
  

Cells 2020, 9, x; doi: FOR PEER REVIEW www.mdpi.com/journal/cells 

Supplementary Materials:  

The following are available online at www.mdpi.com/xxx/s1,  

Figure S1: Schematic of Culture Timeline and Treatment Methods, Figure S2: Expression of Multipotent 

Progenitor Cell and Macrophage Markers in FLSC cultures maintained in bFGF or MCSF. Figure S3: Schematic 

of Epitope locations on Versican and Aggrecan Core Proteins for Peptide-Specific Antibodies used in western 

blots and confocal localization. Figure S4: Western Blotting of HC1 in commercially available preparations of 

Fetal Bovine Serum used in this study. Table S1: Listing of single gene Taqman Primers (a), Phagocytosis gene 

array (b) and TLR Signaling gene array. Table S2: Listing of Abbreviations used throughout the manuscript.  

 

Figure S1. Schematic of Culture Timeline and Treatment Methods. 

 

Figure S2. Expression of multipotent progenitor cell and macrophage markers in IFP cultures 

maintained in bFGF or MCSF. 
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Figure S3. Confocal Localization of TLR2 or TLR4 Proteins (Red Fluorescence) and HA (green 

fluorescence) in FLSC Cultures treated or not with LPS followed by treatment or not with exogenous 

HMW HA. TLR2 protein was associated with very few cells (5-10% of cells +ve within an imaged 

filed), whereas TLR4 protein was more abundant, (40-50% of cells +ve within and imaged field). 

Neither protein abundances nor distributions were altered by addition of LPS and/or HMW HA. . 

 

Figure S4. Schematic of Epitope locations on Versican and Aggrecan Core Proteins for Peptide-

Specific Antibodies used in western blots and confocal localization. The versican antibody anti-DPE 

recognizes a regions in the -GAG domain of V0/V1 isoform in both, the intact core protein and the 

ADAMTS-G1 cleavage product. The aggrecan antibody anti-CDAG recognize the globular G1 (HA 

binding) domain in the intact core protein and the ADAMTS-G1 cleavage product. The anti-DLS 

recognizes multiple epitope regions in the chondroitin sulfate (CS) domains 1 and 2. 
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Figure S4. Western Blotting of HC1 in commercially available preparations of Fetal Bovine Serum 

used in this study. Ten uL of FBS were diluted with 90 uL 0.1 M ammonium acetate, pH 7.5. 50uL 

portions were incubated at 37 C for 20 min in the absence (-) or presence (+) of Proteinase free 

Chondrotinase ABC, prior to SDS PAGE and western blotting with anti-HC antibody. Lanes 1, 2, 5,6 

show 2 different batches of FBS from Atlanta Biologics and lanes 3,4,7,8 show 2 different batches of 

FBS from Sigma Aldrich. 

Table S1. Listing of single gene Taqman Primers (a), TLR Signaling gene array (b) and Phagocytosis 

gene array. 

Protein: Gene: Taqman Primer: 

Activin A Acvr1 Mm01331069_m1 

Aggrecan Acan Mm00545794_m1 

CD163 Molecule Cd163 Mm00474091_m1 

CD34 Molecule Cd34 Mm00519283_m1 

CD44 Molecule Cd44 Mm01277161_m1 

Cell Migration Inducing Hyaluronidase Cemip Mm00472921_m1 

Cell Surface Hyaluronidase Tmem2 Mm00459599_m1 

Collagen Type 1 alpha 1 Col1a1 Mm00801666_g1 

Collagen Type 3 alpha 1 Col3a1 Mm00802300_m1 

Collagen Type 5 alpha 1 Col5a1 Mm00489299_m1 

EGF module-containing mucin-like receptor Emr1 Rn01527631_m1 

Glial Fibrillary Acidic Protein Gfap Mm01253033_m1 

Hyaluronan Synthase 1 Has1 Mm03048195_m1 

Hyaluronan Synthase 2 Has2 Mm00515089_m1 

Hyaluronan Synthase 3 Has3 Mm00515092_m1 

Hyaluronidase 1 Hyal1 Mm00476206_m1 

Hyaluronidase 2 Hyal2 Mm01230688_g1 

Integrin Subunit Alpha M Itgam Mm00434455_m1 

Interleukin 6 Il6 Mm00446190_m1 

Lubricin Prg4 Mm01284582_m1 

Neural Cell Adhesion Molecule 1 Ncam1 Mm01149710_m1 

Nitric Oxide Synthase 2 Nos2 Mm00440502_m1 

Pentraxin 3 Ptx3 Mm00477268_m1 

Peroxisome proliferator-activated receptor ganna Pparg Mm00440940_m1 

TSG6 (TNF-inducible gene 6 protein) Tnfaip6 Mm00493736_m1 

Versican Vcan Mm01283063_m1 

(a) 
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