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Figure S1. Number of proteins detected as up and down regulated by phosphoproteomic
analysis. (A) Quantitative phospho-proteomic in DCs stimulated for 30 min with MDP
(10 pg/ml), PAM;CSK, (1 pg/ml) and combined MDP +PAM3;CSKy4, followed by
phosphoenrichment (PE) and generation of phosphopeptides for LC-MS/MS. Venn diagram
showing number of up- and down-regulated proteins detected following MDP, Pam3;CSK4 and
dual stimulation. 134 proteins showed differential regulation when stimulated with MDP (38 up-
regulated, 96 down-regulated), 123 when stimulated with Pam3CSK4 (19 up-regulated, 104
down- regulated) and 164 when stimulated with both MDP and Pam3CSK4 (48 up-regulated,
116 down-regulated).
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Figure S2. PI31 phosphorylation on NOD2 and TLR2 stimulation in the murine RAW
264.7 macrophage cell line . (A) Immunoblot analysis of PI31 in whole cell lysates (WCL) and
phosphoenrichment (PE) following stimulation of DCs at indicated time points by NOD2 and
TLR2 ligands alone or in combination for 30, 60, and 120 minutes: MDP (10 pg/ml),
PAM;CSK, (1 pg/ml). Immunoblot data are from one experiment representative of two separate

experiments.
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Figure S3. PI31 does not affect NF-xkB and MAPK activation or cytokine secretion on
NOD2/TLR2 triggering. (A) THP1 cells were transduced with control or PI3/-targeting
lentiviral sShRNAs and analysed for PI31 expression by western blot. (B) Immunoblot analysis of
phospho-Ikba, total- Ikba, phospho-p65, phospho-p38 and total-p38 in THP1 cells transduced
with Ctrl or PI31 shRNAs and stimulated with MDP (10 pg/ml) and PAM;3;CSK4 (1 pg/ml) for
15’ 45’ and 120 min. Immunoblots data represent one experiment representative of two separate
experiments. (C) Primary DCs cells were transfected with Ctrl non-targeting or PI3/ targeting
siRNAs. PI31 levels were analyzed by western blot. (D) ELISA of TNF-a and IL-6 released
from DCs transfected as in (C) and stimulated for 24 hours with MDP (10 pg/ml),
PAM;CSKy (1 pg/ml), their combination or LPS (10ng/ml). Data represent mean + s.e.m (n = 8),
*#%P<0.0001 Student’s ¢ test. Data are from two separate experiments.
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Figure S4. PI31 is not polyubiquitinated and degraded following NOD2/TLR2 triggering.
(A) PI31 was immunoprecipitated from DC lysates stimulated with MDP (10 ug/ml) and
PAM;CSKy (1 pg/ml) for 45 and 180 min. Immunoblot using anti-FK2 antibody is shown (upper

panel) and with anti-PI31 (lower panel). Immunoblots data from one experiment representative
of two separate experiments. Primary DCs (B) and THP1 (C) cells were stimulated with MDP

(10 pg/ml) and PAM;3;CSK,4 (1 pg/ml) for 30, 60 minutes for either 24 or 48 hrs. PI31 levels were

analysed by immunoblot analysis. Immunoblots data from one experiment representative of three
separate experiments.
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Figure SS. SEC16A, PI31 and TBKI1 are not enriched in phagosomes containing NOD2 and
TLR2 ligands. (A) BMDCs were exposed to unconjugated beads or beads conjugated to MDP
and PAM;CSK,4. Representative SEC16A staining analyzed by confocal microscopy. (B) DC
whole cell lysates (WCE) and phagosomal lysates were immunoblotted for Secl6A, TBKI,
PI31, Erp72 and LAMP1. Immunoblot for actin is shown in the lower panel. Data from one

experiment representative of three separate experiments.



Table S1. Table showing the z-score normalized abundances of hierarchical clustering
presented in Fig.1b (main text)

CHMP7 -0.36 0.64 -1.24 0.96
PLIN3 -0.38 0.51 -1.20 1.07
KRT14 0.08 1.10 -1.33 0.15
UGGT1 0.57 -0.15 -1.34 0.92
ZNF787 -0.57 1.47 -0.22 -0.68
KIAA1715 -0.49 1.48 -0.29 -0.70
N4BP1 -0.66 1.42 -0.02 -0.73
ZYX -0.75 1.47 -0.38 -0.34
FGD4 -0.28 1.48 -0.66 -0.54
CYP2S1 -0.29 1.47 -0.73 -0.45
UBAG6 -0.05 1.42 -0.83 -0.54
SHISAS -0.79 0.23 1.32 -0.76
TBC1D2B -0.91 0.25 1.30 -0.64
KIAAQ0196 -0.46 0.16 1.31 -1.02
RECQL -1.25 0.01 1.20 0.04
AP1GI -1.21 0.32 1.16 -0.28
C30RF77 -0.97 0.99 0.72 -0.74
DCTPP1 -0.86 1.00 0.72 -0.86
PSMF1 -1.17 1.17 0.36 -0.36
TRIMS56 -0.60 -0.89 1.35 0.14
CALM3 -0.51 -1.13 1.06 0.58




AAAS -1.00 -0.51 1.31 0.20
DNAH6 -1.14 -0.49 1.08 0.56
NUBI -1.50 0.54 0.44 0.52
PEX19 -1.50 0.49 0.57 0.43
ATG4C -1.45 0.81 0.48 0.16
RIPK1 -1.44 0.23 0.86 0.35
PARP12 -1.46 0.79 0.23 0.44
MTHFDIL -1.35 1.01 -0.03 0.37
ACTRI0 -1.46 0.57 0.18 0.71
MAPK1 -1.42 0.66 0.03 0.73
DNAIJBI -1.45 0.38 0.24 0.83
KRT9 -1.14 1.10 -0.48 0.52
FAMSAI1 -1.26 -0.33 0.68 0.92
HNRNPF -1.44 0.11 0.52 0.81
PSTPIP2 -1.15 -0.12 -0.02 1.29
STAT6 -1.28 -0.14 0.32 1.11
PUSI -1.14 0.38 -0.42 1.17
DAB2 -1.08 0.21 -0.41 1.28
LCPI -1.18 0.16 -0.21 1.23
HSPBI -1.24 0.29 -0.20 1.15
ZAK 1.48 -0.42 -0.35 -0.71
MST4 1.48 -0.41 -0.38 -0.69
CNOT1 1.48 -0.34 -0.40 -0.74
BAIAP2 1.48 -0.36 -0.37 -0.75




CI110RF2 1.45 -0.30 -0.33 -0.83
EPB41L2 1.50 -0.45 -0.45 -0.60
TRIM36 1.49 -0.31 -0.64 -0.54
CDH23 1.48 -0.69 -0.47 -0.33
CDC123 1.48 -0.71 -0.41 -0.35
AlF1 1.47 -0.73 -0.51 -0.22
MRPL40 1.48 -0.61 -0.60 -0.27
BRE 1.49 -0.53 -0.58 -0.39
DOCK5 1.49 -0.66 -0.38 -0.45
OPLAH 1.50 -0.57 -0.46 -0.46
ZFYVEIl6 1.49 -0.57 -0.35 -0.57
DRG2 1.49 -0.59 -0.36 -0.54
DMXL2 1.37 -0.77 0.11 -0.71
ESRRA 1.35 -0.66 0.15 -0.85
ZNFX1 1.33 -0.49 0.14 -0.98
CA3 1.44 -0.79 -0.10 -0.55
RIC8A 1.27 -1.16 0.06 -0.17
CP110 1.33 -1.03 0.11 -0.41
LENG9 1.20 -0.05 0.10 -1.25
LEPREI 1.34 -0.42 -1.02 0.10

CI60RF62 1.33 -0.47 -0.99 0.13

DHX38 1.38 -0.50 -0.91 0.03

STATSB 1.31 -0.61 -0.93 0.23

TUBGCP2 1.39 -0.62 -0.83 0.07




RPN2 1.35 -0.68 -0.83 0.16
VPS25 1.37 -0.77 -0.72 0.12
RPLPI 1.37 -0.76 -0.72 0.11
PI4KA 1.43 -0.63 -0.75 -0.04
SPI1 1.45 -0.37 -0.84 -0.24
TYMP 1.45 -0.40 -0.84 -0.20
PXK 1.43 -0.41 -0.87 -0.14
DPY30 1.41 -0.34 -0.93 -0.14
TNFAIP2 1.47 -0.49 -0.74 -0.23
EIF3E 1.45 -0.51 -0.79 -0.15
MYCBP 1.12 -0.36 -1.19 0.43
UTPI14A 1.08 -1.21 -0.36 0.50
TRA2B 1.10 -1.18 -0.41 0.49
BLVRA 1.04 -1.19 -0.42 0.57
RPLI5PI8 1.09 -1.24 -0.28 0.44
OTUBI 1.20 -1.06 -0.54 0.40
IRF4 1.17 -1.08 -0.53 0.44
RRBPI 1.24 -1.07 -0.47 0.30
IDH2 1.10 -1.30 -0.07 0.27
SF3B14 1.38 -0.85 -0.61 0.08
NXF1 1.36 -0.89 -0.58 0.11
SGK3 1.34 -0.90 -0.61 0.17
TUBAIC 1.35 -0.99 -0.45 0.09
HTT 1.32 -1.03 -0.44 0.15




SUFU 1.41 -0.92 -0.39 -0.10
TAF9 1.40 -0.95 -0.36 -0.09
AHSAI 1.04 -0.80 -0.91 0.67
RPS7P10 1.03 -0.77 -0.94 0.68
NDELI 1.01 -0.79 -0.92 0.71
AMPD3 0.96 -0.79 -0.93 0.76
FAMI26A 1.07 -0.87 -0.83 0.63
PRKABI1 1.12 -0.72 -0.96 0.56
PRMTS 0.99 -1.05 -0.65 0.71
CDC42 0.99 -1.00 -0.71 0.72
RABI10 0.90 -0.95 -0.77 0.82
IMPACT 1.21 -0.86 -0.78 0.43
STATSA 1.19 -0.87 -0.78 0.46
DDRGK1 1.20 -0.82 -0.83 0.45
LDLRAPI 1.24 -0.88 -0.74 0.37
TUBAIA 1.23 -0.89 -0.73 0.39
NFKBI 1.26 -0.85 -0.76 0.35
GNAI2 1.21 -0.95 -0.68 0.42
EPN3 1.28 -0.92 -0.66 0.29
SAPSI1 1.25 -0.74 -0.88 0.36
MAP2K3 1.29 -0.79 -0.79 0.30
1PO4 1.22 0.18 -1.20 -0.19
ALDH3A2 1.21 0.12 -1.22 -0.11
LOC645870 1.33 0.21 -0.69 -0.84




FTO -0.16 -0.95 -0.29 1.41
POLDI 0.03 -0.62 -0.81 1.40
LOC100133678 | 0.44 -0.86 -0.79 1.20
SERPINBI1 0.48 -1.01 -0.63 1.16
HISTIH2AA 0.61 -0.80 -0.90 1.09
FBP1 0.64 -0.71 -0.98 1.06
ADPGK 0.79 -1.26 -0.34 0.82
ILKAP 0.70 -1.24 -0.38 0.91
IMMT 0.80 -1.34 -0.18 0.72
RCOR2 0.58 -1.39 -0.04 0.85
RPS5 0.39 -1.19 -0.35 1.15
EXOSC9 0.61 -0.58 1.06 -1.09
GRSF1 0.65 -0.65 1.04 -1.04
E2F7 0.76 -0.67 0.95 -1.03
MYBBPIA 0.73 -1.13 0.95 -0.55
NSUNS 0.71 -1.44 0.65 0.08
INADL 0.87 -1.44 0.35 0.22




