cells the Th1 response is regulated by the "master tran-
scription regulators" T-bet and GATA-3.[29] Analysis of T-
bet and GATA-3 expression in T cells after coculture with
LV-transduced DCs showed decreased expression of both
T-bet and GATA-3 RNA, and the relative T-bet expression
correlated with the Th differentiation according to ICCS of
T cells after 8 days of co-culture (data not shown).

Up-regulation of CD80 and CD86 expression did not
restore DC functions

Because T cell co-stimulatory molecules are important
mediators of DC functions, the down-regulation of CD80
and CD86 in DCs after LV transduction might contribute
to the observed Th1 impairment. To examine this possi-
bility, CD80 and CD86 were up-regulated in DCs using
LVs encoding these two genes to see if the impaired Th1
response could be corrected. The LVs encoding human
CD80 and CD86 were constructed as shown in Fig. 3A.
The functions of these CD80 and CD86 genes have been
previously demonstrated in an in vivo study [21]. DCs
were transduced with LVs expressing a reporter, CD80 or
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Figure 2

Impaired Thl response induced by LV-transduced DCs. We analyzed T helper function by using DC:T cell co-culture
and IL-4 and IFN-yICCS. Immature DCs were infected with mock (293T supernatants) or LV on d5 and treated with LPS and
TNFa. The DCs were harvested and co-cultured with naive CD4+ T cells at a DC:T cell ratio of 1:10. On Day 7 amd 9 after
co-culture, the cells were re-stimulated and the T helper cell populations were examined by INF-y and IL-4 antibody ICCS as
described in the Materials and Methods. The percentages of cell populations are indicated in the FACS quadrants. The results
are representative of four independent experiments.

CD86 gene, and then treated with LPS and TNF-a 12 hr
later. Thirty-six hours after LV transduction, we analyzed
the transduced DCs for CD80 and CD86 expression by
FACS, using anti-CD80 and anti-CD86 antibodies. The

expression was reduced from 41% to 35% after LV-PLAP
infection, while CD86 expression was reduced from 61%
to 49% (Fig. 3B). Their expression was up-regulated after
transduction with LVs encoding CD80 and CD86; the

results were consistent with our earlier findings; CD80

Page 6 of 12

(page number not for citation purposes)



Retrovirology 2004, 1:37 http://www.retrovirology.com/content/1/1/37

polylinker (dexing site)
A FT
pT YF-Linker
CMV-TAR SINLTRA CHpA
pTYF-CD8O u[>

pTYF-CD86

== =F < = < < <F <
E 1
g
=
~
v

B
¥
<

=
pTYF-FIAL —

j

A v

—romai)

pTYF-cD4oL [

pTYFIL-12 [

pTYF-GMCSF [
pTYF-IFN-y (-
pTYFICAM-1 [

1

1
AV AV

LV-PLAP LV-CD80 LV-CD86
2 2 2 2
& & 35 & 44% 1 354
& 504 6y 50
i 3 | ¥ w1 ¥ i
R 2 g 8
=
g g 748 | 2 901 | & 7.3
- - . - Nprtt
16° S S e A S A
>
CD80

0 10 20 304 S060
I

0 1020 5040 5060
- 3

0 1020 3940 5060

01020 3040 S0 60

B T e e e I T A S

>

10

5]

Mock LV-CD80 LV-CD86

a2z 2 00 a2 30

U

S
w21 022
o

105 107

D Mock v LV+IL12 LV+ (DL

i wl

42 20| j4e 10 347 188

£3

N -

B L S~ St T S Ao St = ettt U - O # a1

-+
-t LYV+IFN-y LV+FL LV GM-CSF LV+ICAM-1

130

IFN-y

Figure 3

LV modification of DC immune functions. (A) Diagram of LV constructs containinging different immune modulatory
genes. (B) Up-regulation of T cell costimulators in DCs transduced with LV-CD80 or LV-CD86. Immature DCs were trans-
duced with mock, LV-PLAP, LV-CD80, or LV-CD86 for 12 hr, induced to mature, and analyzed 24 hr later using anti-CD80 and
anti-CD86 antibodies. The mean fluorescence intensity and percentage of positive cells are shown. (C) Th1/Th2 assay of DCs
with up-regulated CD80 or CD86. The T-cell activation function of DCs was analyzed by DC:T cell co-culture. ICCS and FACS
for T helper function were performed 8 days after co-culture. The percentages of different T-cell populations are shown. (D)
Th1/Th2 assay of DCs co-transduced with different LV immune modulatory genes. DCs were transduced with LV (LV-PLAP),
and co-transduced with LVs encoding different immune modulatory genes, including IL-12, CD40L, IFN-y, FL, GM-CSF, and
ICAM-I, or incubated with soluble IFN-y. DCs were then treated with TNF-o and LPS and co-cultured with naive CD4 T cells.
The T cells were analyzed for IL-4 and IFN-y expression by ICCS and FACS 9 days after co-culture. The percentages of differ-
ent T cell populations are shown in the quadrants. The results are representative of six independent experiments.
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expression of CD80 was up-regulated from 35% to 44%,
and the expression of CD86 from 49% to 76%.

To see if the up-regulation of the T-cell co-stimulatory
molecules in DCs could restore the Th1 response, we co-
cultured naive CD4 T cells with DCs transduced with
mock, LV-PLAP, LV-PLAP plus LV-CD80, or LV-PLAP plus
LV-CD86. After 8 days, the T cells were reactivated and
analyzed by ICCS and FACS using anti-IL-4 and anti-IFN-
v antibodies as described earlier. We found that after LV
transduction the Th1 population was reduced from 24%
to 13%. Moreover, this impairment could not be cor-
rected by the up-regulation of CD80 and CD86 in DCs
(from 13% to 12% and 13%, respectively, Fig. 3C).

Modification of DC immunity by LVs encoding immune
modulatory genes

Cytokine signaling is important in DC-mediated Th differ-
entiation; for examples, 1L-12 is critical to Th1 develop-
ment, and Flt3-ligand (FL) has been shown to enhance IL-
12 production in DCs [30]. To overcome the impaired
Th1 response after LV transduction, we investigated
whether modification of the local cytokine environment
in the DC:T cell synapse could promote a Th1 response.
LVs expressing different cytokine and receptor genes,
including FL, GM-CSF, IL-12 (a bi-cistronic IL-12A and IL-
12B construct), CD40L, IFN-y, and ICAM1 were con-
structed (Fig. 3A). Expression or function of these differ-
ent immune modulatory genes has been previously
demonstrated. [21-23] DCs were transduced with LVs car-
rying reporter gene PLAP either alone or co-transduced
with different immune modulatory genes. As positive
control, we treated DCs with soluble IFN-y before matura-
tion and DC:T-cell co-culture. The Th function of the LV-
transduced DCs was analyzed by DC:T cell co-culture fol-
lowed by ICCS and FACS analysis of IFN-y and IL-4, as
described earlier. The results showed that LV transduction
alone reduced IFN-y-producing Th1 cell population as
found above, from 8.16% to 3.46%. However, co-trans-
duction with LV encoding IL-12 enhanced Th1l response
from 3.46% to 9.38%, while co-transduction with LV
encoding IFN-y increased such response from 3.46% to
13.08%, an increase that was similar to that produced by
soluble IFN-y (Fig. 3D). LVs expressing FL, GM-CSF,
CD40L, or ICAM-1, on the other hand, exhibited no sig-
nificant effect.

Modulation of DC function by LVs expressing siRNA
targeting IL-10

IL-10 is a critical immune modulatory gene and modula-
tion of IL-10 gene expression may alter DC function. To
test this, we constructed LVs encoding siRNA targeting IL-
10. We chose two regions in the IL-10 mRNA as the siRNA
target sites (Fig. 4A). The siRNA expression was driven by
a human H1 pollll promoter that was cloned into LVs as

http://www.retrovirology.com/content/1/1/37

previously reported.[24] The LV-siRNA vector also carries
a nlacZ reporter gene convenient for vector titer determi-
nation and for the identification of transduced cells. To
demonstrate the siRNA effects, we transduced B cells with
IL-10-siRNA LVs or a control siRNA LV targeting GFP
gene, and after transduction, the B cells were expanded
and the lacZ-positive cells were FACS-sorted using fluores-
cent substrate FDG. The expression of IL-10 was quanti-
fied by ICCS and FACS using anti-IL-10 Ab. The result
demonstrated IL-10 suppression in the lacZ-positive B
cells that were transduced with LVs expressing the two IL-
10 specific siRNAs but not the non-specific siRNA target-
ing GFP gene (Fig. 4B).

The effect of the IL-10 LV siRNAs was then examined in
DCs by co-transduction using a reporter LV and the IL-10
LV-siRNAs. The transduced DCs were then treated with
LPS and analyzed for IL-10 expression as described above.
Again, the empty LV had no effect and LV transduction
alone up-regulated IL-10 expression. However, co-trans-
duction with LV-siRNA targeting IL-10 down-regulated IL-
10 expression (Fig. 4C); the low level of IL-10 expression
in DCs was expected as the DC culture was derived and
maintained in GM-CSF and IL-4 supplemented media.

To examine whether co-transduction of DCs with LVs
expressing the IL-10 siRNA could promote a Thl
response, we transduced DCs with LV alone or together
with either an LV-siRNA (#2) or a control LV-siRNA
(GFPi). For positive control, we incubated DCs with
soluble IFN-y as previously described. After the DCs were
co-cultured with naive T cells for 10 days, the T cells were
reactivated and analyzed for Th functions by ICCS to
determine intracellular expression of IFN-y and IL-4. The
results clearly demonstrated that the IL-10 LV-siRNA vec-
tor, but not the GFPi LV-siRNA vector, enhanced Th1
response at levels comparable to that of the positive con-
trol (DCs treated with soluble IFN-y, Fig. 4D).

Discussion

Although HIV-1 is an immunopathogen in humans, HIV-
1 derived vectors do not contain viral genes and have been
rendered replication-defective. In this study, we found
that LV transduction of DCs resulted in altered DC surface
marker phenotypes. These changes in DC phenotypes led
to suppressed function in mediating the Th1 immunity.
DCs transduced by LVs did not lose the capacity to stimu-
late allogeneic T-cell proliferation, as reported by others
[13,14,16]. However, in the DC:T cell co-culture func-
tional assay, we showed that after LV transduction, DCs
had significantly reduced ability to polarize naive CD4+ T
cells to differentiate into Th1 effectors. The changed gene-
expression profile of DCs after LV transduction correlates
with Th1 suppression. As demonstrated here, DC-medi-
ated immunity requires antigen presentation, T cell co-
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Figure 4

Modification of DCs by LV-siRNA targeting IL-10. (A) LV-siRNA targeting IL-10. LV siRNAs targeting two different sites
of IL-10 mRNA were illustrated. The predicted hairpin siRNA structure is shown. (B) lllustration of efficient down-regulation
of IL-10 in B lymphocytes after LV IL-10 siRNA transduction. Epstein-Barr virus (EBV) transformed B cells were transduced
with LV siRNA targeting IL-10 (#| and #2) or GFP gene. The siRNA LVs also carry a lacZ reporter gene which could be
labeled with fluorescein di-b-D-galactopyranoside (FDG) to separate the transduced from un-transduced cells by FACS sort.
(C) Immature DCs were transduced with mock, empty LVs, LV-nlacZ, or LV-nlacZ plus LV-silL-10 #1 or #2, treated with LPS,
and analyzed by ICCS and FACS using anti-IL-10 antibody. (D) Enhanced Thl response by DCs transduced with LV-siRNA tar-
geting IL-10. DCs were transduced with LVs and either co-transduced with LV-siRNA targeting IL-10 (LV-IL10i#2) or GFP
(GFPi) or treated with soluble IFN-y as controls, and the DCs were then assayed for T-cell activation function by DC:T cell co-
culture. The T cells were fully rested before reactivation with PMA and ionomycin after 10 days of co-culture. The numbers
shown in the FACS quadrants are percentages of the total gated cell population. Results are representative of three independ-
ent experiments.
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stimulation, and cytokine production, all of which were
down-regulated upon LV infection. These results are con-
sistent with a recent study demonstrating cultured imma-
ture DCs and DCs from 6 of 10 HIV-1 patients display
reduced maturation function and diminished MLR in
DC:T cell coculture [28].

Cytokines have critical roles in shaping up the immune
response [31,32]. We have detected up-regulation of IL-10
in HUVEC, B cells and DCs after LV infection suggested
possible immune suppression by LVs (data not shown).
Earlier work has shown that IL-10 inhibits the expression
of IL-12 and co-stimulatory molecules in DCs,[32] a find-
ing that correlates with its ability to inhibit the primary T-
cell response and induce a stage of anergy in allo- or pep-
tide-antigen-activated T cells [33]. IL-10 has also been
shown to down-regulate ICAM-1 in human melanoma
cells [34]. Here we showed that LV transduction of DCs,
led to down-regulation of CD80, CD86, and ICAM-1.
Many of these immune regulatory genes are activated
through transcriptional factor NF-«B. Using cDNA micro-
array analysis, we detected reduced NF-kB expression in
DCs after LV infection (not shown), suggesting that LV
infection may trigger a cascade of immune suppression
through down-regulation of the NF-«B signaling pathway.

It has been reported that HIV-1 Tat up-regulates IL-10 as a
result of intranuclear translocation of NF-kB and activa-
tion of the protein kinases ERK1 and ERK2 [35]. However,
the LVs used in this study do not carry a tat gene. The fact
that empty LV particles did not induce the same effects as
did intact LVs, suggests that Tat or other virion-associated
proteins do not play a role. Thus, it is plausible that events
after retroviral attachment and fusion, such as reverse
transcription and integration, might trigger the observed
cellular response. It would be interesting to see if such
immune suppression also occurs in vivo following LV gene
transfer.

DCs, during their interaction with T cells, provide multi-
ple signals to polarize naive T cells. These signals include
the co-stimulatory molecules CD80, CD86, and ICAM-1,
which are considered "signal 2" for T-cell stimulation. The
roles of these co-stimulatory molecules on Th differentia-
tion remain controversial. Many studies have shown that
ICAM-1 promotes Thl commitment [36]. CD80 and
CD86 have been reported to polarize CD4+T cells toward
the Th2 subset through engagement with CD28 [37-39].
However, CD80 could also interact with CTLA-4 to induce
Th1 polarization [40]. Moreover, CD86 has been reported
to be a Th1-driving factor [41]. Further studies are needed
to address the roles of co-stimulatory molecules in the
development of DC and T-cell immunity. Nevertheless,
the down-regulation of T cell co-stimulatory molecules in
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DCs after LV transduction could potentially have an
impact on the DC-mediated Th1 response.

The analysis of surface-marker expression profile also
revealed down-regulation of CD1a and DC-SIGN in DCs
after LV transduction. CD1a is a nonpolymorphic histo-
compatibility antigen associated, like MHC class I mole-
cules, with beta-2-microglobulin, and is responsible for
the presentation of lipid antigens. DC-SIGN (DC-specific,
ICAM-3 grabbing nonintegrin) is a 44-kDa type I mem-
brane protein with an external mannose-binding, C-type
lectin domain [42]. It has been postulated that DC-SIGN
interacts with ICAM-3 on T cells to allow sufficient DC-T
cell adhesion and, in addition, that DC-SIGN is a new
member of the co-stimulatory molecule family [5,43].
With these characteristics, the down-regulation of CD1a
and DC-SIGN might also contribute to the impaired Th1
function of DCs.

Polarization of naive Th cells into Th1 cells is critical for
the induction of cellular immunity against intracellular
pathogens and cancer cells. The observed impairment of
the Th1 response by LV-transduced DCs raises a potential
issue with LV-based immunotherapy. We illustrated that
co-transduction with LV encoding IL-12 or IFN-y, but not
CD80, CD86, or ICAM-1, in DCs effectively restored Th1
immunity. In addition, co-transduction with LVs express-
ing small interfering RNA targeting IL-10 could also pro-
mote DC-mediated Th1 immunity. In a step toward future
generation of vaccines, LVs encoding IL-12 and IL-10-
siRNA as potent Th1 adjuvants may be used to enhance
the cellular immune response in the prime-and-boost vac-
cination regimen. In summary, our study has addressed
an important immune suppression effect of LVs and pre-
sented a solution that is important for future LV-based DC
immunotherapy applications.

List of abbreviations used
HIV-1 human immunodeficiency virus type 1

LV lentiviral vector

DC denderitic cell

Th T helper

MLV murine leukemia virus

RT-PCR reverse transcription-polymerase chain reaction
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ICCS intracellular cytokine staining

IL interleukin
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PBMC peripheral blood mononuclear cells

MOI multiplicity of infection

LPS lipopolysaccharide

TNFa tumor necrosis factor alpha

INF-y interferon-gamma

Competing interests
The author(s) declare that they have no competing
interests.

Authors' contributions

The study was conceived by LJC; XC and LJC participated
in designing and coordinating the study; JH carried out
some of the lentiviral constructions, siRNA designs and
participated in result discussion; XC performed the statis-
tical analysis; LJC and XC carried out detailed analysis of
the results and XC drafted and LJC finalized the
manuscript. All authors read and approved the final
manuscript.

Acknowledgment

We thank F. Higashikawa, W. Chou and B. Lo for technical assistance, M.
Chen and N. Benson for assistance in flow cytometry, and Dr. E. Long for
the plasmid pGEM-T-ICAM-1. We are grateful to the blood donors of Life
South. This work was supported by an NIH grant.

References

Lore K, Sonnerborg A, Brostrom C, Goh LE, Perrin L, McDade H,
Stellbrink HJ, Gazzard B, Weber R, Napolitano LA, van Kooyk Y,
Andersson |: Accumulation of DC-SIGN+CD40+ dendritic
cells with reduced CD80 and CD86 expression in lymphoid
tissue during acute HIV-1 infection. Aids 2002, 16:683-692.
Servet C, Zitvogel L, Hosmalin A: Dendritic cells in innate
immune responses against HIV. Curr Mol Med 2002, 2:739-756.
Chougnet C, Cohen SS, Kawamura T, Landay AL, Kessler HA, Tho-
mas E, Blauvelt A, Shearer GM: Normal immune function of
monocyte-derived dendritic cells from HIV-infected individ-
uals: implications for immunotherapy. | Immunol 1999,
163:1666-1673.

Guermonprez P, Valladeau J, Zitvogel L, Thery C, Amigorena S: Anti-
gen presentation and T cell stimulation by dendritic cells.
Annu Rev Immunol 2002, 20:621-667.

Lipscomb MF, Masten BJ: Dendritic cells: immune regulators in
health and disease. Physiol Rev 2002, 82:97-130.

Mosmann TR, Coffman RL: THI and TH2 cells: different pat-
terns of lymphokine secretion lead to different functional
properties. [Review]. Annual Review of Immunology 1989,
7:145-173.

Kalinski P, Hilkens CM, Wierenga EA, Kapsenberg ML: T-cell prim-
ing by type-1 and type-2 polarized dendritic cells: the con-
cept of a third signal. Immunol Today 1999, 20:561-567.
Chambers CA: The expanding world of co-stimulation: the
two-signal model revisited. Trends Immunol 2001, 22:217-223.
Chirathaworn C, Kohimeier JE, Tibbetts SA, Rumsey LM, Chan MA,
Benedict SH: Stimulation through intercellular adhesion mol-

20.

21.

22.

23.

24.
25.

26.

27.

28.

29.

http://www.retrovirology.com/content/1/1/37

ecule-1 provides a second signal for T cell activation. | Immunol
2002, 168:5530-5537.

Salomon B, Bluestone JA: LFA-I interaction with ICAM-I and
ICAM-2 regulates Th2 cytokine production. | Immunol 1998,
161:5138-5142.

Condon C, Watkins SC, Celluzzi CM, Thompson K, Falo LD): DNA-
based immunization by in vivo transfection of dendritic cells.
Nature Medicine 1996, 2:1122-1128.

Liu M: Transfected human dendritic cells as cancer vaccines.
Nature Biotechnology 1998, 16:335-336.

Schroers R, Sinha |, Segall H, Schmidt-Wolf IG, Rooney CM, Brenner
MK, Sutton RE, Chen SY: Transduction of human PBMC-
derived dendritic cells and macrophages by an HIV-I-based
lentiviral vector system. Mol Ther 2000, 1:171-179.

Gruber A, Kan-Mitchell J, Kuhen KL, Mukai T, Wong-Staal F: Den-
dritic cells transduced by multiply deleted HIV-1 vectors
exhibit normal phenotypes and functions and elicit an HIV-
specific cytotoxic T- lymphocyte response in vitro. Blood 2000,
96:1327-1333.

Chang LJ, Gay EE: The molecular genetics of lentiviral vectors
- current and future perspectives. Current Gene Therapy 2001,
1:237-251.

Dyall J, Latouche ]B, Schnell S, Sadelain M: Lentivirus-transduced
human monocyte-derived dendritic cells efficiently stimu-
late antigen-specific cytotoxic T lymphocytes. Blood 2001,
97:114-121.

Chang L), Zhang C: Infection and replication of Tat-minus
human immunodeficiency viruses: genetic analyses of LTR
and tat mutants in primary and long-term human lymphoid
cells. Virology 1995, 211:157-169.

Thurner B, Roder C, Dieckmann D, Heuer M, Kruse M, Glaser A,
Keikavoussi P, Kampgen E, Bender A, Schuler G: Generation of
large numbers of fully mature and stable dendritic cells from
leukapheresis products for clinical application. | Immunol
Methods 1999, 223:1-15.

Zaiss AK, Son S, Chang LJ: RNA 3'-readthrough of oncoretrovi-
rus and lentivirus: implications in vector safety and efficacy.
Journal of Virology 2002, 76:7209-7219.

Chang LJ, Zaiss AK: Methods for the preparation and use of len-
tivirus vectors. In Gene Therapy Protocols Volume 2. 2nd edition.
Edited by: Morgan J. , Humana Press, Inc.; 2001:303-318.

Parney IF, Petruk KC, Zhang C, Farr-Jones M, Sykes DB, Chang LJ:
Granulocyte-macrophage colony-stimulating factor and B7-
2 combination immunogene therapy in an allogeneic Hu-
PBL-SCID/beige mouse-human glioblastoma multiforme
model. Human Gene Therapy 1997, 8:1073-1085.

Chang LJ, Chen CH, Urlacher V, Lee TF: Differential apoptotic
effects of primate lentivial Vpr and Vpx in mammalian cells.
J Biomed Sci 2000, 7:322-333.

Cui Y, Chang LJ: A rapid and reliable bioassay for functional
human interleukin-12 by interferon-g ELISPOT. Prep Biochem
and Biotechnol 1997, 28:23-36.

He J, Chang LJ: Functional characterization of hepatoma-spe-
cific stem cell antigen-2. Molecular Carcinogenesis 2004, 40:90-103.
Chang L), Urlacher V, Iwakuma T, Cui Y, Zucali J: Efficacy and
safety analyses of a recombinant human immunodeficiency
virus type | derived vector system. Gene Therapy 1999,
6:715-728.

Caron G, Delneste Y, Roelandts E, Duez C, Bonnefoy ]Y, Pestel |,
Jeannin P: Histamine polarizes human dendritic cells into Th2
cell-promoting effector dendritic cells. | Immunol 2001,
167:3682-3686.

Sher A, Gazzinelli RT, Oswald IP, Clerici M, Kullberg M, Pearce EJ,
Berzofsky JA, Mosmann TR, James SL, Morse HC: Role of T-cell
derived cytokines in the downregulation of immune
responses in parasitic and retroviral infection. Immunol Rev
1992, 127:183-204.

Granelli-Piperno A, Golebiowska A, Trumpfheller C, Siegal FP, Stein-
man RM: HIV-I-infected monocyte-derived dendritic cells do
not undergo maturation but can elicit IL-10 production and
T cell regulation. Proc Natl Acad Sci U S A 2004, 101:7669-7674.
Szabo §J, Kim ST, Costa GL, Zhang X, Fathman CG, Glimcher LH: A
novel transcription factor, T-bet, directs Thl lineage
commitment. Cell 2000, 100:655-669.

Page 11 of 12

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11964524
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11964524
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11964524
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12462394
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12462394
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10415073
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10415073
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10415073
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11861614
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11861614
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11773610
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11773610
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2523712
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2523712
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=2523712
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10562707
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10562707
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10562707
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11274928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11274928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12023348
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12023348
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9820482
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9820482
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8837611
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8837611
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9555721
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10933928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10933928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10933928
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10942374
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10942374
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10942374
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12109139
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12109139
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11133750
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11133750
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11133750
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7645208
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7645208
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7645208
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10037230
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10037230
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10037230
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12072520
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12072520
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9189765
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9189765
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9189765
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10895056
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10895056
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15170814
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15170814
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10505094
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10505094
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10505094
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11564782
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11564782
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1354651
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1354651
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1354651
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128934
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128934
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15128934
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10761931
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10761931
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10761931

Retrovirology 2004, 1:37

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.
43.

Wesa AK, Galy A: Regulation of T cell cytokine production by
dendritic cells generated in vitro from hematopoietic pro-
genitor cells. Cell Inmunol 2001, 208:115-124.

Demangel C, Bertolino P, Britton WJ: Autocrine IL-10 impairs
dendritic cell (DC)-derived immune responses to mycobac-
terial infection by suppressing DC trafficking to draining
lymph nodes and local IL-12 production. Eur | Immunol 2002,
32:994-1002.

Corinti S, Albanesi C, la Sala A, Pastore S, Girolomoni G: Regulatory
activity of autocrine IL-10 on dendritic cell functions. |
Immunol 2001, 166:4312-4318.

Moore KW, de Waal Malefyt R, Coffman RL, O'Garra A: Inter-
leukin-10 and the interleukin-10 receptor. Annu Rev Immunol
2001, 19:683-765.

Yue FY, Dummer R, Geertsen R, Hofbauer G, Laine E, Manolio S,
Burg G: Interleukin-10 is a growth factor for human
melanoma cells and down-regulates HLA class-l1, HLA class-
Il and ICAM-I molecules. Int | Cancer 1997, 71:630-637.

Badou A, Bennasser Y, Moreau M, Leclerc C, Benkirane M, Bahraoui
E: Tat protein of human immunodeficiency virus type |
induces interleukin- 10 in human peripheral blood mono-
cytes: implication of protein kinase C- dependent pathway. |
Virol 2000, 74:10551-10562.

Smits HH, de Jong EC, Schuitemaker JH, Geijtenbeek TB, van Kooyk
Y, Kapsenberg ML, Wierenga EA: Intercellular adhesion mole-
cule-1/LFA-1 ligation favors human Thl development. |
Immunol 2002, 168:1710-1716.

King CL, Xianli J, June CH, Abe R, Lee KP: CD28-deficient mice
generate an impaired Th2 response to Schistosoma mansoni
infection. Eur | Immunol 1996, 26:2448-2455.

Webb LM, Feldmann M: Critical role of CD28/B7 costimulation
in the development of human Th2 cytokine-producing cells.
Blood 1995, 86:3479-3486.

Rulifson IC, Sperling Al, Fields PE, Fitch FW, Bluestone JA: CD28
costimulation promotes the production of Th2 cytokines. |
Immunol 1997, 158:658-665.

Kato T, Nariuchi H: Polarization of naive CD4+ T cells toward
the Thl subset by CTLA-4 costimulation. | Immunol 2000,
164:3554-3562.

Tikkanen JM, Lemstrom KB, Koskinen PK: Blockade of CD28/B7-
2 costimulation inhibits experimental obliterative bronchi-
olitis in rat tracheal allografts: suppression of helper T cell
typel-dominated immune response. Am | Respir Crit Care Med
2002, 165:724-729.

Steinman RM: DC-SIGN: a guide to some mysteries of den-
dritic cells. Cell 2000, 100:491-494.

Geijtenbeek TB, Kwon DS, Torensma R, van Vliet ), 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.

http://www.retrovirology.com/content/1/1/37

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 12 of 12

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11333144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11333144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11333144
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11920565
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11920565
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11920565
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11254683
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11254683
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11244051
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11244051
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9178819
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9178819
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9178819
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11044099
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11044099
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11044099
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11823501
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11823501
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8898959
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8898959
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8898959
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7579453
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7579453
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8992981
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8992981
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10725710
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10725710
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11874822
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11874822
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11874822
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10721985
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.biomedcentral.com/
http://www.biomedcentral.com/info/publishing_adv.asp
http://www.biomedcentral.com/

	Abstract
	Background
	Results
	Conclusions

	Background
	Materials and Methods
	Generation of monocyte-derived dendritic cells
	Lentiviral vector construction and preparation
	Lentiviral transduction of immature DCs and DC maturation
	Antibody staining and flow cytometry
	FACS sort of lacZ-positive cells
	Preparation of naïve CD4+ T cells
	In vitro induction of Th functions and intracellular cytokine staining
	DC-mediated mixed lymphocyte reaction
	Table 1


	Results
	LVs altered surface marker expression in peripheral blood monocyte-derived DCs
	DC functions through surface receptor signaling

	LV transduction impaired DC-mediated Th1 immunity
	Up-regulation of CD80 and CD86 expression did not restore DC functions
	Modification of DC immunity by LVs encoding immune modulatory genes
	Modulation of DC function by LVs expressing siRNA targeting IL-10

	Discussion
	List of abbreviations used
	Competing interests
	Authors' contributions
	Acknowledgment
	References

