SUPPLEMENTARY MATERIAL
Materials and Methods

Gelatin Zymography- Generation of calibration curves for MMP-2 and MMP-9

Purified human pro-MMP-2 and pro-MMP-9 (Enzo life sciences) were diluted according to manufacturer’s instructions in doubling dilutions. Separate zymogram gels were cast for the detection of MMP-2 and MMP-9, respectively. Diluted pro-MMP-2 and pro-MMP-9 were loaded ranging from 8-500 pg/well (MMP-2) [1, 2] and 125-8000 pg/well (MMP-9) [2]. Following SDS-polyacrylamide gel electrophoresis (10% resolving gel) containing 1mg/ml of gelatin (Sigma-Aldrich, Gillingham, UK) under non-reducing conditions, the gels were renatured, incubated, stained with Coomassie Brilliant Blue R-250 for 1 hour and destained. The band intensities were measured using Gel-Pro image analysis (Gel-Pro 4.5) [Media Cybernetics, Bethesda, USA].  Standard curves were generated for both MMP-2 and MMP-9 using GraphPad Prism software. These curves were employed to determine if the observed changes in activated MMP-2 and MMP-9 following treatments are within the linear range of the standard curve. Only measurements within this linear range were used.  
Endotoxin measurements

Endotoxin contamination of the reagents (fAd, gAd, AdipoR1 and AdipoR2) used was assessed by using a kinetic chromogenic test based on the Limulus amebocyte lysate assay, as per the manufacturers protocol (Kinetic-QCL, BioWhittaker; Walkersville, USA). The endotoxin concentrations of the reagents used for the experiments are mentioned below-
	Chemical/peptide
	Company
	Endotoxin level

	gAd*
	Phoenix Pharmacueticals
	<0.1 ng per µg (1EU/µg)

	fAd*
	Phoenix Pharmacueticals
	<0.2 ng per µg (2EU/µg)

	CRP 
	R & D systems
	<1.0 EU per 1 μg 

	Glucose
	Fisher Scientific
	<1.5 EU/mL

	Matrigel
	BD Biosciences
	<1.5 EU/mL

	Migration assay chamber coating
	BD Biosciences
	<1.5 EU/mL

	AdR1 antibody*
	Phoenix Pharmacueticals
	<1 EU/mL

	AdR2 antibody*
	Phoenix Pharmacueticals
	<1 EU/mL

	Compound C
	Calbiochem
	<1 EU/mL

	LY inhibitor
	Calbiochem
	<1.5 EU/mL

	VEGF
	Calbiochem
	<1.0 EU per 1 μg


* - For these peptides we have performed in house validation experiments as described in the material methods section of our manuscript.
Blocking Toll-Like Receptor 4

To further validate the effects of CRP independent of LPS contamination; we performed proliferation, migration and capillary tube formation assays, by pre-incubation HMECs with a TLR4-specific neutralizing mAb HTA-125 (20µg/mL) (Caymanchem, Cambridge, UK) for 1 hour and then treated with CRP.  Functional assays including proliferation, migration and capillary tube formation assays were carried out with the treated HMECs.
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B activity Assay

We studied the neutralisation efficacy of TLR4-specific mAb HTA-125 by stably transfecting HMECs with a cis-reporter plasmid containing luciferase reporter gene linked to five repeats of NF-[image: image2.png]


B binding sites (pNF[image: image3.png]


B-Luc; Stratagene, La Jolla, CA). Multiple clones were selected for the analysis of NF-[image: image4.png]


B activation. Transfected HMECs were pre-incubated with or without TLR4-specific neutralizing mAb HTA-125 (20µg/mL) followed by LPS (10ng/ml) treatment for 60 minutes. Cells were lysed and luciferase activity was measured in a luminometer. 
Results
Dose dependent effects of fAd and gAd on human endothelial cell proliferation

HMEC-1 cell proliferation was studied in a time dependent manner (4-48 hours); maximal response being noted at 24 hours (data not shown). Treatment with fAd (0 -3µg/mL) or gAd (0 -3µg/mL), at 24 hours, led to a dose-dependent proliferative effect in both fAd and gAd treated samples (SFig 1A). 
Dose dependent effects of fAd and gAd on in vitro migration and angiogenesis
Time dependent experiments revealed that the optimum time point for gAd on in vitro migration and angiogenesis was 24 hours; there were no significant differences with respect to fAd (data not shown). Treatment with fAd (0 -3µg/mL) or gAd (0 -3µg/mL), at 24 hours led to a dose-dependent increase in in vitro migration and angiogenesis in only gAd treated samples (SFig 1B-C).
Effect of Blocking Toll-Like Receptor 4 on CRP mediated effects in endothelial cell proliferation, migration and angiogenesis

HMEC-1 cell proliferation was studied at 24 hours. HMECs were pre-incubated with or without TLR4-specific neutralizing mAb HTA-125 (20µg/mL) followed by CRP (1ug/ml) treatment. Pre-incubation of TLR4-specific neutralizing mAb HTA-125 did not lead to any significant changes in CRP induced HMEC proliferation (SFig 3A). Similar studies were performed on endothelial cell migration and angiogenesis assays. TLR4-specific neutralizing mAb HTA-125 did not lead to any significant changes in CRP induced HMEC migration and capillary tube formation assays (SFig 3B and SFig 3C, respectively). 
Validation of neutralising and blocking efficacy of antibodies AdipoR1 and TLR4-specific neutralizing mAb HTA-125
Serum starved HMECs were pre-incubated with or without AdipoR1 antibody (0.01-10 µg/mL) for 1 hour followed by gAd (3 ug/ml) treatment for 10 minutes. In line with previous reports [3], gAd (3 ug/ml) treatment significantly increased phosphorylation of AMPK. However in the presence of AdipoR1 antibody (1.0 and 10 µg/mL), gAd treatment did not result in an increase in AMPK phosphorylation (SFig 4A). Similarly, LPS (100ng/mL) treatment for 60 minutes caused a significant increase in NF-κB activity in pNF-κB stably transfected HMECs. However, this was abrogated in the presence of TLR4-specific neutralizing mAb HTA-125 (20µg/mL), indicating the neutralising efficacy of this peptide (Sfig 4B).
Figure Legends
SFig 1. (A) HMECs were treated with or without gAd (0-3μg/mL) or fAd (0-3μg/mL) for 24 hours and assessed by MTS proliferation assay. Results were expressed as percentage of cells in relation to basal (untreated) and represent the mean of triplicates. ***P < 0.001, **P < 0.01, *P < 0.05; n = 6/group. (B) HMECs were treated with or without gAd (0-3μg/mL) or fAd (0-3μg/mL) for 24 hours. Migrated cells were quantified using a fluorescent plate reader. The migrated cells were expressed as the ratio of the fluorescence compared with the control. Results are means ± SE of six independent experiments. ***P < 0.001, **P < 0.01; n = 6/group. (C) Capillary tube formation assay. HMECs were treated with or without gAd (0-3μg/mL) or fAd (0-3μg/mL) for 24 hours. The total length of capillary-like tubes was measured and normalized with controls. The values represented are relative to basal. ***P < 0.001, **P < 0.01, *P < 0.05; n = 6/group, experiments were performed in triplicates.

SFig 2. (A) Zymographic analysis of serial dilution of pro-MMP-2 standards ranging from 8-500 pg/well. The graphical representation of the standard curve generated from the band area of MMP-2. (B) Zymographic analysis of serial dilution of pro-MMP-9 standards ranging from 125-8000 pg/well. The graphical representation of the standard curve generated from the band area of MMP-9. (C) Denotes a representative complete zymogram with conditioned media of HMECs treated with either gAd (3µg/ml) or fAD(3µg/ml) or VEGF (10ng/mL), with or without pre-incubation with either AdipoR1 (10µg/ml) or AdipoR2 (10µg/ml) antibodies.
SFig 3. To validate the effects of CRP is independent of LPS contamination; we performed proliferation, migration and capillary tube formation assays, by pre-incubation HMECs with a TLR4-specific neutralizing mAb HTA-125 (20µg/mL) for 1 hour and then treated with CRP (1μg/mL): (A) Proliferation—MTS assay. Results were expressed as percentage of cells in relation to basal (untreated) and represent the mean of triplicates. ***P < 0.001 vs. Basal, NS- non significant vs. CRP only treated; n = 3/group. (B) Endothelial cell migration. HMECs were pre incubated with or without TLR4-specific neutralizing mAb HTA-125 (20µg/mL) for 1 hour and then treated with CRP (1μg/mL) for 24 hours. Migrated cells were quantified using a fluorescence plate reader. The migrated cells were expressed as the ratio of the fluorescence compared with the control. ***P < 0.001 vs. Basal, NS- non significant vs. CRP only treated; n = 3/group. (C) Capillary tube formation. HMECs were pre incubated with or without TLR4-specific neutralizing mAb HTA-125 (20µg/mL) for 1 hour and then treated with CRP (1μg/mL) for 24 hours. The total length of capillary-like tubes was measured and normalized with controls. The values represented are relative to basal. ***P < 0.001 vs. Basal, NS- non significant vs. CRP only treated; n = 3/group.
Sfig4. Validation of AdipoR1 and TLR4-specific neutralizing mAb HTA-125

Serum starved HMECs were pre-incubated with or without AdipoR1 antibody (10µg/mL) followed by gAD (3µg/mL) treatment for 10 minutes and AMPK phosphorylation levels were measured by westernblot analysis. SFig 4A denotes graphical representation of densitometric analyses of the ratios of phosphorylated to total AMPK proteins. The values represented are relative to basal. ***P < 0.001 vs. Basal, NS- non significant vs. gAd only treated, #P<0.001 vs. gAd only treated; n = 3/group.

pNF-kB-luc plasmid stably transfected  HMECs were pre-incubated with or without TLR4-specific neutralizing mAb HTA-125 (20µg/mL) followed by LPS (100ng/ml) treatment for 60 minutes. Cells were lysed and luciferase activity was measured in a luminometer. SFig 4B denotes graphical representation of NF-κB levels (relative luminescence units). The values represented are relative to basal. ***P < 0.001 vs. Basal, #P<0.001 vs. LPS (100 ng/mL) only treated; n = 3/group.
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