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Fig. 1. Chemoattractant activity of culture supernatants of A549
cells transfected with each chemokine gene-carried AdRGD
against the stable specific chemokine receptor-expressing cells.
The culture supernatants of intact A549 cells, ADRGD-Luc-transfected
AS549 (Luc/A549) cells, and chemokine gene-transduced A549 cells
were prepared and diluted with an assay medium. The fractional
values with parenthesis in each panel express the dilution factor. These
samples and recombinant chemokines dissolved with the assay
medium were added to a 24-well culture plate. Cells expressing
specific receptors for CCL17 and CCL22 (L1.2/CCR4), CCL20
(L1.2/CCR6), CCL19 and CCL21 (L1.2/CCR7), CCL27
(L1.2/CCR10), XCL1 (L1.2/XCR1), or CX3CL1 (L1.2/CX3CRI)
were suspended with the assay medium and were placed in a
Chemotaxicell-24 installed on each well at 1 x 10° cells. Likewise,
parental L1.2 cells for these transfectants were prepared and added to
Chemotaxiceli-24. Cell migration was allowed for 2 h at 37°C in a 5%
CQO, atmosphere. The cells that migrated to the lower well were lysed
and quantitated using a PicoGreen dsDNA quantitation reagent. The
data is expressed as the mean + SE of the triplicate results.
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Fig. 2. BI6BL6 tumor growth inhibition in response to the
intratumoral injection of chemokine-expressing DCs. Established
BI6BL6 tumors in C57BL/6 mice were injected twice with each
chemokine-expressing DCs at § x 10° cells in 50-ul PBS. Likewise,
control groups were intratumorally injected with PBS, mock DCs, or
Luc/DCs. Tumor growth was meonitored by calculating tumor volume.
Data were presented as mean * SE of tumor volumes on day 18 after
Ist intratumoral injection of DCs or PBS in 6-12 mice.
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Fig. 3. Vaccine efficacy of DCs co-transduced with chemokine and
TAA gene by AdRGD against B16BL6 (A) or CT26 (B) tumor
challenge. DCs were co-transduced with chemokine-expressing
AdRGD and TAA-expressing AdRGD (AdRGD-gpl00 or
AdRGD-gp70) at 50 MOI for 2 h. Mice were immunized by
intradermal injection of transduced DCs into the left flank at 5 x 10°
cells. At 1 week post-vaccination, 4 x 10° B16BL6 cells (A) or CT26
cells (B) were inoculated into the right flank of the mice. Data
represents the mean £ SE of tumor volumes on day 24 or 33 after
tumor challenge in 6-12 mice.
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Fig. 4. Flow cytometric analysis for mouse CCR7 expression levels
(A) and chemotactic activity of CCR7/DCs in response to CCL21
(B). DCs were transduced with AARGD-CCR7 or AARGD-Luc at 50
MOI. These transduced cells, LPS-stimulated DCs, and mock DCs
were cultured for 24 h in GM-CSF-free medium. (A); flow cytometric
analysis was performed by using anti-mouse CCR7 antibody.
Negative control represents mock DCs stained by second antibody
alone. The data are representative of two independent experiments,
and the % value and the numerical value indicated in the upper part of
each panel express % of gated cells and mean fluorescence intensity
(MFI), respectively. (B): in vitro chemotaxis assay was performed by a
Chemotaxicell-24 installed on 24-well cuiture plate. CCL21 solution
was added in the lower compartment at the indicated concentration,
and DCs were placed in the upper chamber at 10° celis. After 4
h-incubation, the number of cells that migrated to the lower
compartment was counted on a NucleoCounter. Data are presented as
mean * SD of four independent cultures.
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Fig. 5. Migration of CCR7/DCs from administration site to
draining lymph node. DCs derived from EGFP-transgenic mice were
transduced with AARGD-CCR7 or AARGD-Luc at 50 MOI, and then
were cultured for 24 h. These transduced cells and mock DCs were
intradermally injected into the left flank of CS7BL/6 mice at 2 x 10°
cells/50 pl. Two days later, the draining inguinal lymph nodes were
collected from these mice, and a single cell suspension was prepared
and stained by indirect immunofluorescence using anti-CDllc
monoclonal antibody. The abundance of EGFP*CDIllc* DCs was
assessed by flow cytometric analysis acquiring 500,000 events. The
number of DCs that had migrated into draining lymph nodes was
calculated by multiplying the EGFP*CDI11¢" DC-frequency by the
total number of isolated lymph node cells. Data are presented as mean
+ SE of resuits from four mice.
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Fig. 6. Vaccine efficacy of DCs co-transduced with CCR7 and
gpl00 gene against BI6BL6 melanoma challenge. CCR7/DCs,
gpl00/DCs, and gpl00+CCR7/DCs were prepared using
corresponding vectors at 25 MOI, and then cultured for 24 h,
C57BL/6 mice were immunized by intradermal injection of
transduced DCs into the left flank at the indicated cell dosage, and
then 4 x 10> BI6BL6 cells were inoculated into the right flank of the
mice at 1 week post-vaccination. The tumor sizes were assessed using
microcalipers three times per week. Each point represents the mean +
SE of 5-10 mice.
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