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Abstract: Tissue inhibitor of metalloproteinases-3 (TIMP-3) belongs to a family of proteins 

that regulate the activity of matrix metalloproteinases (MMPs), which can process  

various bioactive molecules such as cell surface receptors, chemokines, and cytokines. 

Glycosaminoglycans (GAGs) interact with a number of proteins, thereby playing an essential 

role in the regulation of many physiological/patho-physiological processes. Both GAGs and 

TIMP/MMPs play a major role in many cell biological processes, including cell 

proliferation, migration, differentiation, angiogenesis, apoptosis, and host defense. In this 

report, a heparin biosensor was used to map the interaction between TIMP-3 and heparin and 

other GAGs by surface plasmon resonance spectroscopy. These studies show that TIMP-3 

is a heparin-binding protein with an affinity of ~59 nM. Competition surface plasmon 

resonance analysis indicates that the interaction between TIMP-3 and heparin is chain-length 

dependent, and N-sulfo and 6-O-sulfo groups (rather than the 2-O-sulfo groups) in heparin 

are important in the interaction of heparin with TIMP-3. Other GAGs (including chondroitin 

sulfate (CS) type E (CS-E)and CS type B (CS-B)demonstrated strong binding to TIMP-3, 

while heparan sulfate (HS), CS type A (CSA), CS type C (CSC), and CS type D (CSD) 
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displayed only weak  binding affinity. 
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Abbreviations 

TIMP-3, tissue inhibitor of metalloproteinases-3;  

GAG, glycosaminoglycan;  

MMP, matrix metalloproteinase 

SPR, surface plasmon resonance;  

HS, heparan sulfate;  

CS-A, chondroitin sulfate type A; 

CS-B, chondroitin sulfate type B;  

CS-C, chondroitin sulfate type C;  

CS-D, chondroitin sulfate type D;  

CS-E, chondroitin sulfate type E; 

SA, streptavidin;  

FC, flow-cell;  

RU, resonance unit;  

dp, degree of polymerization; 

ADAM, disintigrin and metalloprotease;  

ADMTS, ADAM with thrombospondin motifs; 

TNF-α tumor necrosis factor-α. 

1. Introduction 

The surface plasmon resonance (SPR) spectrometer is based on an optical biosensor technique  

that measures molecular binding events on a metal surface by detecting changes in the local refractive 

index [1]. Although SPR is a relatively new biophysical method, with the first commercial instrument 

being released from Biacore in 1990 [2], it has become a powerful tool to measure biomolecular 

interactions in real-time and in a label-free environment. SPR has been applied to characterize the 

binding events with samples ranging from proteins, nucleic acids, carbohydrates (glycans), and small 

molecules to complex mixtures, lipid vesicles, viruses, bacteria, and eukaryotic cells [3]. The use of SPR 

is increasingly popular in fundamental biological studies, health science research, drug discovery, 

clinical diagnosis, and environmental and bio-pharmaceutical process monitoring [4–13].  

The tissue inhibitors of metalloproteinases (TIMPs) are a family of four homologous proteins that 

regulate the activity of matrix metalloproteinases (MMPs), and which are capable of degrading all kinds 

of extracellular matrix proteins and play important roles in many cell biological processes, such as cell 

proliferation, migration, differentiation, angiogenesis, apoptosis, and host defense [14]. In addition, 

TIMPs also possess growth stimulatory and regulatory activities [15,16]. Glycosaminoglycans (GAG) 

are anionic, polydisperse, linear polysaccharides that are often highly sulfated. GAGs include heparan 

sulfate (HS)/heparin, chondroitin sulfate/dermatan sulfate (CS/DS), hyaluronic acid (HA), and keratan 
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sulfate. Interactions between heparin, heparan sulfate (HS), and other GAGs with proteins mediate 

diverse biological processes including: blood coagulation, cell growth and differentiation, host defense 

and viral infection, lipid transport and metabolism, cell-to-cell and cell-to-matrix signaling, inflammation, 

and cancer [17–19]. In our previous studies, we found that the sulfated GAGs play important roles in 

controlling both the activation and activity of MMP-7 [20,21]. There are reports showing that TIMP-3 

interacts with GAGs such as heparin, heparan sulfate, chondroitin sulfates A, B, and C, and other sulfated 

compounds such as suramin and pentosan [14,22,23]. While these studies have provided general 

information on TIMP-3-GAG interactions, there is a lack of specific structural and biophysical data of 

these interactions. 

The goal of this study is to analyze molecular interactions of TIMP-3 and heparin/GAGs. The 

BIAcore system (BIAcore 3000) was employed for the study. The system utilizes a heparin SPR biochip, 

which allows a direct quantitative analysis on molecular-level kinetic and structural requirements of the 

TIMP-3-GAG interaction.  

2. Materials and Methods 

2.1. Materials 

Human tissue inhibitor of metalloproteinases-3 (TIMP-3) was purchased from R&D systems 

(Minneapolis, MN, USA). The GAGs used include porcine intestinal heparin (16 kDa) and porcine 

intestinal heparan sulfate (Celsus Laboratories, Cincinnati, OH); chondroitin sulfate type A (20 kDa) 

from porcine rib cartilage (Sigma, St. Louis, MO), chondroitin sulfate type B, 30 kDa, from porcine 

intestine (Sigma); chondroitin sulfate type C (20 kDa, from shark cartilage, Sigma); chondroitin sulfate 

type D (20 kDa, from whale cartilage, Seikagaku, Tokyo, Japan); and chondroitin sulfate type E (20 kDa 

from squid cartilage, Seikagaku). N-desulfated heparin (14 kDa) and 2-O-desulfated IdoA heparin (13 

kDa) were all prepared based on Yates et al. [24]. 6-O-desulfated heparin (13 kDa) was a generous gift 

from Dr. Lianchun Wang of the Complex Carbohydrate Research Center, University of Georgia [25]. 

Heparin oligosaccharides including disaccharide (dp2), tetrasaccharide (dp4), hexasaccharide (dp6), and 

octasaccharide (dp8) were prepared from controlled partial heparin lyase 1 treatment of bovine lung 

heparin (Sigma) followed by size fractionation. Chemical structures of these GAGs and heparin 

oligosaccharides are showed in Figure 1. Sensor streptavidin (SA) chips were from GE healthcare 

(Biacore AB, Uppsala, Sweden). SPR measurements were performed on a BIAcore 3000 operated using 

BIAcore 3000 control and BIAevaluation software (version 4.0.1) from GE healthcare.  

2.2. Preparation of Heparin Biochip 

The biotinylated heparin was prepared by the reaction of sulfo-N-hydroxysuccinimide long-chain  

biotin (Piece, Rockford, IL, USA) with free amino groups of unsubstituted glucosamine residues in the 

polysaccharide chain following a published procedure [26]. The biotinylated heparin was immobilized 

to the streptavidin (SA) chip based on the manufacturer’s protocol. In brief, 20 μl solution of the heparin-

biotin conjugate (0.1 mg/mL) in HBS-EP running buffer was injected over flow cell 2 (FC2) of the SA 

chip at a flow rate of 10 μL/min. The successful immobilization of heparin was confirmed by the 
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observation of a ~50 resonance unit (RU) increase in the sensor chip. The control flow cell (FC1) was 

prepared by 1 min injection with saturated biotin. 

 

Figure 1. Chemical structures of heparin, heparin-derived oligosaccharides, chemically 

modified heparins, and other GAGs. 

2.3. Measurement of Interaction between Heparin and TIMP-3 Using BIAcore 

The protein samples were diluted in HBS-EP buffer (0.01 M HEPES, 0.15 M NaCl, 3 mM EDTA, 

0.005% surfactant P20, pH 7.4). Different dilutions of protein samples were injected at a flow rate  

of 30 µL/min. At the end of the sample injection, the same buffer was flowed over the sensor surface to 

facilitate dissociation. After a 3 min dissociation time, the sensor surface was completely regenerated  

by injecting with 30 µL of 2 M NaCl. The response was monitored as a function of time (sensorgram)  

at 25 °C.  

2.4. Solution Competition Study between Heparin on Chip Surface and Heparin-Derived 

Oligosaccharides in Solution Using SPR  

Solution/surface competition experiments were performed by SPR to examine the effect of the 

saccharide chain size of heparin on the heparin-protein interaction (Figure 2). In brief, TIMP-3 protein 

(10 nM) mixed with 1000 nM of heparin oligosaccharide, including disaccharide (dp2), tetrasaccharide 

(dp4), hexasaccharide (dp6), and octasaccharide (dp8), in HBS-EP buffer were injected over the heparin 

chip at a flow rate of 30 μL/min, respectively. After each run, the dissociation and the regeneration were 
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performed as described above. For each set of competition experiments on SPR, a control experiment 

(only protein without any heparin or oligosaccharides) was performed to make sure the surface was 

completely regenerated and that the results obtained between runs were comparable.  

 

Figure 2. Diagram of SPR solution competition study. The blue spheres represent TIMP-3 

protein, the short red helices represent heparin or other GAGs. TIMP-3 protein (pre-mixed 

with 1000 nM heparin oligosaccharides or GAG) was injected over a chip containing 

immobilized heparin; only free protein can bind to the heparin on the chip. 

2.5. Solution Competition Study between Heparin on Chip Surface and GAGs, Chemically Modified 

Heparin in Solution Using SPR  

For testing the inhibition of other GAGs and chemically modified heparins to the TIMP-3-heparin 

interaction, TIMP-3 at 10 nM was pre-mixed with 100 nM of GAG or chemically modified heparin and 

injected over the heparin chip at a flow-rate of 30 μL/min. After each run, a dissociation period and 

regeneration protocol was performed as described above.  

3. Results and Discussion 

3.1. Kinetics Measurement of TIMP-3-Heparin Interactions 

Sensorgrams of TIMP-3-heparin interactions were obtained by injecting different concentrations of 

TIMP-3 on a heparin biosensor to afford binding kinetics (Figure 3). The sensorgrams at various TIMP-

3 concentrations were globally fit by a 1:1 Langmuir model to obtain the binding kinetics  

(Table 1). The interaction of TIMP-3 to heparin displays a fast on-rate (ka) of 1800 M−1s−1 and  

slow off-rate (kd) of 1.1 × 10−4 s−1. The binding equilibrium dissociation constant (KD = kd/ka) for the 

TIMP-3-heparin interaction is ~59 nM, confirming that TIMP-3 is a heparin-binding protein. This 

measured TIMP-3 binding affinity (KD) is comparable to the KD recently reported by Troeberg et al. [22]. 

They also used SPR to measure the heparin-TIMP-3 binding affinity, but they immobilized TIMP-3 on the 

chip and flowed heparin/GAGs over the chip surface. It is worth nothing that in natural biological 

systems, most of GAGs are found attached on the cell surface through core proteins, and capture the 
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target proteins that flow over the cell surface. Therefore, the measurement of GAG-protein interactions 

using SPR should closely mimic the real biological system where heparin is immobilized on the surface 

of a biosensor chip. 

 

Figure 3. SPR sensorgrams of the TIMP-3-heparin interaction. Concentrations of TIMP-3 

(from top to bottom): 20, 10, 5, 2.5, and 1.25 nM, respectively. The black curves are the 

fitting curves using the 1:1 Langmuir binding model from BIAevaluate 4.0.1. 

Table 1. Summary of kinetic data of TIMP-3/heparin interactions *. 

 Interaction ka (1/MS) kd (1/S) KD (M) 

TIMP-3/Heparin  
1800 

(±93) 
1.1 × 10−4 

(±1.4 × 10−5) 

5.9 × 10−8 

 

*The data with (±) in parentheses are the standard deviations (SD) from global fitting of five injections.  

3.2. Solution Competition SPR Study Using Heparin-Derived Oligosaccharides 

Solution/surface competition experiments were performed by SPR to examine the effect of the 

saccharide chain size of heparin on the heparin-protein interaction. Different sizes of heparin-derived 

oligosaccharides (from dp2 to dp8) were used in the competition study. The same concentration (1000 nM) 

of heparin oligosaccharides were present in the TIMP-3 (10 nM)/heparin interaction solution. Obvious 

competition effect was observed (Figure 4) when 1000 nM of oligosaccharides (from dp 2 to dp8), 

present in the protein solution, suggests that the interaction between TIMP-3 and heparin does not require 

a long chain size of heparin. For heparin-protein interaction, there is usually a minimum  

chain size/length of heparin required. We previously reported that in sonic hedgehog heparin and 

interleukin 7-heparin interactions, the minimum chain size/length of heparin was octasaccharide and 

tetrasaccharide, respectively [27,28]. The chain size requirement for the interaction between TIMP-3 

and heparin is shorter than those observed previously. It appears that an oligosaccharide as small as a 

disaccharide (dp2) may suffice in neutralizing the positive-charged heparin binding regions of TIMP-3 

and compete successfully with immobilized heparin for TIMP-3 binding. 
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Figure 4. (Top): Sensorgrams of solution heparin oligosaccharides/surface heparin 

competition. TIMP-3 concentration was 10 nM, and concentrations of heparin oligosaccharides 

in solution were 1000 nM. (Bottom): Bar graphs (based on triplicate experiments with 

standard deviation) of normalized TIMP-3 binding preference to surface heparin by 

competing with different sizes of heparin oligosaccharides in solution. 

3.3. SPR Solution Competition Study of Different GAGs 

The SPR competition assay was also utilized to determine the binding preference of TIMP-3 to 

various GAGs (Figure 1). SPR competition sensorgrams and bar graphs of the GAG competition levels 

are displayed in Figure 5. CS-E and CS-B produced a strong inhibition by competing >60% and >50% 

of the TIMP-3 binding to immobilized heparin on the chip surface. Weak inhibitory activities were 

observed for HS, CS-A, CS-C, and CS-D. These results agree with Yu et al., their report showing that 

TIMP-3 binds to heparin, heparan sulfate, and CS-A, B, and C [14].  
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Figure 5. (Top): Sensorgrams of solution GAGs/surface heparin competition. TIMP-3 

concentration was 10 nM, and concentrations of GAGs in solution were 100 nM. (Bottom): Bar 

graphs (based on triplicate experiments with standard deviation) of normalized TIMP-3 

binding preferences to surface heparin by competing with different GAGs. 

3.4. SPR Solution Competition Study of Different Chemically Modified Heparins 

SPR competition sensorgrams and bar graphs of the chemically modified heparin competition levels 

are displayed in Figure 6. The results show that all three chemically modified heparins (N-desulfated 

heparin, 2-O-desulfated heparin, and 6-O-desulfated heparin) showed reduced inhibitory activities. 

Much higher reduced inhibitory activities were observed for 2-O-desulfated heparin and 6-O-desulfated 

heparin than for N-desulfated heparin, suggesting 2-O-sulfo and 6-O-sulfo groups on heparin have less 

impact on the TIMP-3-heparin interaction.  
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Figure 6. (Top): Sensorgrams of solution competition SPR using chemically modified 

heparin. TIMP-3 concentration was 10 nM, and concentrations of chemically modified 

heparin in solution were 1000 nM. (Bottom): Bar graphs (based on triplicate experiments  

with standard deviation) of normalized TIMP-3 binding preferences to surface heparin by 

competing with different chemically modified heparin in solution. 

SPR competition experiments with different GAGs and chemically modified heparin showed the 

binding of TIMP-3 to GAGs was dependent on the level of GAG sulfation and fine structure. The 

competition effects of soluble GAGs to the immobilized heparin (chip surface) was greatest for heparin 

with 2.8 moles of sulfate per disaccharide repeating unit, followed by CS-E with 2 moles of sulfate per 

disaccharide. These results are similar to the GAG sulfation preference of most other proteins, including 

sonic hedgehog, interleukin 7, acidic fibroblast growth factor, and basic fibroblast growth factor, by 

interacting with more highly sulfated heparin than the less-sulfated HS [17,27,28]. Most surprising is 
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the observation that a heparin disaccharide was capable of successfully competing with immobilized 

heparin for TEMP-3 binding. 

The structural biology of MMP-TIMP interactions leading to MMP inhibition has been intensively 

studied [29,30]. MMPs are also involved with functional interactions with GAGs within the extracellular 

matrix leading to their activation [20,21,31]. TIMP-3, an inhibitor of all MMPs, also inhibits other 

metalloproteinases, such as disintigrin and metalloprotease (ADAM) and ADAM with thrombospondin 

motifs (ADMTS) [32]. ADAM17 catalyzes the release of tumor necrosis factor-α (TNF-α) [33]. The 

binding of TIMP-3 to a small, highly charged molecule, such as a heparin disaccharide, might alter its 

ability to inhibit ADAM17, offering a means to control the release of TNF-α. TIMP-3 only weakly binds 

to and inhibits ADAMTS, but this binding can be greatly enhanced through the chondroitin sulfate chains 

of aggrecan [34], heparin [35], and the synthetic GAG analog pentosanpolysulfate [36]. Since a heparin 

disaccharide is capable of blocking the interaction of heparin with TEMP-3, it is possible that small, 

highly charged analogs might be designed as novel therapeutic agents to regulate the activity of these 

metalloproteases. 

Conclusions 

In conclusion, the heparin biosensor was successfully used to map the interaction between TIMP-3 

and heparin and other GAGs by surface plasmon resonance spectroscopy, providing the kinetic and 

structural details of TIMP-3-GAG interactions. The understanding of interactions between these 

important biomolecules on a molecular level is of fundamental importance to the development of highly 

specific therapeutic agents.  

Acknowledgments 

The authors thank the National Institutes of Health for grants HL125371, HL094463 and GM057289 

that provided partial support for these studies. 

Author Contributions 

Fuming Zhang performed the experiments, analyzed the data and helped write the manuscript.  

Kyung Bok Lee conceived the study, analyzed the data and helped write the manuscript. Robert J. Linhardt 

analyzed the data and helped write the manuscript. 

Conflicts of Interest 

The authors declare no conflict of interest. 

References 

1. Markey, F. What is SPR anyway? BIA. J. 1999, 6, 14–17. 

2. Jönsson, U.; Fägerstam, L.; Ivarsson, B.; Johnsson, B.; Karlsson, R.; Lundh, K.; Löfås, S.; Persson, B.; 

Roos, H.; Rönnber, I.; et al. Real-time biospecific interaction analysis using surface plasmon 

resonance and a sensor chip technology. BioTechniques 1991, 11, 620–627. 



Biosensors 2015, 5 510 
 

 510

3. Jason-Moller, L.; Murphy, M.; Bruno, J. Overview of Biacore systems and their applications. Curr. 

Protoc. Protein Sci. 2006, 19, doi:10.1002/0471140864.ps1913s45. 

4. Navratilova, I.; Hopkins, A.L. Emerging role of surface plasmon resonance in fragment-based drug 

discovery. Future Med. Chem. 2011, 3, 1809–1820. 

5. Rich, R.L.; Myszka, D.G. Spying on HIV with SPR. Trends Microbiol. 2003, 11, 124–133. 

6. de Mol, N.J. Surface plasmon resonance for proteomics. Methods Mol. Biol. 2012, 800, 33–53. 

7. Fivash, M.; Towler, E.M.; Fisher, R.J. BIAcore for macromolecular interaction. Curr. Opin. 

Biotechnol. 1998, 9, 97–101. 

8. Bergwerff, A.A.; van Knapen, F. Surface plasmon resonance biosensors for detection of pathogenic 

microorganisms: Strategies to secure food and environmental safety. J. AOAC. Int. 2006, 89,  

826–831. 

9. Arima, Y.; Teramura, Y.; Takiguchi, H.; Kawano, K.; Kotera, H.; Iwata, H. Surface plasmon 

resonance and surface plasmon field-enhanced fluorescence spectroscopy for sensitive detection of 

tumor markers. Methods Mol. Biol. 2009, 503, 3–20. 

10. Thillaivinayagalingam, P.; Gommeaux, J.; McLoughlin, M.; Collins, D.; Newcombe, A.R. 

Biopharmaceutical production: Applications of surface plasmon resonance biosensors. J. Chromatogr. 

B Analyt. Technol. Biomed. Life Sci. 2010, 878, 149–153. 

11. McDonnell, J.M. Surface plasmon resonance: towards an understanding of the mechanisms of 

biological molecular recognition. Curr. Opin. Chem. Biol. 2001, 5, 572–577. 

12. Xue, T.; Cui, X.; Guan, W.; Wang, Q.; Liu, C.; Wang, H.; Qi, K.; Singh, D.J.; Zheng, W. Surface 

plasmon resonance technique for directly probing the interaction of DNA and graphene oxide and 

ultra-sensitive biosensing. Biosens. Bioelectron. 2014, 58, 374–379. 

13. Xue, T.; Wang, Z.; Guan, W.; Hou, C.; Shi, Z.; Zheng, W.; Cui, X. Investigating the interaction of 

dye molecules with graphene oxide by using a surface plasmon resonance technique. RSC Adv. 

2014, 4, 50789–50794. 

14. Yu, W.H.; Yu, S.; Meng, Q.; Brew, K.; Woessner, J.F. Jr. TIMP-3 binds to sulfated 

glycosaminoglycans of the extracellular matrix. J. Biol. Chem. 2000, 275, 31226–31232. 

15. Andreú, T.; Beckers, T.; Thoenes, E.; Hilgard, P.; von Melchner, H. Gene trapping identifies 

inhibitors of oncogenic transformation. The tissue inhibitor of metalloproteinases-3 (TIMP3) and 

collagen type I alpha2 (COL1A2) are epidermal growth factor-regulated growth repressors. J. Biol. 

Chem. 1998, 273, 13848–13854. 

16. Murate, T.; Hayakawa, T. Multiple functions of tissue inhibitors of metalloproteinases (TIMPs): 

new aspects in hematopoiesis. Platelets. 1999, 10, 5–16. 

17. Capila, I.; Linhardt, R.J. Heparin-protein interactions. Angew. Chem. Int. Ed. 2002, 41, 391–412. 

18. Häcker, U.; Nybakken, K.; Perrimon, N. Heparan sulphate proteoglycans: the sweet side of 

development. Nat. Rev. Mol. Cell. Biol. 2005, 6, 530–541. 

19. Sasisekharan, R.; Raman, R.; Prabhakar, V. Glycomics approach to structure-function relationships 

of glycosaminoglycans. Annu. Rev. Biomed. Eng. 2006, 8, 181–231. 

20. Ra, H.J.; Harju-Baker, S.; Zhang, F.; Linhardt, R.J.; Wilson, C.L.; Parks, W.C. Control of 

promatrilysin (MMP7) activation and substrate-specific activity by sulfated glycosaminoglycans. 

J. Biol. Chem. 2009, 284, 27924–27932. 



Biosensors 2015, 5 511 
 

 511

21. Fulcher, Y.G.; Sanganna, G.R.R.; Frey, N.C.; Zhang, F.; Linhardt, R.J.; King, G.M.;  

Van Doren, S.R. Heparinoids activate a protease, secreted by mucosa and tumors, via tethering 

supplemented by allostery. ACS. Chem. Biol. 2014, 9, 957–966. 

22. Troeberg, L.; Lazenbatt,C.; Anower-E-Khuda, M.F.; Freeman, C.; Federov, O.; Habuchi, H.; 

Habuchi,O.; Kimata, K.; Nagase H. Sulfated glycosaminoglycans control the extracellular 

trafficking and the activity of the metalloprotease inhibitor TIMP-3. Chem. Biol. 2014, 21,  

1300–1309.  

23. Robinson, D.E.; Buttle, D.J.; Short, R.D.; McArthur, S.L.; Steele, D.A.; Whittle, J.D. 

Glycosaminoglycan (GAG) binding surfaces for characterizing GAG-protein interactions. 

Biomaterials 2012, 33, 1007–1016.  

24. Yates, E.A.; Santini, F.; Guerrini, M.; Naggi, A.; Torri, G.; Casu, B. 1H and 13C NMR spectral 

assignments of the major sequences of twelve systematically modified heparin derivatives. 

Carbohydr. Res. 1996, 294, 15–27. 

25. Wang, L.; Brown, J.R.; Varki, A.; Esko, J.D. Heparin’s anti-inflammatory effects require 

glucosamine 6-O-sulfation and are mediated by blockade of L- and P-selectins. J. Clin. Invest. 2002, 

110, 127–136. 

26. Hernaiz, M.; Liu, J.; Rosenberg, R.D.; Linhardt, R.J. Enzymatic modification of heparan sulfate on 

a biochip promotes its interaction with antithrombin III. Biochem. Biophys. Res. Commun. 2000, 

276, 292–297. 

27. Zhang, F.; McLellan, J.S.; Ayala, A.M.; Leahy, D.J.; Linhardt, R.J. Kinetic and structural studies 

on interactions between heparin or heparan sulfate and proteins of the hedgehog signaling pathway. 

Biochemistry 2007, 46, 3933–3941. 

28. Zhang, F.; Liang, X.; Pu, D.; George, K.I.; Holland, P.J.; Walsh, S.T.; Linhardt, R.J. Biophysical 

characterization of glycosaminoglycan-IL-7 interactions using SPR. Biochimie 2012, 94, 242–249. 

29. Bode, W.; Fernandez-Catalan, C.; Grams, F.; Gomis-Rüth, F.X.; Nagase, H.; Tschesche, H.; 

Maskos, K. Insights into MMP-TIMP interactions. Ann. N. Y. Acad. Sci. 1999, 878, 73–91. 

30. Batra, J.; Robinson, J.; Soares, A.S.; Fields, A.P.; Radisky, D.C.; Radisky, E.S. Matrix 

metalloproteinase-10 (MMP-10) interaction with tissue inhibitors of metalloproteinases TIMP-1 

and TIMP-2: binding studies and crystal structure. J. Biol. Chem. 2012, 287, 15935–15946. 

31. Tocchi, A.; Parks, W.C. Functional interactions between matrix metalloproteinases and 

glycosaminoglycans. FEBS. J. 2013, 280, 2332–2341. 

32. Brew, K.; Nagase, H. The tissue inhibitors of metalloproteinases (TIMPs): An ancient family with 

structural and functional diversity. Biochim. Biophys. Acta. 2010, 1803, 55–71 

33. Amour, A.; Slocombe, P.M.; Webster, A.; Butler, M.; Knight, C.G.; Smith, B.J.; Stephens, P.E.; 

Shelley, C.; Hutton, M.; Knäuper, V.; Docherty, A.J.P.; Murphy, G. TNF-Alpha converting enzyme 

(TACE) is inhibited by TIMP-3. FEBS Lett. 1998, 435, 39–44. 

34. Wayne, G.J.; Deng, S.J.; Amour, A.; Borman, S.; Matico, R.; Carter, H.L.; Murphy, G. TIMP-3 

inhibition of ADAMTS-4 (Aggrecanase-1) is regulated by interactions between aggrecan and the 

C-terminal domain of ADAMTS-4. J. Biol. Chem. 2007, 282, 20991–20998. 

35. Wang, W.M.; Ge, G.; Lim, N.H.; Nagase, H.; Greenspan, D.S. TIMP-3 inhibits the procollagen  

N-proteinase ADAMTS-2. Biochem. J. 2006, 398, 515–519. 



Biosensors 2015, 5 512 
 

 512

36. Troeberg, L.; Fushimi, K.; Khokha, R.; Emonard, H.; Ghosh, P.; Nagase H. Calcium pentosan 

polysulfate is a multifaceted exosite inhibitor of aggrecanases. FASEB J. 2008, 22, 3515–3524. 

© 2015 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/4.0/). 


