Supplementary Tables and Figures

Conditioned media from the PC3 and Raw264.7 cells co-culture
Theoretical

Protein Gene molecular mass Coverage % No'_Of PSMs
peptides
(Da)
5CO-spondin S5PO 547.5 0.80 1 1
Metabotropic glutamate receptor 2 GRM2 95.5 424 1 1
Dystonin DST 150.2 2.33 1 1
Coiled-coil domain-containing protein 191 KIAAL1407 110.5 4.38 1 1
Keratin, type | cytoskeletal 27 KRT27 49.8 8.93 1 1
Baculoviral I1AP repeat-containing protein 1 NAIP 159.5 2.35 1 1
E3 ubiguitin-protein ligase RNF34 RNF34 4.7 77.78 1 2
Receptor-type tyrosine-protein phosphatase U PTPRU 162.3 2.14 1 1
BMP/retinoic acid-inducible neural-specific protein 2 BRINP2 88.9 4.34 1 1
Olfactory receptor 8D2 OR8D2 34.8 12.86 1 1
ATP-dependent RNA helicase DDX18 DDX18 75.4 5.82 1 1
Obscurin 0OBSCN 972.4 0.30 1 1
Neuronal-specific septin-3 SEPTIN3 40.7 12.29 1 1
Urokinase-type plasminogen activator PLAU 48.5 3.02 1 1
Fthanolamine-phosphate phospho-lyase ETNPPL 55.6 8.82 1 1
Coiled-coil domain-containing protein 65 CCDCeS 57.3 2.07 1 1
Immunoglobulin heavy variable 3-53 IGHV3-53 12.8 40.52 1 1
DDB1- and CUL4-associated factor 5 DCAF5 103.9 4.56 1 1
Lamin tail domain-containing protein 2 LMNTD2 70.3 5.21 1 1
Thioredoxin domain-containing protein 11 TXNDC11 110.5 3.15 1 1
Alkylglycerol monooxygenase AGMO 51.5 9.21 1 2
Importin subunit alpha-3 KPNA4 57.9 5.57 1 1
Zinc finger protein 5854 ZNF5854A 87.9 5.20 1 1
Ankyrin repeat domain-containing protein 368 ANKRD36B 153.5 2.37 1 1
Syntabulin SYBU 73 5.24 1 1
Retinoic acid-induced protein 3 GPRC5A 40.2 10.64 1 1
CapZ-interacting protein RCSD1 44,1 10.44 1 1
Transmembrane protein 184A TMEM184A 46.8 9.41 1 1
Chloride channel protein 2 CLCNZ2 97.1 4.93 1 1
Enolase-phosphatase E1 ENOPH1 286 16.34 1 1
Thymic stromal cotransporter protein SLC46A2 52 8.98 1 1
Protein Gm9923 - 67.4 6.21 1 1
DEP domain-containing protein 5 DEPDCS 180.3 2.01 1 1
Protein Fam3c FAM3C 27 12.15 1 1
Keratin, type Il cytoskeletal 5 KRT5 61.7 8.45 1 1
Ubiguinone biosynthesis protein COQ4 homolog, mitochondrial coas 301 5.26 1 1
Espin ESPN 154.4 1.92 1 1
Dynamin-like 120 kDa protein, mitochondrial OoPAl 113.2 4.29 1 1
Striatin-4 STRN4 23.9 16.89 1 1
Transcription factor Dp-2 DP2 42.9 11.40 1 1
Sering/threonine-protein kinase PINK1, mitochondrial PINK1 63.1 6.90 1 1
E3 ubiquitin-protein ligase HERC2 HERC2 527.1 0.99 1 1
Contactin-associated protein 1 CNTNAP1 156.2 2.45 1 1
Cornifin-A SPRR1A 15.8 25.00 1 1
GRIP1-associated protein 1 GRIPAP1 95.9 3.46 1 1
Ribonuclease P protein subunit p40 RPP40D 41.5 9.92 1 1
Protein Ift140 IFT140 165.8 3.07 1 1
GTP-binding nuclear protein Ran RAN 24.3 19.91 1 1
ATPase, H+ transporting, lysosomal V1 subunit B1 ATPBEVIB1 56.8 6.24 1 1
Cullin-3 cuL3 88.9 5.08 1 2
Fibrinogen gamma chain FGG 52.3 1.95 1 1
Elongation factor 1-alpha 2 EEF1A2 50.4 2.38 1 1
Protein KIAAD100 KIAAD100 253.5 1.74 1 1
Echinoderm microtubule-associated protein-like 4 EMLA 110.1 3.83 1 1

Table S1. List of differential proteins for the conditioned media of PC3 cells co-cultured with
RAW?264.7 cells identified by LC ESI-MS/MS analysis and matched against human (orange), murine
(yellow) or both (green) protein databases.



Conditioned media from the hemin pre-treated PC3 and Raw264.7 cells co-culture
Theoretical

Protein Gene  molecularmass Covemge% 07 PSMs
[kDa) peptides

ADP-dependent ghicokinase ADFGK. 541 3.26 1 1
Alkylglycernl monooxygenase AGMO 515 5.21 1 4
ATP-binding cassette sub-family A member 1 ABCAL 138 3171 1 1
AT-rich interactive domain-centaining protein 14 ARIDIA 24139 112 1 1
Bifunctionzl epoxide hydrolase 2 EPHX2 626 541 1 1
CD44 antigen D44 215 1.8 1 1
Chioride intracellular channe! protein & CLICE 3 426 1 1
Collagen alpha-1{xVl) chzin COL16A1 157.7 2.06 1 1
Complement component C3 c3 531 1.61 1 1
Cymkine dependent hematopaietic cell linker CLNK 455 4.21 1 1
E3 ubiquitin- protein ligase HACEL HACEL 1023 4.40 1 1
Enoyl-CoA hydratase, mitchondrial ECHS1 314 1241 1 1
Formin-2 FMN2 180 134 1 1
Gelsalin 5N 85.6 1.0 1 1
Importin subunit alphs-3 KPNAS 579 5.57 1 1
Integrator complex subunit & INTSE 113 3.2 1 1
Kelch-like protein 26 KLHL26 68.1 537 1 1
Keratin, type Il cymskeletal 5 KRTS. 231 13.40 1 1
Hlotho KL 161 2.9 1 1
i i transfer protein 3 FITRNIM3 131 3534 1 1

Membrane spanning 4-domains subfamily A member 7 MS4A7 261 708 1 1
Methylcrotonoyl-CoA carbosylase subunit lpha, mitochondrial Meccl 66.4 5.02 1 2
Neuron navigator 2 NAv2 2681 112 1 1
Nudear receptor-binding protein 2 NRBF2 57.8 7.38 1 1
Nudeoporin SEH1 SEHIL 39.6 1056 1 1
OTU domain-containing protein 1 oTuDL 51 6.03 1 1
B1, membrane-; PLB1 56.6 5.63 1 1

PRAL family protein 3 ARLEIFS 218 1436 1 1
Ran-binding protein 10 RANBP1D 7048 5.85 1 1
Retinoic acid-induced protzin 3 GPRCEA 40.2 1064 1 1
RANA-binding protein 4 REM4 403 1016 1 1
Roundabout homalog 2 ROBOZ 148.1 261 1 1
Scavengar receptor classA member 5. SCARAS. 54 5.66 1 2
Thro mbospondin-4 THBS4 105.8 104 1 1
Tubulin bets-6 chain TUBBE 42.8 3.14 1 1
Tyrosine- protein kinase JAKS Jrve] 125 2.22 1 1
Unchamacterized protein KIAA1551 KIAA1551 1947 218 1 1
Tinc finger and BT8 domain-contining protein 17 IBTBIT 27.3 2.6 1 1
Zinc finger protein 544 ZNF5458 817 517 1 1
Retrotransposen gag domain-containing protein 1 REAGL 1442 1.87 1 1
Neuronal-specific septin-3 SEPTIN3 407 1229 1 1
Putative deoxyribonudeass TATDNL TATDN EEN] 7.64 1 1
Sering/threo nine-protein kinase PAK & PAKE. 748 .75 1 1
Vimentin-type intermediste filament associated coiled-coil protein VMAC 183 1538 1 1
Voltage-dependent L-type calcium channel subunit alpha CACNALS 246 0.3 1 1
Tinc finger CCHC domain-containing protein 5 ICCHES 528 8.84 1 1
Protein 1600014C10Rik - 5.6 6000 1 1
MCG142225 = 341 2.33 1 1
MCG134312, isoform CRA_3 - 772 5.13 1 1
MCG 142453 = 185 2294 1 1
5'-AM P-activated protein kinase subunit gamma-2 PRKAG2 629 6.54 1 1
Acrosin-binding protein ACREP 611 643 1 1
Adhesion G protein-coupled receptor L4 ELTD1 82.2 232 1 1
Angiomotin-like protzin 1 AMOTLL 1073 3.8 1 1
Apolipoprotzin Al APOAL 208 279 1 1
ATP synthase suburit O, mitochendrial ATP50 233 .63 1 1
Braast cancer anth-estro gen resistance protein 3 BCARS 92.2 488 1 1
Centriolar coiled-coil protein of 110 kDa CCP110 111 3.33 1 1
Cytochrome b5 CYB5A 152 3209 1 1
F-actin-capping protein suburit alpha-3 CAPZA3 343 2.03 1 1
FERM domain-contzining protein 3 FRMD2 68.4 555 1 1
Furin FURIN 267 353 1 1
Gamma-wbulin complex companant 2 TUBECF2 1032 3.09 1 1
Netrin-5 NTNS 42.8 332 1 1
Protein AF-3 MLLT3 633 2.51 1 1
Putative E3 ubiquitin-protein ligase UNKL UNKL 1 3513 1 1
Rho GTPase activating protein 1 ARHEAF1 544 9.3 1 1
SHE-transforming protein 1 SHC1 625 8.12 1 1
901 transmembrane family member 2 sIDT2 944 253 1 1
Sodium-dependent neutral amino acid transporter B{OJAT3 SLCEAIE 552 208 1 1
Tubulin bet=-4B chain TuUBB4E 45.8 315 1 1
Tubulin polyglutamylass TTLLA TTLLA 1324 277 1 1
Type 1 idylinositol 4,5-bi 4 TMEMS58 2 17.25 1 1
Uncomventions| myosin-lxb MYD38 240.2 2.07 1 1
Vesicle-associated membrane protein 2 VAMP2 173 2883 1 1
YTH domain-containing family protein 3 YTHDF2 623 2.03 1 1
nc finger protein 536 INFS3E 1415 2.61 1 1
MANSC domain-containing protein 4 MANSC4 263 1187 1 1
Offactory receptor 24 OLFR24 ELE:] 2.6 1 1
Microt iated sering/threo rine-protein kinase 3 MAST3 11 3202 1 1
Uncharacterized protein C11orf84 homalog Cllofa4 412 1024 1 1
Protein Myo15t MYD 158 B28 0.73 1 1
Type-1B angiotensin Il receptor AGTR1 40.9 £.56 1 1
Carbonyl reductase [NADPH] 2 cBR2 53 1475 1 1
Opioid growth factor receptor-like protein 1 OGFRLL 522 7.32 1 1
Protein Semi2 SCML2 1067 40 1 1
Protein Zfplo2 ZFP102 731 483 1 1
Core-binding factor, runt domain, alpha subunit 2, translocated to, 3 CBFAT2 673 .61 1 1
Tripartita motif-containing protzin 438 TRIM438 522 517 1 1
Testis-expressed sequence 11 pratein TEX11 1096 285 1 1
Differentially expressad in FDCP & homolog DEFE 733 1.43 1 1
Vigilin HDLBP 1414 2.13 1 1
Akinase anchor protain SPHKAP SPHKAP 1263 2.41 1 1
Alpha-enolase ENO1 47.1 553 1 1
CREB-binding protzin CREBEF 652 EE'S 2 2
Elongation factor 1-alpha 2 EEF142 50.4 238 1 1
GDNFfamily receptor alpha-2 GFRAZ 515 7.54 1 1
Peptidy-prolyl cis-trans isomerase A PRIA 12 848 1 1
Phospho glycarate mutse 1 PGAM1 288 817 1 1
Probable ATP-dependent RN A helicase DDX59 DDX53 688 5.43 1 1
Prosaposin recaptor GFRITLL GPR3TLL 527 707 1 1
Zinc finger protein 608 ZNFE08 1621 245 1 1
Trinsephosphate somerase 1 TAI1 208 350 1 1
805 ribosomal protein L30 RPL20 123 2435 1 1
Calcium/calmo dulin-dependent protein kinase kinase 2 CAMKK2 547 2.3 1 1

Table S2. List of differential proteins for the conditioned media of hemin pre-treated PC3 cells co-
cultured with RAW264.7 cells identified by LC ESI-MS/MS analysis and matched against human
(orange), murine (yellow) or both (green) protein databases.
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Figure S1. PC3 cells grown in co-culture with Raw?246.7 cells increase invasive properties. (A) PC3
cells pre-treated or not with hemin were plated on Matrigel in a transwell insert and incubated alone
or in co-culture with Raw264.7 cells. (B) Cell invasion was measured using Matrigel-coated transwell
inserts. Cells that had invaded to the underside of the inserts after 24 h of incubation were counted
by light microscopy. Four fields of view from each insert were counted. One representative from at
least three independent experiments is shown (columns, mean of eight fields of view; bars, SEM; *p <
0.05, significant difference).
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Figure S2. Analysis of cell contact density in PC3 cells cultured with conditioned media (CM) from
PC3-Raw?246.7 co-culture systems. PC3 cells were treated or not with hemin (50 uM, 24 h) and then
co-cultured with or without Raw246.7 cells (24 h), in different compartments (insert membrane and
well). CM from the different experimental conditions was then added to PC3 cells for 24 h. (A)
Schematic representation of the experimental design. (B) Cells were fixed and stained with
rhodamine—phalloidin and imaged by confocal microscopy to assess contact density and number of
protrusions (scale bars: 10 um). One representative image for each group is shown. (C) Boxplot
comparing the measured filopodia density per cell for the different experimental conditions. Error
bars represent standard error (1 2 36 cells per condition; *p <0.001). CM1 (pink): CM from PC3 grown
alone; CM2 (green): CM from PC3-Raw246.7 co-culture; CM3 (red): CM from PC3 grown alone pre-
treated with hemin; CM4 (purple): CM from PC3 pre-treated with hemin and co-cultured with
Raw246.7; CM5 (light blue): CM from Raw246.7 grown alone (upper panel). Boxplot comparing cell-
cell contacts densities for the different experimental conditions. An intensity profile for each of these
sectors was determined using a custom-made algorithm to count contacts (Matlab) (n = 37 contact
regions per condition; *p < 0.001) (lower panel).



