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Table S1. Antibody list used for Western blotting and immunofluorescence staining.

Antibody Add on Use/ Blocking/ Source MW Manufacturer
Dilution Dilution [kDa]
buffer
Anti-Actin 1A4 IF PBS-T Santa Cruz
1:200
Anti-a- WB 1% BSA Mouse 50 Sigma Aldrich,
Tubulin 1:1000 In TBS-T Munich,
Germany
Anti-AKT WB 5% BSA Rabbit 60 Cell Signaling
1:1000 in TBS-T Technology
Danvers, MA,
USA
Anti- WB 5% NFDM Rabbit 17, 19, Cell Signaling
Caspase-3 1:1000 in TBS-T 35 Technology,
Beverly, MA,
USA
Anti-GAPDH D16H11  WB 5% BSA Rabbit 37 Cell Signaling
1:1000 in TBS-T Technology
Danvers, MA,
USA
Anti-p38 WB 5% BSA Rabbit 43 Cell Signaling
1:1000 in TBS-T Technology
Danvers, MA,
USA
Anti-RIP3 wB 5% BSA Rabbit 53 BioRAD,
1:1000 in TBS-T Munich,
Germany
Anti-TNF WB 3% NFDM Rabbit 25 Abcam,
alpha 1:700 in TBS-T Cambridge, UK
Anti- Ser473 WB 5% BSA Rabbit 60 Cell Signaling
phospho-AKT 1:1000 in TBS-T Technology
Danvers, MA,
USA
Anti- Thr180/ WB 5% BSA Rabbit 43 Cell Signaling
phospho-p38  Tyrl82 1:1000 in TBS-T Technology
Danvers, MA,
USA
Anti-phospho  Ser232 WB 5% NFDM Rabbit 53 Abcam,
RIP3 1:1000 in TBS-T Cambridge, UK



Anti-Vimentin IF 2% BSA Rabbit 57 Thermo Fisher

1:200 in PBS-T Scientific,
Waltham, MA,
USA
Anti-Mouse HRP WB 1% BSA Donkey Abcam,
1:5,000 in TBS-T Cambridge, UK
Anti-Rabbit HRP WB 1% BSA Donkey GE Healthcare,
1:10,000 in TBS-T Munich,
Germany
Anti-Mouse DyLight IF PBS-T Goat Thermo Fisher
IgG 550 1:200 Scientific,
Waltham, MA,
USA
Anti-Rabbit DyLight IF PBS-T Thermo Fisher
IgG (H+L) 288 1:200 Scientific,
Waltham, MA,
USA

BSA, bovine serum albumin; HRP, horse radish peroxidase; IF, Immunofluorescence; MW,
molecular weight NFDM, non-fat dry milk; PBS-T , phosphate-buffered saline with Tween20;

TBS-T, Tris-buffered saline with 0.1% Tween20; WB, Western blot



Table S2. Gene expression analysis using TagMan assays from Applied Biosystems.

Gene/TagMan probe Assay ID

Acta2 MmO00725412_s1
FN1 MmO01256744_ml
Ccl2 MmO00441242_m1
Ccl7 MmO00443113_m1l
Clec4e MmO01183703_m1
Collal MmO00801666_g1
GAPDH Mm99999915 g1
Ifi44 MmO00505670_m1
Irgl MmO01224532_m1
Oasl2 MmO01201449 m1l
Tgtp2 MmO00786926_s1
TNFa MmO00443258_m1

Actaz; actin, alpha 2, smooth muscle, aorta (alias: a-SMA); FN1, fibronectin 1; Ccl, C-C motif
chemokine ligand; Clec4e, C-type lectin domain family 4 member e; Collal, collagen, type I,
alpha 1; GAPDH, glyceraldehyde-3-phosphate dehydrogenase; Ifi44, interferon-induced
protein 44; Irgl, immunoresponsive gene 1; Oasl2, 2’-5’ oligoadenylate synthetase-like 2;

Tgtp2, T cell specific GTPase 2; TNFa, tumor necrosis factor a.



Table S3. Antibody list used for flow cytometry analysis.

Antibody Labeling Host Volume Manufacturer

Anti-mouse-CD74 FITC Rat 3ul BD Bioscience,
Heidelberg, Germany

Anti-mouse-CXCR2 PE Rat 3ul R&D, Minneapolis, MN,
USA

Anti-mouse-CXCR4 FITC Rat 3ul R&D, Minneapolis, MN,
USA

Anti-mouse-TLR2 FITC Rat 3ul R&D, Minneapolis, MN,
USA

Anti-mouse-TLR4 PE Rat 3ul R&D, Minneapolis, MN,
USA

Anti-mouse-TNFRI FITC Hamster 1 ul Abcam, Cambridge, UK

Anti-hamster 1gG FITC Hamster 0.2 pl Abcam, Cambridge, UK

Anti-rat-lgG2B FITC Rat 3l BD Bioscience,
Heidelberg, Germany

Anti-rat IgG2A PE Rat 3ul R&D, Minneapolis, MN,
USA

Anti-rat Ig2B FITC Rat 3ul R&D, Minneapolis, MN,

USA

FITC, Fluorescein isothiocyanate; PE, Phycoerythrin



Table S4. Effect Size.

Comparison d (Effect Size)
a-SMA DayO vs. Day5 16.65
Figure 1B Collal DayO0 vs. Day5 7.44
Fibronectin 1 DayO vs. Day5 1.61
Ctrl vs. 0.04 nmol/L sCD74 0.21
Ctrl vs. 0.16 nmol/L sCD74 0.51
<CD74 trcggtrfe'm alone Ctrl vs. 8 nmol/L sCD74 1.02
Ctrl vs. 16 nmol/L sCD74 1.05
Ctrl vs. 40 nmol/L sCD74 1.05
MIF vs. 0.04 ’\r;lrlr;oI/L sCD74 + 0.92
MIF vs. 0.16 nmol/L sCD74 + 111
MIF vs. MIF
sCD74/MIF Cotreatment MIF vs. 8 nmol/L SCD74 + MIF 2.33
MIF vs. 16 nmol/L sCD74 + MIF 3.30
Figure 1C MIF vs. 40 nmol/L sCD74 + MIF 3.27
Onmol/L sCD74 (Control) vs. 011
0.04 nmol/L sCD74 + MIF
0.04 nmol/L sCD74 vs. 0.91
0.04 nmol/L sCD74 + MIF
0.16 nmol/L sCD74 vs. 152
sCD74 treatment vs. 0.16 nmol/L sCD74 + MIF
sCD74/MIF cotreatment 8 nmol/L sCD74 vs. 1.16
8 nmol/L sCD74 + MIF
16 nmol/L sCD74 vs. 3.97
16 nmol/L sCD74 + MIF
40 nmol/L sCD74 vs. 186
40 nmol/L sCD74 + MIF
Ctrl vs. MIF 0.18
Ctrl vs. sCD74 0.44
Effects within CMs Ctrl vs. sCD74/MIF 0.81
MIF vs. sCD74/MIF 0.66
Figure 1D sCD74 vs. sCD74/MIF 0.04
Control 0.00
. MIF 0.05
Effects in CMs vs. MyoFBs
sCD74 0.55
sCD74/MIF 3.14
Ctrl vs. MIF 0.63
Ctrl vs. sCD74 3.05
Figure 2A Cleaved Casl‘(’)";‘fe 3 level at Ctrl vs. SCD74/MIF 0.53
MIF vs. sCD74/MIF 0.07
sCD74 vs. sCD74/MIF 0.21
Ctrl vs. MIF 2.34
Ctrl vs. sCD74 0.51
Figure 2C Phosphorylatle(;thlPB level at Ctrl vs. sCD74/MIF 1.88
MIF vs. sCD74/MIF 1.52
sCD74 vs. sCD74/MIF 1.73
Figure 2E Ctrl vs. MIF 0.29




Ctrl vs. sCD74 0.42

Effects within the DMSO Ctrl vs. sCD74/MIF 3.50

group MIF vs. sCD74/MIF 2.72

sCD74 vs. sCD74/MIF 3.83

Ctrl vs. MIF 1.81

Ctrlvs. sCD74 1.38

Fffects within the Nects Ctrl vs. SCD74IMIF 3.39

aroup MIF vs. sCD74/MIF 0.59

sCD74 vs. sCD74/MIF 1.56

Control 0.02

Effects in DMSO vs. Necls MIF 0.94

group sCD74 0.72

sCD74/MIF 2.29

Ctrl vs. MIF 1.20

Ctrl vs. sCD74 2.01

Figure 3B Ifid4 mRNA Ctrl vs. sCD74/MIF 2.50
MIF vs. sCD74/MIF 211

sCD74 vs. sCD74/MIF 1.01

Ctrl vs. MIF 1.26

Ctrl vs. sCD74 1.36

Figure 3C Irgl mRNA Ctrl vs. sCD74/MIF 2.11
MIF vs. sCD74/MIF 0.69

sCD74 vs. sCD74/MIF 1.10

Ctrl vs. MIF 0.96

Ctrl vs. sCD74 0.99

Figure 3D Clec4e mRNA Ctrl vs. sCD74/MIF 2.36
MIF vs. sCD74/MIF 0.86

sCD74 vs. sCD74/MIF 1.59

Ctrl vs. MIF 8.31

Ctrl vs. sCD74 2.21

Figure 4A PhOSphory'aéeghAKT level at Ctrl vs. sSCD74/MIF 0.58
' MIF vs. sCD74/MIF 2.23

sCD74 vs. sCD74/MIF 0.45

Ctrl vs. MIF 1.18

Ctrl vs. sCD74 0.95

Figure 4B PhOSphory'atlf)‘i]AKT level at Ctrl vs. SCD74/MIF 0.64
MIF vs. sCD74/MIF 1.32

sCD74 vs. sCD74/MIF 1.02

Ctrl vs. MIF 0.14

Ctrl vs. sCD74 0.20

Figure 4E PhOSphory"'g%‘:] P38 level at Ctrl vs. SCD74/MIF 0.09
' MIF vs. SCD74/MIF 0.16

sCD74 vs. sCD74/MIF 0.03

Ctrl vs. MIF 2.34

Figure 4F Phosphorylated p38 level at Ctrl vs. sCD74 0.51
10h Ctrl vs. sSCD74/MIF 1.88

MIF vs. sCD74/MIF 1.52




sCD74 vs. sCD74/MIF 1.73

Ctrl vs. MIF 0.43

Ctrlvs. sCD74 0.12

Figure 5A Effect of SCD7/"j/ MIF on Cd74- Ctrl vs. SCD74/MIF 0.94

MIF vs. sCD74/MIF 0.66

sCD74 vs. sCD74/MIF 1.02

Ctrl vs. MIF 0.11

Ctrl vs. sCD74 1.05

Figure 5B Effect of sSCD74/MIF on WT Ctrl vs. sCD74/MIF 3.91

MIF vs. sCD74/MIF 3.27

sCD74 vs. sCD74/MIF 1.86

Control 0.00

Figure 5C Effect of SCD74/MIF MIF 0.41

in Cd74-/- vs. WT sCD74 0.94

sCD74/MIF 1.56

Ctrl vs. MIF 0.24

Ctrl vs. sCD74 1.11

Figure 5D S'g;‘;‘go‘g;grzzr‘ég o Ctrl vs. SCD74/MIF 2.71

MIF vs. sCD74/MIF 2.05

sCD74 vs. sCD74/MIF 1.77

Ctrl vs. MIF 0.23

Ctrl vs. sCD74 0.58

Figure 5E onEgﬁncsthr%t?Z:{ycﬁNT Ctrl vs. SCD74IMIF 3.42

MIF vs. sCD74/MIF 5.59

sCD74 vs. sCD74/MIF 2.83

Control 0.36

_ _Effect of sCD74/MIF MIE 0.12
Figure 5F in WT+SB225002 vs.

WT+DMSO sCD74 0.58

sCD74/MIF 1.10

Ctrl vs. MIF 1.95

Ctrlvs. sCD74 0.88

Figure 5G Aﬁggﬁgﬁ;ﬁ :; '\t’gg W Ctrl vs. SCD74/MIF 4.06

MIF vs. sCD74/MIF 0.86

sCD74 vs. sCD74/MIF 2.09

Ctrl vs. MIF 0.30

Ctrl vs. sCD74 0.32

Figure 5H Onif;icztoofsgz:{ﬂsw Ctrl vs. sCD74/MIF 4.33

MIF vs. sCD74/MIF 3.87

sCD74 vs. sCD74/MIF 1.93

Control 0.57

_ _Effect of sCD74/MIF MIE 1.99
Figure 5I in WT+AMD3100 vs.

WT+ddH20 sCD74 0.57

sCD74/MIF 0.96

Healthy vs.CHD 3.35

Figure 6A human MIF ELISA Healthy vs. HF 2.43

CHD vs. HF 1.52

Figure 6B human sCD74 ELISA Healthy vs.CHD 0.32




Healthy vs. HF 0.11
CHD vs. HF 0.54
Healthy vs.CHD 1.02
Figure 6C sCD74/MIF ratio Healthy vs. HF 1.12
CHD vs. HF 0.69
Ctrl vs. MIF 0.66
Ctrl vs. sCD74 0.04
a-SMA Ctrl vs. sCD74/MIF 0.10
MIF vs. sCD74/MIF 0.37
sCD74 vs. sCD74/MIF 0.08
Ctrl vs. MIF 0.53
Ctrl vs. sCD74 0.25
Suppl. Figure 2A Collal Ctrl vs. sCD74/MIF 0.97
MIF vs. sCD74/MIF 0.50
sCD74 vs. sCD74/MIF 0.68
Ctrl vs. MIF 0.87
Ctrl vs. sCD74 2.10
Fibronectin 1 Ctrl vs. sCD74/MIF 0.83
MIF vs. sCD74/MIF 0.15
sCD74 vs. sCD74/MIF 0.02
Ctrl vs. MIF 0.70
Ctrl vs. sCD74 0.39
Suppl. Figure 5A TNFa mRNA Ctrl vs. sCD74/MIF 0.81
MIF vs. sCD74/MIF 0.05
sCD74 vs. sCD74/MIF 1.05
Ctrl vs. MIF 0.23
Ctrl vs. sCD74 0.29
Suppl. Figure 5B soluble TNFa Ctrl vs. sCD74/MIF 0.38
MIF vs. sCD74/MIF 0.62
sCD74 vs. sCD74/MIF 0.67
Ctrl vs. MIF 0.60
Ctrl vs. sCD74 1.36
Suppl. Figure 5D Intracellular TNFa at 10h Ctrl vs. sCD74/MIF 1.19
MIF vs. sSCD74/MIF 0.09
sCD74 vs. sCD74/MIF 0.12
Ctrl vs. MIF 0.16
Effects within the donor group Ctrl vs. sCD74 0.49
after 6h Ctrl vs. SCD74/MIF 1.76
Ctrl vs. MIF 0.06
Suppl. Figure 5E Effects within the recipient Ctrlvs. sCD74 0.44
group after 6h Ctrl vs. sCD74/MIF 0.61
Ctrl vs. MIF 0.04
. Effect of st?A/MIF Cirl vs. sCD74 0.12
in donor vs. recipient group :
Ctrl vs. sCD74/MIF 1.00
Ctrl vs. MIF 1.95
Suppl. Figure 5F | Effects within the donor group Ctrlvs. sCD74 1.35

after 10h

Ctrl vs. sCD74/MIF

2.99




. o Ctrl vs. MIF 0.07

Effea;;"l'};“;‘ﬂtgf Lempient Ctrl vs. SCD74 0.29

Ctrl vs. sCD74/MIF 1.75

- t SCD7AMIE Ctrl vs. MIF 2.08

in dongrctlg. rsecipient group Ctrlvs. sCD74 0.87

Ctrl vs. sCD74/MIF 2.25

Ctrl vs. MIF 0.69

Ctrl vs. sCD74 1.22

Suppl. Figure 8A Oasl2 mRNA Ctrl vs. sCD74/MIF 1.32
MIF vs. sCD74/MIF 0.93

sCD74 vs. sCD74/MIF 0.44

Ctrl vs. MIF 1.03

Ctrl vs. sCD74 1.02

Suppl. Figure 8B Totp2 mRNA Ctrl vs. sCD74/MIF 1.10
MIF vs. sCD74/MIF 0.31

sCD74 vs. sCD74/MIF 0.14

Ctrl vs. MIF 1.07

Ctrl vs. sCD74 0.56

Suppl. Figure 8C Ccl2 mRNA Ctrl vs. sCD74/MIF 1.83
MIF vs. sCD74/MIF 0.41

sCD74 vs. sCD74/MIF 1.46

Ctrl vs. MIF 1.41

Ctrl vs. sCD74 1.36

Suppl. Figure 8D Ccl7 mRNA Ctrl vs. sCD74/MIF 3.65
MIF vs. sCD74/MIF 1.18

sCD74 vs. sCD74/MIF 2.82

Ctrl vs. MIF 0.11

. Ctrl vs. sCD74 0.13

Suppl. Figure 15A WT. CD74 Sal:r(gagﬁ expression Ctrl vs. sCD74/MIF 0.48
' MIF vs. SCD74/MIF 0.38

sCD74 vs. sCD74/MIF 0.41

Ctrl vs. MIF 0.49

Ctrl vs. sCD74 0.12

Vg;)g);g?nz;“g ave Ctrl vs. SCD74/MIF 0.84

MIF vs. sCD74/MIF 0.35

. sCD74 vs. sCD74/MIF 0.81

Suppl. Figure 158 Ctrl vs. MIF 0.21
Ctrl vs. sCD74 0.78

Cdg;;;gfgx (S)‘_g‘;]ace Ctrl vs. SCD74/MIF 0.32

MIF vs. sCD74/MIF 0.13

sCD74 vs. sCD74/MIF 1.07

Ctrl vs. MIF 0.80

Ctrl vs. sCD74 0.12

Suppl. Figure 15 Vg;ﬂ%ﬁgg:;“g?ﬁe Ctrl vs. SCD74/MIF 0.75
) MIF vs. sCD74/MIF 0.16
sCD74 vs. sCD74/MIF 0.82

Ctrl vs. MIF

0.02




Ctrl vs. sCD74 0.25

Cd74-/-: CXCR4 surface Ctrl vs. sCD74/MIF 0.03

expression at 0.5h MIF vs. sCD74/MIF 0.02

SCD74 vs. sSCD74/MIF 0.25

Ctrl vs. MIF 1.71

_ Ctrl vs. sCD74 0.01

Suppl. Figure 15p | WT: CD74 S‘;’t'fiﬁe expression Ctrl vs. sSCD74/MIF 0.02
MIF vs. SCD74/MIF 2.10

SCD74 vs. SCD74/MIF 0.03

Ctrl vs. MIF 0.33

Ctrl vs. sCD74 0.11

ngrﬁ;(;izn Z‘:Z?lce Ctrl vs. SCD74/MIF 1.59

MIF vs. SCD74/MIF 1.20

. SCD74 vs. sSCD74/MIF 2.00

Suppl. Figure 15E Ctrl vs. MIF 217
Ctrl vs. sCD74 0.98

Cd7:)‘(/[; ;;ﬁ%ﬁiﬁ:ﬁ“e Ctrl vs. SCD74/MIF 1.91

MIF vs. SCD74/MIF 0.18

SCD74 vs. sSCD74/MIF 2.67

Ctrl vs. MIF 411

Ctrl vs. sCD74 2.82

Wg)(;z;m ZL:Z?]C‘E Ctrl vs. SCD74/MIF 5.20

MIF vs. SCD74/MIF 2.49

_ SCD74 vs. SCD74/MIF 3.60

Suppl. Figure 15F Ctrl vs. MIF 021
Ctrl vs. sCD74 0.15

cm:)-(g ;géﬁﬁ‘;fx:ace Ctrl vs. SCD74/MIF 0.41

MIF vs. SCD74/MIF 0.23

SCD74 vs. sSCD74/MIF 0.23

Ctrl vs. MIF 1.07

_ Ctrl vs. sCD74 0.27

Suppl. Figure 156 | WT- €P74 Sgrtfgﬁe expression Ctrl vs. SCD74/IMIF 5.62
MIF vs. SCD74/MIF 5.14

SCD74 vs. sSCD74/MIF 2.26

Ctrl vs. MIF 0.01

Ctrl vs. sCD74 0.37

W;(;ésiii S‘,;:r;?]ce Ctrl vs. SCD74/MIF 2.66

MIF vs. SCD74/MIF 1.68

_ SCD74 vs. SCD74/MIF 2.76

Suppl. Figure 15H Ctrl vs. MIF 1.18
Ctrl vs. sCD74 0.53

Cd7:)‘(g ;eiégsitsggace Ctrl vs. SCD74/MIF 1.15

MIF vs. SCD74/MIF 0.04

SCD74 vs. sSCD74/MIF 1.47

Ctrl vs. MIF 3.42

Suppl. Figure 15I WT: CXCR4 surface Ctrl vs. sCD74 2.39

expression at 8h

Ctrl vs. sCD74/MIF

3.00




MIF vs. SCD74/MIF 0.36

SCD74 vs. sSCD74/MIF 1.47

Ctrl vs. MIF 0.21

Ctrl vs. sCD74 0.13

Cd7§)‘(g;§s>s($§1tsg:ace Ctrl vs. SCD74/MIF 0.59

MIF vs. SCD74/MIF 0.41

SCD74 vs. SCD74/MIF 0.49

Ctrl vs. MIF 1.67

_ Ctrl vs. sCD74 2.08

Suppl. Figure 16A | WT: CD74 Sa‘t’giflﬁ expression Ctrl vs. sSCD74/MIF 2.65
MIF vs. SCD74/MIF 0.37

SCD74 vs. SCD74/MIF 0.32

Ctrl vs. MIF 0.28

_ Ctrl vs. sCD74 0.35

WT: TLR2 Sa“trgagﬁ expression Ctrl vs. SCD74/MIF 0.63

MIF vs. SCD74/MIF 0.43

. SCD74 vs. sSCD74/MIF 0.39

Suppl. Figure 168 Ctrl vs. MIF 0.63
Ctrl vs. sCD74 0.01

C(g(?)}/é :S;'aﬁitsggice Ctrl vs. SCD74/MIF 0.68

MIF vs. SCD74/MIF 0.14

SCD74 vs. sSCD74/MIF 0.65

Ctrl vs. MIF 0.07

. Ctrl vs. sCD74 0.13

WT: TLR4 s;r{)agﬁ expression Ctrl vs. SCD74/MIE 0.21

MIF vs. SCD74/MIF 0.29

_ SCD74 vs. SCD74/MIF 0.35

Suppl. Figure 16C Ctrl vs. MIF 0.14
Ctrl vs. sCD74 0.67

C‘g(‘:)r’es;ts‘; fg_’;"’r‘]ce Ctrl vs. SCD74/MIF 3.62

MIF vs. SCD74/MIF 1.19

SCD74 vs. sSCD74/MIF 0.50

Ctrl vs. MIF 0.17

Ctrl vs. sCD74 0.14

V;/Jpr-gsNSITc?r: ;Jga;f Ctrl vs. SCD74/MIF 0.09

MIF vs. SCD74/MIF 0.08

_ SCD74 vs. sSCD74/MIF 0.23

Suppl. Figure 16D Ctrl vs. MIF 1.81
Ctrl vs. sCD74 3.98

Cd;fr;{r 'e:STS'i\(')';R;tSO“_ggce Ctrl vs. SCD74/MIF 2.91

MIF vs. SCD74/MIF 0.28

SCD74 vs. SCD74/MIF 0.00

Ctrl vs. MIF 1.23

_ Ctrl vs. sCD74 0.72

Suppl. Figure 16E WT:TLR2 Sl;rtfize expression Ctrl vs. sCD74/MIF 1.25
MIF vs. SCD74/MIF 0.61

sCD74 vs. sCD74/MIF

0.88




Ctrl vs. MIF 0.80
74l TLR2 surt Ctrl vs. sCD74 0.17
-/-: surface
expression at 4h Ctrl vs. sCD74/MIF 0.98
MIF vs. sCD74/MIF 0.53
sCD74 vs. sCD74/MIF 1.00
Ctrl vs. MIF 0.70
_ Ctrl vs. sCD74 0.23
WT: TLR4 S‘;rtfj"f]e expression Ctrl vs. SCD74/MIF 0.46
MIF vs. sCD74/MIF 0.33
. sCD74 vs. sCD74/MIF 0.26
Suppl. Figure 16F
Ctrl vs. MIF 0.67
Ctrl vs. sCD74 2.06
Cd74-/-: TLR4 surface Ctrl vs. SCD74/MIF 0.19
expression at 4h
MIF vs. sCD74/MIF 0.36
sCD74 vs. sCD74/MIF 1.28
Ctrl vs. MIF 0.32
WT: TNERI . Ctrl vs. sCD74 0.43
: surface
expression at 4h Ctrl vs. sCD74/MIF 0.78
MIF vs. sCD74/MIF 0.23
] sCD74 vs. sCD74/MIF 0.29
Suppl. Figure 16G
Ctrl vs. MIF 0.03
741 TNERI surt Ctrl vs. sCD74 0.40
-/-: surface
expression at 4h Ctrl vs. sCD74/MIF 0.70
MIF vs. sCD74/MIF 0.64
sCD74 vs. sCD74/MIF 0.51
Ctrl vs. MIF 1.51
_ Ctrl vs. sCD74 0.00
WT: TLR2 S‘gtf%‘;]e expression Ctrl vs. SCD74/MIF 1.77
MIF vs. sCD74/MIF 0.50
) sCD74 vs. sCD74/MIF 1.79
Suppl. Figure 16H
Ctrl vs. MIF 0.73
74 TLR2 . Ctrl vs. sCD74 0.11
-/-: surface
expression at 8h Ctrl vs. sSCD74/MIF 0.84
MIF vs. sCD74/MIF 0.45
sCD74 vs. sCD74/MIF 0.77
Ctrl vs. MIF 0.74
_ Ctrl vs. sCD74 0.84
WT. TLR4 Sizfg‘;]e expression Ctrl vs. SCD74/MIF 0.89
MIF vs. sCD74/MIF 0.18
) sCD74 vs. sCD74/MIF 0.20
Suppl. Figure 16l
Ctrl vs. MIF 0.99
74 TLRA surf Ctrl vs. sCD74 1.18
-/-: surface
expression at 8h Ctrl vs. sCD74/MIF 1.45
MIF vs. sCD74/MIF 1.00
sCD74 vs. sCD74/MIF 1.89
WT: TNFRI surface Ctrl vs. MIF 0.04

Suppl. Figure 16J

expression at 8h

Ctrl vs. sCD74

0.51




Ctrl vs. sCD74/MIF 0.19

MIF vs. sCD74/MIF 0.22

sCD74 vs. sCD74/MIF 0.62

Ctrl vs. MIF 0.86

Ctrl vs. sCD74 2.23

Cd7e‘§(' [/) _r'e?s\ligr?laf%rr]:ace Ctrl vs. SCD74/MIF 0.53
MIF vs. sCD74/MIF 0.09

sCD74 vs. sCD74/MIF

0.19




Figure S1. Experimental Setup.

4 Groups SURVIVAL ASSAY

Control

rMIF [8nM]

sCD74 [40nM]
sCD74/rMIF [40nM/8nM]

WT & CD74*
Medium 4 Groups

WT+CXCR4 Inhibitor
ddH,0 4 Groups

AMD3100 4 Groups

WT+CXCR2 Inhibitor
DMSO 4 Groups

SB225002 4 Groups

WT+RIP1 Inhibitor

DMSO 4 Groups
-1h 0 24h
Inhibitor Removal Cell Counting

Cardiac myofibroblasts were randomized into four groups, which were incubated either with medium
(groupl: control), 8 nmol/L rMIF (group2: rMIF), 40 nmol/L sCD74 (group3: sCD74) or five-fold molar
excess of sCD74 to rMIF (group4: sCD74/rMIF) for 24 h. For inhibition studies in WT myofibroblasts,
cells were treated with either the inhibitor compound (AMD3100, SB225002, Nec1s) or the appropriate
solvent as control (ddH20 or DMSO). Following 1 h of incubation, both solvent and inhibitor-pretreated
cells were stimulated either with medium, rMIF, sCD74 or sCD74/rMIF and maintained for further 20-

24 h.



Figure S2. Treatment with sCD74/MIF did not induce de-differentiation of myofibroblasts to a

quiescent fibroblast.

A 15 o-SMA at 24h B i Col1 at 24h C j FN1 at 24h

5
i 1.0 1.0
(¢} 14 (¢) (¢ =
(14 14 (14
0.5 0.5 0.5
0.0 0.0 0.0
“ + - + rMIF - + - + rMIF - + - + rMIF
& - + + sCD74 - - + + sCD74 - - + + sCD74

Following treatment of cardiac myofibroblasts with vehicle, sCD74, rMIF or
sCD74/rMIF for 24 h, mRNA expression of (A) a-smooth muscle actin (a-SMA), (B)
collagen 1al (Collal) and (C) fibronectin 1 (FN1) were assessed via RT-gPCR
method. Data represent meantSEM of six independent experiments and were
analyzed with a two-tailed, unpaired t-test corrected for multiple comparison (n=5).

*p<0.05 vs. control.



Figure S3. Representative blots of cleaved caspase-3 and GAPDH 10 h after treatment with

increasing concentrations of sCD74 either with or without MIF.

A Cleaved Caspase-3 after 10h

37kDa — - I R W & Caspase-3
0 40 0

20kDa — & Cleaved Caspase-3

40 1sCD74 [nM]
+ 8 nM MIF

B: Total GAPDH after 10h

37kDa — -.-..’GGAPDH

0 40 0 40 ]1sCD74 [nM]
+ 8 nM MIF

WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) Full-length and cleaved caspase-3 and (B) GAPDH were assessed 10 h

after stimulation by Western blotting.



Figure S4. Representative blots of pRIP3, RIP3 and GAPDH 10 h after treatment with increasing

concentrations of sCD74 either with or without MIF.
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WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) Phosphorylation of RIP3, (B) total RIP3 and (C) GAPDH were assessed

10 h after stimulation by Western blotting.



Figure S5. TNFa could not be identified as mediator of sCD74/MIF-induced

necroptosis.
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WT fibroblasts were stimulated solitarily or simultaneously with 40 nmol/L sCD74 and 8 nmol/L
rMIF. (A) mRNA levels (via RT-PCR) as well as (B) extracellular (via ELISA) and (C-D)
intracellular protein levels of TNFa (via Western blotting) were determined. Instead of showing
the whole blot, relevant bands were cut out and arranged in the respective order. The uncut
blots are shown in Figure S6). (E-F) For the supernatant transfer experiments, WT
myofibroblasts were stimulated solitarily or simultaneously with sCD74 and rMIF (donor). After

supernatant was transferred to untreated WT cells (recipient). Both donor and recipient cells



were maintained for further 20-24 h followed by Trypan blue staining and automated counting.
Data represent meantSEM of at least (A) eight, (B) six, (D) eight, (E) ten and (F) eight
independent experiments. Data were analyzed with a two-tailed, unpaired t-test and corrected
for multiple comparison (A-D: n=5; E-F: n=7) using Bonferroni posttest. 3%p<0.001 vs. control

of donor cells; $p<0.05 vs. control of recipient cells; **p<0.01 donor vs. recipient.



Figure S6. Representative blots of TNFa and GAPDH 10 h after treatment with increasing
concentrations of sCD74 either with or without MIF.
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WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) TNFa and (B) GAPDH were assessed 10 h after stimulation by Western

blotting.



Figure S7. sCD74/MIF-dependent gene expression differs largely from those induced by MIF or

sCD74.
A MIF vs. Control B Gm11096———— =
Ddx43———1
Vmn1r28 /1
Hoxa13—/——
19 Mmp13———
18 Meiob|————1
Vmnir228—/—1
Slc22a18—/———1
0 Vmnir62——
0 Vmnire2———
0 Zc2helb——
Rhox4f————1
a Dnah8—/——1
10 1700015F17Rik /1
Gm8267—/—1
Gmbs155———1
Serpina3g—/—1
Ets2——1
Fga———1
sCD74 vs. Control sCD74/rMIF vs. Control C———1Pnmal2
[ Bcl2115
C——Vimnir180
0 upregulated
0 contra-regulated C——Gm14151
0 downregulated C————Vmn1r222
C——Vmn2r46
—Srsx
C— Myrip
—_ C—1Smr3a
o ————]Pabpcdl
'E /11 .0C102637808
C Gm80s0[————————1 8 —]Rs1
Ayl 1 Py L ) — * ] Tspan1
Olfr1184———— > C——Seni2
Zscan30 w ——Ceacam13
————]Kenjt0 S e Rl
[———————]1810064F22Rik ——1Ddb2
C——|Gm13304 Ifi44 I |FN-induced gene
C——————Mfap2 % Slco3a1 ]
[ 1Bpifa5 = Sle7a2————1
[C———]Serpinb9e 2 Olfr1120———1
—————Gm10735 O E130114P18Rik——
—————]Ceacam14 Ren1E===2]
———oIfr830 ——| GibS
| 760616 LOC105242925
: . . P! . , C——]Akric12 |, |
S €V N ° N id v N ° N oD ap
Fold change Fold change

(A) Venn diagram of overlapping and unique effects of sCD74, rMIF and sCD74/rMIF on gene
expression. A total of 115 genes with a fold change =1.5 among the differentially expressed genes are
represented. Venn diagram was generated using Vennplex. (B)The genes with at least 1.5-fold
change following rMIF treatment compared to control were depicted. The marginal overlap between

rMIF and sCD74/rMIF stimulation were marked. (C) The genes with at least 1.5-fold change following



sCD74 treatment compared to control were depicted. Type | IFN-induced genes are labeled as black
bars. Genes labeled as grey bars seem not to contribute to specialized function and pathways.

Independent triplicates were performed. The corresponding p-values are listed in Table S1.



Figure S8. Treatment with sCD74/MIF significantly upregulates gene expression of cytokines.
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RT-gPCR was performed with the cDNA and Tagman probes. Data represent meantSEM of at least

four independent experiments and were analyzed with a two-tailed, unpaired t-test with multiple

correction (n=5). $p<0.05; $¥¥p<0.001 vs. control respectively; “p<0.01 vs. sSCD74.

Figure S9. Representative blots of pAKT, AKT and Tubulin 30 min after treatment with increasing

concentrations of sCD74 either with or without MIF.
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WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) Phosphorylation of AKT, (B) total AKT and (C) Tubulin were assessed

30 min after stimulation by Western blotting.

Figure S10. Representative blots of pAKT, AKT and Tubulin 10 h after treatment with increasing

concentrations of sCD74 either with or without MIF.
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WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) Phosphorylation of AKT, (B) total AKT and (C) Tubulin were assessed

10 h after stimulation by Western blotting.

Figure S11. Representative blots of pp38, p38 and GAPDH 30 min after treatment with increasing

concentrations of sCD74 either with or without MIF.
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WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) Phosphorylation of p38, (B) total p38 and (C) GAPDH were assessed

30 min after stimulation by Western blotting.

Figure S12. Representative blots of pp38, p38 and GAPDH 10 h after treatment with increasing

concentrations of sCD74 either with or without MIF.
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WT myofibroblasts were stimulated with medium and 40 nmol/L sCD74 either in the absence or
presence of 8 nmol/L rMIF. (A) Phosphorylation of p38, (B) total p38 and (C) GAPDH were assessed

10 h after stimulation by Western blotting.

Figure S13. Basal surface expression levels of MIF receptors CD74, CXCR2 and CXCR4 in WT

and Cd74" myofibroblasts.
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WT and Cd747 myofibroblasts were detached by scraping and cell surface expression of (A-C) CD74,
(D-F) CXCR2 and (G-I) CXCR4 receptor were analyzed by flow cytometry. The median fluorescence
intensity (MFI) of isotype control was subtracted from MFI of its appropriate antibody preparation. Data

represent meantSEM of at least three independent experiments.

Figure S14. Basal surface expression of TLR2, TLR4 and TNFRI in WT and Cd74” myofibroblasts.
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WT and Cd74" myofibroblasts were detached by scraping and cell surface expression of (A-C) TLR2,
(D-F) TLR4 and (G-lI) TNFRI receptor were analyzed by flow cytometry. The median fluorescence
intensity (MFI) of isotype control was subtracted from MFI of its appropriate antibody preparation. Data

represent mean+SEM of at least three independent experiments.

Figure S15. sCD74/rMIF induces rapid and prolonged chemokine receptor internalization.
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WT and Cd74-7 myofibroblasts were stimulated with sCD74 either alone or with MIF for (A-C) 0.5 h, (D-
F) 4 h and (G-I) 8 h. Subsequently, cells were detached by scraping and cell surface expression of (A,
D, G) CD74, (B,E,H) CXCR2 and (C,F,lI) CXCRA4 receptor were analyzed by flow cytometry. The relative
fluorescence intensity (RFI) of isotype control was subtracted from MFI of its appropriate antibody
preparation. Data represent mean+SEM of at least three independent experiments. $p<0.05, *¥p<0.01

vs. control respectively.

Figure S16. Increased TLR2 expression following sCD74/rMIF stimulation.
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WT and Cd74/ myofibroblasts were stimulated with sCD74 either alone or with MIF for (A) 5 min (B-
D) 0.5 h, (E-G) 4 h and (H-J) 8 h. Subsequently, cells were detached by scraping and cell surface
expression of (A) CD74, (B, E, H) TLR2, (C,F,I) TLR4 and (D,G,J) TNFRI receptor were analyzed by
flow cytometry. The relative fluorescence intensity (RFI) of isotype control was subtracted from MFI of
its appropriate antibody preparation. Data represent mean+SEM of at least three independent

experiments.



