Hepatology Page 54 of 6

DCA3*DCs was determined by ELISA. HCV replicon-positive Huh7 cells were incubated
ith various concentrations of the supernatants adjusted by IL-28B level or recombinant
TL-29 (r1L-29), r1L-28 A or, rTL-28B. After 48 hrs, Huh7 cells were harvested and were
fubjected to real time PCR analysis for HCVRNA quantification as reported previously (2).

HCV RNA levels are shown as relative percentages of the untreated control. For each

sample, RT-PCR was performed in triplicate. The mean value obtained from 3 independent

experiments is plotted; error bars indicate the SEM.

re S5. BDCA3'DCs produced IL-28B in response to HCVec in an MOI-dependent

BDEA3D(Cs were incubated for 24h with HCVce-free medium (as depicted as -), HCVcec at an

M@ of 1 or 10. The supernatants were examined for IL-28B. Results are shown as mean +

SEM from 4 independent experiments. *, p < 0.05 by paired-t test

Figure S6. Plasmacytoid DCs produce IL-28B and IFN-a upon HCVec stimulation.

H

lasmacytoid DCs were cultured at 2.5x10* cells for 24 h with HCVcc, JEV or HSV at an MOI
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The levels of IL-28B and IFN-o in the supernatants were measured by ELISA. Results.

hown as mean + SEM from 6 experiments.

Figure S7. Various ISGs are induced in JFH-1-transfected Hauh7.5.1 cells in the presence of
BDEA3DCs.
BDCA3'DCs were co-cultured at 2.5x10% cells with JFH-1-transfected (M.O.1=2) or —

untransfected Huh7.5.1 cells for 24h. After non-adherent BDCA3™DCs were removed by

T-PCR for the quantification of IFIT1, MxA, RSD2, IP-10 and USP18. The relative
ﬁilA expression (arbitrary unit) was compared using 18S as internal reference. The

ere performed according to the manufacturer’s instructions. Results are shown as mean

+ SEM from 5 experiments. ¥, p < (.05 by paired-t test

re S8: Anti-CD81 antibody inhibits HCVce-induced IL-28B from BDCA3'DCs in a
-dependent manner.

BDCA3"DCs were incubated for 24h with different concentrations of anti-CD81 antibody. The
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Figure S9: The CD81 and endosome acidification is involved in the production of
8B from HCV-stimulated pDCs, but HCYV replication is not necessary.

as:;nacytoid DCs were cultured at 2.5 x 10* cells with HCV at an MOI of 10. As the same as
the experiments with BDCA3"DCs,-UV-irradiated HCVcc, the treatments with anti-CD81Ab
/ml) or chloroquine (10uM) were performed. The supernatants were examined for IL-28B.
Results are expressed as ratios of IL-28B quantity between samples with or without the
atments. The values are shown as mean + SEM from 5 independent experiments. *, p < 0.05
by paired-t test

C, BV, CD81, CLQ, see Figure 5. n.d, not detected

Figure S10. The relationships between concentrations of chloroquine, bafilomycin A1 and
thesviability of BDCA3'DCs.

DCA3DCs were incubated in the presence of different concentrations of chloroquine or
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Jomycin Al. After 24h, the viability of BDCA3'DCs was evaluated by a trypan

==
%

e

ugdye—exdusi'on test. The values are expressed as the ratios of live cells in samples with or

without the treatments. The horizontal bars indicate means + SD of 3 experiments.

Figgre S11. The quantity of IL-28B from poly IC-stimulated BDCA3I'DCs were

omparable regardless of the IL-28B genotype, even at the lower concentrations of poly

A3*DCs were incubated for 24h with various concentrations of Poly IC. The levels of

B are quantified by ELISA. The values are shown as mean + SEM from 3 independent

Sire S12. The quantity of IL-29 and IL-28A produced from BDCA3'DCs stimulated

th poly IC- or JFH-1-infected Huh 7.5.1.

BDCA3'DCs of healthy donors with the IL-28B major (rs8099917, TT) or the minor (TG)

gendtype were cultured at 2.5x10* cells with 25 pg/ml poly IC (A), or with JFH-1-infected- Huh
£ENDLYp

g

5.1 cells (B) for 24 h. The supernatants were subjected for IL-29 and IL-28A ELISA. The
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its are the mean + SEM from 15 donors with TT and 8 with TG (A), and from 8 donors with

and 7 with TG (B), respeciively.
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BDCA3'DCs (%)

Age | etiology tumor type ALT (U/L) | inPBMC | inIHL
82 | nonBnonC | angiosarcoma 12 0.05 042
77 | nonBnonC | liver metastasis 18 - 0.25
42 | nonBnonC | liver metastasis 16 - 0.15
62 | nonBnonC | liver metastasis 12 - -

62 | nonBnonC | liver metastasis 18 - -

28 | nonBnonC | hemangioma 70 - 0.88
68 | nonBnonC | HCC 113 0.033 0.11
80 | nonBnonC | HCC 22 - -

79 | nonBnonC | HCC 16 - -

67 | nonBnonC | CCC 8 0.01 0.08
79 | nonBnonC | CCC 10 - -

39 | nonBnonC | Post-transplant 8 - 0.10

Iymphoproliferative
disorders

81 | HCV HCC 27 0.03 0.06
64 |HCV HCC 71 0.01 0.29
59 | HCV HCC 33 0.06 0.44
72 | HCV HCC 21 - -

82 |HCV HCC 37 - -

65 | HBV HCC 10 0.044 0.45
64 | HBV ccc 27 0.01 0.31
67 | HBV HCC 30 - -

DG, dendritic cell; ALT, alanine aminotransferase;
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CD81 expression
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Figure S1, The degree of CD81 expression on BDCA3+4DCs is higher than those on pDCs.
The PBMCs from healthy donors were stained with antibodies for DC phenotypes and CD81 as described in
Materials and Methods. The percentage of CD81-positive cells in DCs was examined by FACS. Results are
shown as the mean + SEM from 6 independent experiments. ***, p < 0,0005 by Kruskal-Wallis test.
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Figure S2. BDCA3+DCs, pDCs and mDCs distinctively respond to various TLR agonists for IL-28B production.
Various DCs were placed at 2.5x 104 cells/100 pl and were incubated with each TLR agonist;. 50 ng/ml
Pam3CSK4.3HCL (for TLR1/6), 25 ug/mi poly IC (TLR3), 50 ng/ml MALP-2 (TLR2/6), 1 ug/ml R848 (TLR7/8)
and 5 uM CPG-DNA (TLR9). After 24h incubation, the supernatants were examined for IL-28B. Results are
shown as mean + SEM from 3 independent experiments.
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Figure S3. BDCA3+DCs express and produce IL-29, IL-28A and IL-28B in response to poly IC, the levels of
which are positively correlated each other.
BDCA3+DCs, and mDCs were placed at 2.5x104 cells/100 pl and were incubated with 25 ug/mi poly IC, and
pDCs with 5uM CPG-DNA.

A. The expressions of IL-29, IL-28A, IL-28B and IFN-B mRNA were compared among the DC subsets after
4h. The relative mRNA expression (arbitrary unit) was compared using B-actin as internal reference. Results
are shown as mean + SEM from 5 independent experiments. *, p < 0.05 by Kruskal-Wallis test
B. The levels of IL-29, IL-28A, IL-28B, IFN-B and IFN-a produced from poly IC-stimulated BDCA3+DCs and

=% (CpG-stimulated pDCs were evaluated by ELISA. Results are shown as mean + SEM from 5 independent
experiments.
C. D. A correlation was analyzed between the IL-28B and IL-29 (C) or IL-28B and IL-28A levels (D). IL-28B
and IL-29, R2=0.76, p<0.05, IL-28B and IL-28A, R2=0.84, p<0.005, by Spearmann’s correlation
coefficient.
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Figure S4. BDCA3+DCs produce various cytokines and IL-28B upon poly IC stimulation, exhibiting
suppressive effect on HCV replication.

A. BDCA3+DCs and mDCs were placed at 2.5x104 cells/100 pl and were incubated with 25 pg/ml poly IC,
and pDCs with 5uM CPG-DNA. The supernatants were examined for TNF-a, IL-6, IL-10, and IL12p70.
Results are shown as mean + SEM from 15 independent experiments. *, p < 0.05; **, p < 0.005 by

Kruskal-Wallis test. n.d., not detected
B. The comparison of the suppressive effect on HCV rep,hcat;on of supernatants from poly IC-stimulated
BDCA3+DCs and recombinant IFN-As. As for an assessment of HCV replication, Huh7 cells transfected with
pNNeo/3-5B harboring subgenomic replicon-(HCV-N strain) was used (2). The IL-28B concentration in the
supernatants from BDCA3+DCs was determined by ELISA. HCV replicon-positive Huh?7 cells were incubated
with various concentrations of the supernatants adjusted by IL-28B level or recombinant IL-29 (rIL-29), rIL-
28A or, rIL-28B. After 48 hrs, Huh7 cells were harvested and were subjected to real time PCR analysis for
HCVRNA quantification as reported previously (2).
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~a

HCV RNA levels are shown as relative percentages of the untreated control. For each sample, RT-PCR was
performed in triplicate. The mean value obtained from 3 independent experiments is plotted; error bars
indicate the SEM.
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Figure S5. BDCA3+DCs produced IL-28B in response to HCVcc in an MOI-dependent manner.
BDCA3+DCs were incubated for 24h with HCVcc-free medium (as depicted as -), HCVcc at an MOI of 1 or
10. The supernatants were examined for IL-28B. Results are shown as mean + SEM from 4 independent
experiments. *, p < 0.05 by paired-t test )
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Figure S6. Plasmacytoid DCs produce IL-28B and IFN-a upon HCVcc stimulation.

Plasmacytoid DCs were cultured at 2.5x104 celis for 24 h with HCVcc, JEV or HSV at an MOI of 10. The

levels of IL-28B and IFN-a in the supernatants were measured by ELISA. Results are shown as mean + SEM
, from 6 experiments.
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Figure S7. Various ISGs are induced in JFH-1-transfected Huh7.5.1 cells in the presence of BDCA3+DCs.
BDCA3+DCs were co-cultured at 2.5x104 cells with JFH-1-transfected (M.0.1.=2) or -untransfected
Huh7.5.1 cells for 24h. After non-adherent BDCA3+DCs were removed by extensive washing the culture
wells, Huh7.5.1 cells were harvested and were subjected to real time RT-PCR for the quantification of IFIT1,
MxA, RSD2, IP-10 and USP18. The relative mRNA expression (arbitrary unit) was compared using 18S as
internal reference. The assays were performed according to the manufacturer’s instructions. Results are
shown as mean + SEM from 5 experiments. *, p < 0.05 by paired-t test
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Figure S8: Anti-CD81 antibody inhibits HCVcc-induced IL-28B from BDCA3+DCs in a dose-dependent
manner.
BDCA3+DCs were incubated for 24h with different concentrations of anti-CD81 antibody. The ratios of IL-
28B levels are shown between the samples with various concentration of anti-CD81 antibody and those
without. The horizontal bars indicate mean + SD of 3 experiments.

173x232mm (300 x 300 DPI)

Hepatology

- 149 -



Hepatology

 PDC+HCVcc

The rafio of IL-28B production (%)

=]

C cpbs1  CLQ

]

Figure $9: The CD81 and endosome acidification is involved in the production of IL-28B from HCV-
stimulated pDCs, but HCV replication is not necessary.

Plasmacytoid DCs were cuitured at 2.5 x 104 cells with HCV at an MOI of 10. As the same as the
experiments with BDCA3+DCs, UV-irradiated HCVcc, the treatments with anti-CD81Ab (5ug/ml) or
chloroquine (10uM) were performed. The supernatants were examined for IL-28B. Results are expressed as
ratios of IL-28RB quantity between samples with or without the treatments. The values are shown as mean +
SEM from 5 independent experiments. *, p < 0.05 by paired-t test
C, UV, CD81, CLQ, see Figure 5. n.d, not detected
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Figure S10. The relationships between concentrations of chloroquine, bafilomycin Al and the viability of
BDCA3+DCs.
BDCA3+DCs were incubated in the presence of different concentrations of chloroquine or bafilomycin Al.
After 24h, the viability of BDCA3+DCs was evaluated by a trypan blue dye-exclusion test. The values are
expressed as the ratios of live cells in samples with or without the treatments. The horizontal bars indicate
means * SD of 3 experiments.
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Figure S11. The quantity of IL-28B from poly IC-stimulated BDCA3+DCs were comparable regardless of the
IL-28B genotype, even at the lower concentrations of poly IC.
BDCA3+DCs were incubated for 24h with various concentrations of Poly IC, The levels of IL-28B are
quantified by ELISA. The values are shown as mean + SEM from 3 independent experiments.
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Figure S12. The quantity of IL-29 and IL-28A produced from BDCA3+DCs stimulated with poly IC- or JFH-1-
' infected Huh 7.5.1 .

BDCA3+DCs of healthy donors with the IL-28B major (rs8099917, TT) or the minor (TG) genotype were
cultured at 2.5x104 cells with 25 pg/ml poly IC (A), or with JFH-1-infected- Huh 7.5.1 cells (B) for 24 h. The
supernatants were subjected for IL-29 and IL-28A ELISA. The results are the mean + SEM from 15 donors
with TT and 8 with TG (A), and from 8 donors with TT and 7 with TG (B), respectively.
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