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Supplementary Figure S1. Essential control compounds used in the immunological evaluation of the dual conjugates.



IL-12p40

401
A
=
301 4 MDP 2 uM + Pam 125 nM
E
> 2° » b “ Pam 125 nm
101 “
e MDP 2 uM
0 —ap- — — _—
Q Q Q & Q Q o Q nM
S R i Medium
MDP Pam 2.5uM MDP
only only + Pam
MDP Pam 2500 nM MDP + Pam
2500 2500 250 25 2500 250 25 nM
- MDP 2 uM + Pam 500 nM
Pam 500 nm
; MDP 2 uM
Medium
g
MDP 2 uM + Pam 2 uM

Supplementary Figure S2. (A) Concentration of IL-12p40 in the supernatant

of human moDCs stimulated overnight with either 2.5 uM MDP, or different Pam 2 uM
concentrations of Pam3CSK4 (Pam), or 2.5 uM MDP combined with

Pam3CSK4 in different concentrations. Summary of calculated significance MDP 2 uM
below the figure. Significance determined by one-way ANOVA and Bonferroni
post-hoc test. ns: not significantly different; * p < 0.05, ** p < 0.01, *** p<
0.001, **** p < 0.0001. (B) Flow cytometry histograms showing the
expression of CD86 and HLA-DR on monocyte-derived DCs after overnight
stimulation with the indicated constructs. Three stimulation dosages are
shown: top 125 nM, middle 500 nM, bottom 2 uM. Experiment was
performed twice with similar outcome.
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Supplementary figure 3. Activation of non-transfected HEK293 control cells as determined by levels of
secreted IL-8 measured in the supernatant of stimulated cells. TNFa serves as a receptor-independent
activator of HEK293 cells.



2001

MFI

100

3001

2001

MFI

100

3001 1000 7
800
_ 6001
[T
s
400
200 A
(101 EC] 0
Q(S"I/QQ Q(\@’LQQ Q(\@’LQ QQQ’LQ@ QQQ’LQ@ Q
(LQ ,LQ "19 "19 '1/0
.-
CD40 TLR2 BMDC
1000 A
8001
6004
w
=
400 -
2001
ml=Mzls :
(3\ (\Q (3\ (\Q (\é QQ (3\ @‘ N Q\‘
QQ 9@ Q 9 QQ @“v QO 9 QO 9 S
qf qf qf o a
CpG
B H wT
O3 tr2™”

IL-12p40 (ng/ml)

CD40WT BMDC

CD86 WT BMDC

COmpPp
MDP-SLP

B sLr-Pam

B VMDP-SLP-Pam
Medium

[1L]

cD86 TLR2""BMDC

Supplementary figure 4. (A) Expression of activation markers CD40 and CD86 on
the cell surface of WT and TLR27- BMDCs as determined by flow cytometry. MFI:
geometric mean fluorescence intensity. (B) Activation of BMDCs derived from WT
and TLR27/- C57BL/6 mice by TLR9-L CpG, as determined by the concentration of
secreted IL-12p40 in the supernatant of overnight stimulated cells. Both
experiments were repeated at least twice with similar outcome.
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Chromatogram : MDP-DEV-P3-21_channel4
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MDP-DEV-P3-21.DATA [ELSD] Method : 5080%B50 15min Processed : 6/9/2011 3:34:32 PM
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Chromatogram : P3-MDP-DEVA5K-1_channel1
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Chromatogram : MDP-P3-DEV-11_channel1 Cq
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Chromatogram : DEV-P3_21_channel4
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