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ABSTRACT 

Vascular disease, a leading cause of death worldwide, is associated with multiple 

risk factors that include age, diet, lifestyle and genetics. Herpesviruses, highly prevalent 

in the general population, have also been linked to vascular disease. To investigate the 

molecular basis of this relationship, the interactions between virus surface proteins and 

host hemostatic plasma proteins, comprising both clot forming (coagulation) and clot 

dissolving (fibrinolytic) proteases, which can both contribute to vascular disease, were 

studied. 

Previously, our laboratory demonstrated that purified herpes simplex virus type-1 

(HSV1) and -2 (HSV2) and cytomegalovirus (CMV) contain cell-derived tissue factor 

(TF) and anionic phospholipids (aPL). Independent of cells, TF and aPL with factor (F) 

VIIa (FVIIa) initiate the extrinsic pathway of coagulation, activate FX to FXa, and lead to 

thrombin generation. This thesis identified additional herpesvirus-mediated coagulation 

pathway(s) and also demonstrated herpesvirus-mediated fibrinolysis.  

In addition to TF, FVIII amplified HSV1-initiated coagulation through the intrinsic 

pathway. Alternatively, independent of TF, HSV1 initiated coagulation through the 

contact pathway, via FXII activation. The ability to exploit the extrinsic, intrinsic and 

contact pathway of coagulation should make herpesvirus infection a strong 

prothrombotic risk yet the clinical correlation to vascular disease is relatively weak.  

To explain the in vitro versus clinical discrepancy, virus-mediated fibrinolysis was 

evaluated. Purified herpesviruses accelerated tissue plasminogen activator (tPA)-

dependent plasminogen (Pg) activation to plasmin (Pn), the primary fibrinolytic protease 

responsible for fibrin clot dissolution. This Pn generation was independent of the 

physiological cofactor fibrin. Cell-derived annexin 2 (A2), previously identified on the 
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surface of CMV, is a known accelerator of tPA-dependent Pn generation. Although A2 

was identified among several Pg binding partners associated with each herpesvirus, it 

was dispensable for Pn generation. Herpesvirus-mediated plasminogen activation 

enhanced fibrinolysis independent of exogenous tPA. The enhanced fibrinolysis may 

attenuate the prothrombotic risk of herpesviruses, as an independent predictor of 

vascular disease. Plasmin enhanced cell susceptibility to infection, a virus-survival 

advantage also known for thrombin, FVIIa and FXa. 

Overall, for herpesviruses and other enveloped viruses, a mechanism is 

suggested where the envelope constituents initiate the activation of both pro-

coagulation and pro-fibrinolytic proteins, modulating host cell susceptibility to infection 

and contributing to vascular disease.  
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1. INTRODUCTION 

1.1 Overview 

Blood cells and plasma proteins work in coordination to maintain hemostasis, 

ensuring that blood circulates in intact vasculature and preventing bleeding upon vessel 

damage. Hemostasis is a complex system that constitutes coagulation, the process of 

blood clotting, and subsequently fibrinolysis, clot dissolution, following repair of the 

damaged vessel (38).  

Blood coagulation involves the sequential proteolytic activation of circulating 

plasma zymogens to functional proteases, leading to thrombin generation. Thrombin is 

the final protease that converts fibrinogen to fibrin and also functions as a potent cell 

agonist (179,288). The reactions leading to clot formation occur on cell surfaces, 

wherein the enzymes are recruited along with other components. Plasma contains the 

clotting factors necessary to form a clot, except the coagulation initiators on cell 

surfaces that are restricted to the site of vascular injury (181).  

Upon vascular damage, exposure of plasma clotting factors to cell surface tissue 

factor (TF) and anionic phospholipids (aPL) initiate coagulation.  TF, a transmembrane 

protein, acts as cofactor, and aPL provide a surface for localization and activation of 

coagulation enzymes (9). These initiate coagulation because their accessibility is 

triggered by vascular damage. This restricted accessibility of TF and aPL at sites of 

vascular damage prevents the possible development of occlusive thrombi.  Ensuring 

hemostatic balance, the coagulation reactions leading to fibrin clot formation also initiate 

fibrinolysis. Plasminogen gets incorporated into the clot, binds to fibrin and is activated 

to plasmin (305). Plasmin is the major fibrinolytic protease that cleaves fibrin, dissolving 

the clot (63). Dissolution of clot and the ensuing repair process heal the wound and 
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restore vascular integrity.  

Herpesviruses such as herpes simplex type 1 (HSV1), herpes simplex virus type 

2 (HSV2) and cytomegalovirus (CMV) are highly prevalent in the general population and 

expose the host to recurrent infections throughout life (405). Herpesvirus infections 

have been implicated in vascular disease, corroborated with multiple levels of evidence 

that include clinical correlations, biopsy reports, animal models, procoagulant 

transformation of cells and coagulation initiators on the surface of purified virus particles 

(156,307,309,339,457,487). Consequently, the hemostatic balance between 

coagulation and anticoagulation associated with the cell is altered by the virus to favor 

thrombin production. Thus, herpesvirus infections have been established as a weak risk 

factor for vascular disease. However, their contribution  as risk factor is more significant 

when combined with other factors (341,438,526). The purpose of this thesis was to 

investigate the links between purified herpesviruses and hemostatic proteins belonging 

to both the coagulation and fibrinolytic pathways, and evaluate viral contribution to 

vascular disease. To have a better understanding of the work done, an overview of the 

foundations of hemostasis and virology, with emphasis on coagulation, fibrinolysis and 

the biochemistry of the herpesvirus infection mechanism follows. 

 

1.2 Coagulation 

 Blood coagulation involves the sequential proteolytic activation of circulating 

plasma proteins (Table 1). A simplified schematic of coagulation is Y-shaped, as 

outlined in Figure 1. The two arms of the “Y” represent the extrinsic and the intrinsic 

pathways (80,181). The extrinsic pathway is facilitated by exposure of TF, the cellular 

coagulation initiator that is normally absent in plasma (335). The intrinsic pathway is    
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Factor 
number 
   
   

Descriptive name  Mol. wt  
(kDa) 

Plasma conc.  

nM µg/ml 

I  Fibrinogen  340 7600 2600 

II  Prothrombin  72 1400 100 

III  Tissue factor (TF) 
  

44 NA 
(Cell bound) 

IV  Calcium     

V  Proaccelerin  330 20 6.6 

VII  Proconvertin  50 10 0.5 

VIII  Antihemophilic factor  330 0.7 0.2 

IX  Plasma thromboplastin  
(Christmas factor)  

55 90 5.1 

X  Stuart-Prower factor  58 170 10 

XI  Plasma thromboplastin   160 30 4.8 

XII  Hageman factor  80 500 40 

XIII  Fibrin stabilising factor,   320 90 30 

_ Prekallikrein (Fletcher factor) 85 500 42 

_ High Molecular Weight Kininogen  
(Fitzgerald-Flaujeac factor) 

120 670 80 

 

Table 1. The coagulation factors. Mean plasma concentrations and 
properties of coagulation protein. The coagulation factors are assigned 
roman numerals also included in the table are their historical names. 

Note: NA, not applicable (membrane protein).  



 4 

 

 

 

 

 

 

   

 

 

 

 

 

 

 

 

 

Correlations of coagulation test and defect in coagulation cascade
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activated Partial 
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Figure 1 The coagulation cascade. The cascade consists of the extrinsic 
and intrinsic pathways. The two pathways converge leading to formation 
of FXa, which generates thrombin (IIa) leading to clot formation. The two 
pathways are assayed using the prothrombin time (PT) and activated 

partial thromboplastin time (APTT) (80,181). 
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initiated, when plasma clotting factors are exposed to a negatively charged surface. The 

two pathways result in activation of factor X (FX) to FXa and feed into the common 

pathway of thrombin generation. Thrombin is the most important final protease 

generated in the coagulation system that leads to clot formation. This scheme is based 

on observations of in vitro plasma coagulation tests and does not adequately represent 

the hemostatic process in vivo. Nevertheless, it serves as a basic diagnostic chart to 

interpret plasma clotting time assays: prothrombin time (PT) and activated partial 

thromboplastin time (APTT). The PT determines the deficiencies of clotting factors of 

the extrinsic and common pathways whilst APTT of the intrinsic and common pathways 

(207). We now know that the intrinsic and extrinsic pathways do not operate in vivo as 

independent and redundant systems. As research progresses, coagulation is getting 

more complicated with evidence of numerous interconnections between the two 

pathways and anticoagulant mechanisms to regulate coagulation. In vivo coagulation is 

a cell based system with overlapping phases of initiation, amplification and propagation 

(181,399).  

1.2.1 Initiation   

In vivo coagulation takes place on the cell surface (Figure 2) and is initiated by the 

extrinsic pathway. Vascular damage exposes subendothelium, and cell surface TF and 

aPL from stimulated endothelial cells are exposed to circulating clotting factors in 

plasma.  As TF is extrinsic to plasma, this branch of coagulation is referred to as the 

extrinsic pathway. TF and aPL are the normal initiators of coagulation (181). TF acts as 

a cofactor for factor VII (FVII) and the activated form FVIIa, which is believed to be 

circulating at <1% of the total FVII antigen. Exposure of aPL provides the negatively 

charged surface for the assembly of coagulation enzyme complexes (181).  
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Figure 2 A cell based model of coagulation. The schematic depicts the 
assembly of extrinsic, intrinsic, prothrombinase and contact phase 
components. Exposure of cell surface tissue factor (TF) and anionic 
phospholipids (aPL) initiate coagulation through the extrinsic pathway. 
The small amount of thrombin (IIa) generated feeds back activating 
cofactors V and VIII and factor XI amplifying IIa generation leading to clot 
formation (80,181). 
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The initiating macromolecular interaction within the clotting cascade is the binding of TF  

to FVII or FVIIa, which are locked in a position suitable for subsequent enzymatic 

activation of FX, FIX, and FVII (181,361). The physiological basis of the first molecules 

of FVIIa is still under debate, however, it is established that TF-FVIIa can activate TF-

FVII and FVII as a probable source. Other known activators of FVII are thrombin, FIXa 

and FXa, which may also contribute (31). 

  Encryption/decryption of TF activity has recently been suggested as a mode of 

regulating coagulation. Studies using cells that constitutively express TF demonstrated 

the existence of noncoagulant TF, which can bind to FVIIa but did not lead to activation 

of FX. This form of TF was termed „„encrypted‟‟  and shown to be regulated (37,252). 

Treatment with certain cell-activating agents, such as calcium ionophores increased  

coagulation activity by stimulating intracellular disulfide isomerase leading to the 

introduction of a new disulfide bond in TF (4). The basis of this  enhanced TF activity is 

controversial  and later argued by other laboratories as attributed to the exposure of 

aPL on the outer leaflet of the plasma membrane (10). Another possible explanation is 

that TF dimerization and compartmentalization in lipid rafts might also limit enzymatic 

activity, which is liberated upon cell stimulation (37).  There is likely a basis for the 

contribution of each of these mechanisms in the regulation of TF activity, which may 

additionally be complicated by circulating sources on microvesicles librated from 

stimulated cells (331).  

  TF-FVIIa together with aPL form the extrinsic tenase (Xase) complex and 

activate FIX to FIXa and FX to FXa (234,323,434). FXa then forms the prothrombinase 

complex with factor Va on the aPL surface, converting prothrombin to thrombin 

(206,336), the critical step in coagulation. The availability of aPL restricts thrombin 
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production to sites of vascular damage, where release of cell agonists induces the “flip” 

of aPL from the inner leaflet to the outer face of cells adjacent to the injury site (15). To 

avoid thrombin generation at other locations in the vasculature, aPL in the resting cell 

membrane is  inaccessible and maintained on the inner leaflet (529). Thus, cells control 

assembly of coagulation enzyme complexes by providing accessible aPL and a 

mechanism to generate initial FXa.   However, the amount of FXa is inadequate to drive 

the thrombin generation needed to form a clot (379). 

1.2.2 Amplification  

In a positive feedback loop (Figure. 2), a small amount of thrombin generated 

through the extrinsic pathway activates the non-enzymatic cofactor factor VIII (FVIII) to 

FVIIIa (29). Congenital deficiency of FVIII leads to a bleeding disorder called hemophilia 

A(187). FVIIIa binds factor IXa(FIXa) to form the intrinsic Xase complex activating FX 

(481). Additional FXa generated by intrinsic Xase complex amplifies thrombin 

generation. Thrombin also activates factor XI (FXI) (124), which in turn activates FIX 

(89) further amplifying FX activation by assembling more intrinsic Xase complex. TF-

FVIIa complex activates not only FX but also FIX (228,251), showing that the pathways 

are linked. Deficiency of FXI might or might not be associated with bleeding risk 

depending on the individual (138), but deficiency of FIX results in hemophilia B (398). 

Once a sufficient concentration of thrombin has been generated to overcome the 

intrinsic anticoagulant barrier of plasma, thrombin directly converts fibrinogen to fibrin 

(11,208,325) leading to clot formation restoring vascular integrity. Thus, a hemostatic 

response to vascular injury is initiated by the extrinsic pathway of coagulation and 

amplified by the intrinsic pathway (181). 
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1.2.2.1 Factor VIII 

Factor VIII is an essential blood clotting factor. A deficiency or functional defect in 

FVIII results in a serious bleeding disorder, haemophilia A (187). It is a large protein of 

about 330 kDa,  is synthesized primarily in the liver (90), and circulates in plasma as an 

inactive molecule with no procoagulant activity. Once activated, it acts as a cofactor for 

FIXa accelerating activation of FX to FXa (110,468,481).  

 

Structure   

The FVIII gene is located on the X chromosome (135,468). It encodes a 

polypeptide of 2351 amino acids, 19 of which encode a signal peptide. The FVIII 

molecule consists of three homologous A domains, two homologous C domains and a 

unique B domain, arranged in the order starting from the N-terminus A1-A2-B-A3-C1-C2 

to C-terminus (Figure 3) (485).  At the time of secretion, the signal peptide is removed 

and there is cleavage in the B domain (135,468). Consequently, FVIII is released as a 

heterodimer composed of a 200 kDa heavy chain and an 80 kDa light chain linked by a 

metal ion (95,121). Once released into the circulation FVIII binds with high affinity to von 

Willebrand factor (vWF), which functions as a carrier protein to stabilize FVIII from 

proteolytic degradation (494). 

 

Function   

The initiation of the extrinsic pathway results in limited amounts of thrombin and FXa 

generation that activate FVIII (29,379). Thrombin and FXa both cleave FVIII at Arg 372, 

740 and 1689 converting FVIII into its heterotrimeric activated form FVIIIa 

(111,270,365,366) (Figure 3) and releases FVIIIa from vWF. FVIIIa functions as a 
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Figure 3 Factor VIII (FVIII) domain structure and processing. FVIII is 
synthesized as a single polypeptide chain of 330kDa. It constitutes three 
different domains: an A-domain which is repeated three times, a central 
B-domain and twice repeated C-domain. The “a1”, “a2” and “a3”are 
short acidic regions (A). Within the Golgi compartment, FVIII is cleaved 
at two sites within the B-domain and secreted as an heterodimer of 
160kDa heavy chain and 80 kDa light chain (B). Thrombin mediated 
cleavage at Arg 372, Arg 740 and Arg 1689 activates FVIII to FVIIIa (C). 
Activated protein C cleavage at Arg 336 and Arg562 leads to inactivation 
of FVIIIa (D) (366). 
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cofactor for the serine protease FIXa forming an aPL-dependent complex known as 

intrinsic Xase (481) (Figure 2). The intrinsic Xase complex converts additional FX to 

FXa amplifying thrombin generation leading to clot formation (481). 

1.2.3 Contact pathway 

Upstream of the intrinsic pathway, is the contact pathway. The contact pathway 

comprises factor XII (FXII), PK, and high molecular weight kininogen (HK) (223).  In 

vitro on a negatively charged surface, assembly of contact pathway proteins activates 

FXII to FXIIa. FXIIa activates FXI (23,242,243) feeding into the intrinsic pathway (Figure 

4). FXII and PK have no role in normal hemostasis as deficiencies do not lead to 

bleeding problems (397). However, recently FXII has been implicated in thrombotic 

pathology. FXII deficient (FXII-/-) mice are protected in models of arterial thrombosis 

(387), cerebral ischemia reperfusion injury (225) and pulmonary embolism (330).  

 

1.2.3.1 Factor XII 

Structure 

Factor XII (FXII, Hageman factor) is an 80 kDa (143), single chain glycoprotein 

produced in the liver (141). FXII consists of several structural domains starting from the 

N-terminus, a fibronectin type II domain, an epidermal-growth-factor-like (EGF-like) 

domain, a fibronectin domain type I, a second EGF-like domain, a kringle domain, a 

proline-rich region and the catalytic serine protease domain (Figure. 5) (66). These 

domains are homologous to those found in other serine proteases (66) (Figure 13), 

except for the proline-rich region that is unique to FXII. The catalytic domain is the 

single largest domain and constitutes the active site of FXIIa (450).  

 

http://www.sciencedirect.com/science?_ob=ArticleURL&_udi=B6T1C-4XYB3XN-2&_user=1022551&_coverDate=03%2F31%2F2010&_rdoc=1&_fmt=high&_orig=gateway&_origin=gateway&_sort=d&_docanchor=&view=c&_acct=C000050484&_version=1&_urlVersion=0&_userid=1022551&md5=ef9ad4e829dbf762743cad6594a1968c&searchtype=a#fig1
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Figure 4 Contact pathway activation. Factor XII (FXII) is activated by 

contact with negatively charged surfaces. XIIa converts prekallikrein 
(PK) to kallikrein (KK) and can feed back to activate more XII. Similarly, 
XIIa also can feed back to amplify its own generation. About 75% of 
circulating PK is bound to high-molecular-weight kininogen (HK), which 
localizes it to anionic surfaces and promotes PK activation. XIIa 

propagates clotting by activating XI, feeding into intrinsic pathway 
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Figure 5 Factor XII (FXII) domain structure. FXII is divided into several 
domains. fibronectin type II (FN-2), EGF-like domain,  fibronectin type I 
(FN-1), EGF-like domain, kringle domain (K), proline-rich region (PRR), 
catalytic protease domain or light chain. The binding sites for FactorXI, 
Zinc (Zn), artificial surface (AS) and cell surface (CS) are depicted. 
Cleavage of Arg353-Val354 by plasma kallikrein yields αFXIIa and further 

cleavage of αFXIIa outside the disulfide bond yields βFXIIa (450). 
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 Activation 

FXII activation is a result of proteolytic cleavage of the Arg353-Val354 bond that 

converts single chain zymogen FXII (80 kDa) into a two chain protease α-FXIIa (66). In 

vivo, α-FXIIa circulates as a two chain protein, a heavy chain of ~50 kDa (353 residues) 

and a ~30 kDa light chain (243 residues) held together by a disulfide bond. The heavy 

chain contains the anionic surface-binding portion (58,368) and the light chain 

constitutes the catalytic triad. Further proteolytic cleavage of α-FXIIa outside the 

disulfide bond yields the β-FXIIa fragment with a molecular weight of 28kDa. Upon 

disulfide bond reduction, the liberated β-FXIIa retains its proteolytic activity towards 

substrates but is unable  to bind to negatively charged surfaces and no longer promotes 

clotting (388-390). 

Activation of FXII may be through autoproteolysis upon contact with a negatively 

charged surface (101,317)(509). A variety of negatively charged substances, both 

physiological and non-physiological have been shown to promote XII activation. The 

non-physiological substances include glass, kaolin, celite, dextran sulfate(183,407,464) 

and ellagic acid (101). The physiological substances include articular cartilage, collagen 

(473), fatty acids (88), endotoxins, misfolded proteins (279), and polyphosphates (442). 

Additionally, FXII undergoes proteolytic activation on the surface of endothelial cells by 

PK/kallikrein and HK (202)(328,406).  This involves reciprocal activation of FXII to FXIIa 

by kallikrein (59,390). Surface bound α-FXIIa in turn activates FXI to FXIa. Secondary 

cleavage of α-FXIIa by kallikrein yields β-FXIIa. The β-FXIIa is known to catalyze 

solution phase activation of PK and FVII.  As a clinical evidence for the latter, an 

epidemiological study reported a correlation between increased FVIIa and FXIIa levels 

in plasma, a risk for coronary heart disease (CHD) (374,428,527). Binding to negatively 
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charged surfaces by itself is not sufficient to activate FXII. The auto activation of FXII 

was not observed in studies using highly purified preparations of FXII and plasma 

deficient in PK and HK (57,120,390). Binding to anionic surfaces induces a 

conformational change, making the FXII zymogen more susceptible to cleavage by a 

variety of proteases (144) (302) (14,419).  

 

Inhibitors  

The major inhibitor of FXIIa is complement component C1 esterase inhibitor (C1-INH) 

that binds and irreversibly inactivates FXIIa (115) (424) (84) (367). Antithrombin III is 

another inhibitor of FXIIa but not as effective as C1-INH (451), which accounts for 90% 

of FXIIa inhibition in plasma(115,450). Also, a specific non-physiological inhibitor used 

in the current work is corn trypsin inhibitor (CTI) (184). It affects plasma APTT, without 

affecting the PT (379). Therefore the specificity for FXIIa makes CTI useful for 

segregating and studying TF-dependent coagulation reactions (379) as done in the 

current thesis work.  

 

1.2.3.2 Prekallikrein  

Prekallikrein (PK) is a precursor of plasma kallikrein. In the circulation, most of it is 

bound to HK and only 25% exists as free PK.  

Structure 

The precursor form, PK is a single chain serine protease that consists of 619 amino 

acids. Starting from the N-terminus (Figure 6) it consists of four tandem repeats 

domains called apple domains (A1-A4) and the catalytic serine protease domain at the 

C-terminus. The A1 and A4 domain constitute binding regions for HK and for FXIIa the  
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Figure 6 Prekallikrein (PK) domain structure. PK contains four apple 
domains (A1 to A4 from the N-terminus) and a C-terminal catalytic 
protease domain. The A1 and A4 domains constitute binding regions for 
high molecular weight kininogen (HK). Proteolytic cleavage of Arg371-
Ile372 activates PK to kallikrein (453).  
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binding regions are located on A3 and A4 (356,357). FXIIa mediated  proteolytic 

cleavage of Arg371-Ile372 converts the single chain PK into two chain kallikrein, 

composed of a heavy chain and a light chain, held together by a disulfide bond 

(286,426). The light chain constitutes the catalytic active site of Ser559, His415 and 

Asp464. A 1:1 stoichiometric complex of the kallikrein, light chain with C1-INH results in 

loss of its proteolytic activity (474). 

Function 

The major protein substrates of plasma kallikrein are FXII, HK and urokinase (uPA). 

Both α-FXIIa and β-FXIIa are able to convert PK into kallikrein (518), which in turn 

accelerates the activation of FXII (59) (Figure 4). Plasma kallikrein binding to HK is 

required for the surface-dependent procoagulant activity of plasma kallikrein  (480).  

Through FXII activation, plasma kallikrein activates FVII of the extrinsic system 

contributing to coagulation(428).  An epidemiological study found a direct correlation 

between FVIIa and FXIIa and an increased plasma FXIIa in middle aged men with high 

risk of CHD (527). Plasma Kallikrein has been shown to be an initiator of plasminogen 

activation through activation of uPA, a proteolytic enzyme of the fibrinolytic pathway 

(165,286). Plasma Kallikrein also cleaves HK to liberate bradykinin, an inflammatory 

mediator (217). Thus, PK may be involved in multiple biochemical systems. 

 

1.2.3.3 Factor XI 

Structure 

Factor XI is a plasma glycoprotein that is synthesized in liver. In plasma, it circulates in 

a non-covalent complex with HK (467)(23). FXI and prekallikrein share 58% homology 

in amino acid sequence resulting in similar structural domains (Figure 7). FXI is a 160 
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kDa disulfide-linked dimer that constitutes two identical monomers of 80 kDa joined 

together by disulfide bonds. Starting from the N-terminus (Figure 8) it consists of four 

tandem repeats domains called apple domains (A1-A4) and the catalytic serine 

protease domain at the C-terminus(97). Similar to PK, the apple domains constitute HK 

binding regions. For FXI, the A1, A2 and A4 domain constitute binding regions for HK, 

A2 being the most significant (386). FXIIa cleaves the Arg369-Ile370 bond in each 

monomer of FXI converting it into FXIa (23) (242). FXIa consists of two N-terminal 

heavy chains, and two C-terminal light chains, all of which are held together by disulfide 

bonds. A major substrate for FXIa is FIX (89). The FIX binding site is localized to A3 

domain of FXIa but not FXI (453). Arg184 connecting A2 and A3 is a critical residue for 

FIX activation (148), but probably remains buried under the protease domain in the 

zymogen FXI (97). 

Function 

  FXIIa (23,242) and thrombin (334) have been shown to activate FXI to FXIa 

through cleavage of Arg369-Ile370 bond. FXIa participates within the intrinsic pathway 

of coagulation by catalyzing the conversion of FIX to FIXa (89).  A recent study reported 

activation of procofactors FVIII and FV by FXIa in a purified system (507).  FXI 

deficiency is associated with bleeding. In contrast to FVIII and FIX, bleeding 

manifestations for FXI deficiency do not correlate well with the FXI activity or antigen 

levels (8,222,254,375,380). The variable bleeding tendencies observed in FXI deficient 

patients may be related to the ability of the extrinsic pathway contributing to FIX 

activation (182,251,319) or variation in genetic backgrounds or FXI mutations, or 

coinheritance of other bleeding disorders (214). 
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Figure 7 Structural domains of fibrinolytic and contact pathway 
proteins.A, apple domain; EGF, epidermal growth factor domain, FN, 
fibronectin domain; K, kringle domain; PRR, proline rich region; and 
protease domain (453). 
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Figure 8 Factor XI (FXI) domain structure. FXI is a 160-kDa disulfide-
linked dimer of identical 607 amino acid subunits. The domain structure 
of the FXI monomer is represented. FXI monomer contains four 90- or 91-
amino acid repeats called apple domains (A1 to A4 from the N-terminus) 
and a C-terminal catalytic protease domain. The binding sites for high 
molecular weight kininogen (HK), platelets and FXII are localised to the 
apple domains. Proteolytic cleavage of Arg369-Ile370 activates FXI 
converting it into two chain; the heavy chain comprises the apple 
domains and the light chain comprises the catalytic protease domain. 
The heavy and light chains of FXIa remain associated through a disulfide 
bond (97).  
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1.2.4 Propagation of thrombin generation 

  The assembly of prothrombinase (IIase) complex converts zymogen prothrombin 

to active thrombin (Figure 2). IIase is a ternary complex composed of FXa, the cofactor 

FVa (FVa), and aPL (236,290) in the presence of calcium. Cells control IIase assembly, 

by providing accessible aPL and a mechanism to produce the first FXa from its inactive 

precursor, FX (264).  However, the amount of thrombin generated is limited to convert 

fibrinogen to fibrin leading to a clot (379). Thrombin activates FV and as discussed 

earlier, it activates FVIII and FXI of the intrinsic pathway to generate more FXa essential 

for its amplification (29,364,481). Thrombin activates and localizes platelets to the site 

of clot.  Activated platelets express aPL and glycoprotein receptors for coagulation 

proteins. At the site of vascular damage, the binding of glycoprotein receptor GP Ib-IX-V 

complex to VWF on exposed endothelium initiates platelet adhesion. The fibrinogen 

binding to platelet GPIIb/IIIa leads to platelet aggregation (429). Aggregation of 

activated platelets provides the surface for intrinsic Xase and IIase complex assembly 

resulting in a burst of thrombin leading to fibrin clot (349).  

 

1.2.5 Thrombin converts fibrinogen to fibrin clot  

1.2.5.1 Fibrinogen structure 

Fibrinogen is a glycoprotein. It is made up of two identical subsets of three different 

polypeptide chains named Aα, Bβ and γ composed of 644, 491 and 453 amino acids, 

respectively (175,180) (Figure 9). At the centre is the nodular E domain that contains 

the N-terminal residues of all six chains. From the E domain, the chains branch out in 

two sets of α-helical coiled coils to the two distal domains, called D (162). The D 
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Figure 9 Schematic model of fibrinogen and fibrin showing the major 
domains (D and E). (A) Structure of fibrinogen. Fibrinogen is a dimer. 
Each dimer consists of three chains: Aα shown in blue, Bβ shown in red, 
and γ shown in black. The disulfides that link the two dimers are in the 
central E domain. The globular C-terminal domains of the Bβ and γ 
chains forming the D regions are shown, as well as the central E region, 
which contains the N-terminal portions of all three chains. Unlike the βC 
and γC domains, the C-terminal domains of the A α chain  are flexible 
and tend to be noncovalently tethered in the vicinity of the central E 
region. (B) Thrombin cleaves the N-terminal regions of the Aαa and Bβ 
chains of fibrinogen at the peptide bonds Arg16-Gly17 and Arg14-Gly15, 
respectively, releasing fibrinopeptides A (FPA) and B (FPB) converting 
fibrinogen to fibrin. Adapted from (325). 
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nodules contain the C-terminal ends of B and , as well as part of A.  The C-terminal 

end of A then protrudes from each D domain as extensions (506). These extended 

portions of A, from each D domain can interact with each other and with the E domain 

during fibrin clot cross-linking.  A total of 29 disulfide bonds hold the six chains together, 

creating the dimeric structure of the molecule. 

  

1.2.5.2 Conversion of fibrinogen to fibrin clot 

Thrombin cleaves at the N-terminus of fibrinogen Aα- and Bβ-chain releasing short 

sequences called fibrinopeptide A (FpA), and fibrinopeptide B (FpB) respectively (92).  

Consequently, the new N-termini of the α and β chains, called „A‟ and „B‟ knobs, 

respectively, become exposed and are polymerization sites. These sites form non-

covalent interactions with pre-existing complementary "a" and "b" holes in the D 

domains of adjacent fibrin molecules. The resulting intermolecular A:a and B:b 

interactions produce half-staggered fibrin oligomers that lengthen into protofibrils. The 

protofibrils then aggregate laterally to form fibers and consequently form an elaborate, 

branched three-dimensional fibrin clot (267) (Figure 10).  

Finally, thrombin converts fibrinogen to fibrin leading to clot formation and sealing 

of leaky vasculature (11,208,325). Thus a hemostatic response to vascular injury is 

initiated by the extrinsic pathway of coagulation and amplified by the intrinsic pathway, 

which are regulated by anticoagulants.   

 

1.3 Anticoagulation 

The regulation of coagulation is necessary to limit the amount of clot formation and 

restrict it to the site of damage to prevent thrombosis. The various components of  
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Figure 10 Thrombin induced fibrin polymerization and FXIIIa induced 
fibrin cross-linking. Thrombin cleaves fibrinogen releasing 
fibrinopeptides A (FPA) and B (FPB) converting it to fibrin, that undergo 
polymerisation. Thrombin in the presence of calcium activates FXIIIa that 
cross-links fibrin polymers (325). 
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coagulation are regulated by natural anticoagulants, which includes tissue factor 

pathway inhibitor (TFPI), antithrombin (AT), a member of the serpin family, and the 

protein C system including thrombomodulin (75,411). 

 

1.3.1 Tissue factor pathway inhibitor  

  TFPI belongs to the Kunitz family of serine protease inhibitors and regulates the 

extrinsic pathway of coagulation initiation. TFPI inhibits the TF-FVIIa complex and is 

more potent when also bound to FXa. Thus the FXa generated by the extrinsic tenase 

is involved in feedback inhibition of its own synthesis.  This involves two steps: First, 

TFPI binds to and inactivates FXa in a 1:1 stoichiometric complex by interacting at or 

near the active site of the enzyme. Second, the TFPI-FXa complex binds to and inhibits 

the TF–FVIIa complex. Alternatively, TFPI could bind to a preformed TF-FVIIa/FXa 

complex (28,278). This highly efficient simultaneous inhibition of TF, FVIIa and FXa by 

by TFPI explains the requirement of both the extrinsic and intrinsic pathways of the 

coagulation cascade. 

  The plasma concentration of TFPI is 2nM and much of the circulating TFPI is 

bound to plasma lipoproteins. TFPI is primarily synthesized by endothelial cells and to a 

lesser extent by megakaryocytes, precursor of platelets. Additionally, a small pool of 

TFPI is stored in platelets and secreted upon activation and degranulation. A significant 

portion of endogenous TFPI is bound to the endothelium that localizes its antithrombotic 

potential to the vascular wall for efficient function (71,278). To regulate clotting at the 

microenvironment level, thrombin generation can induce the release of TFPI from the 

endothelium leading to an increase in localized plasma levels of TFPI along with a 

simultaneous increase in endothelial cell surface TFPI (277). Increased levels of plasma 
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TFPI under septic conditions may represent endothelial dysfunction. Thus TFPI plays a 

key role in modulating TF-induced thrombogenesis, and is a probable moderator of 

virus mediated thrombin production as we have found involves virus-surface TF(457).  

 

1.3.2 Antithrombin  

AT is a member of the serpin family of homologous proteins. It is arguably the most 

important inhibitor of coagulation that regulates activated proteases of the intrinsic, 

extrinsic and common pathways. It binds irreversibly and directly inactivates thrombin 

and the other serine proteases FIXa, FXa, FVIIa and FXIa in the coagulation cascade. It 

is synthesized by liver and endothelial cells. AT circulates in plasma (along with other 

serpins) at  vastly higher concentration than its target substrates, as even small 

amounts of thrombin may be sufficient to feedback amplify coagulation(75,198).  

  The inhibition mechanism mediated by AT involves formation of 1:1 complex 

between the active site of a serine protease and the scissile bond of AT. The rate of 

inhibition by AT is accelerated at least 1000 fold upon therapeutic administration of 

exogenous heparin. In vivo, vessel wall heparan sulfate functions like medicinal heparin 

as the antithrombin cofactor. Endothelial cells express heparan sulfate anchored to 

proteins (e.g. syndecan) which may enhance AT-mediated inactivation of nearby serine 

proteases, thus preventing the formation of fibrin clot. In the presence of heparin, the 

primary target of AT is thrombin. Heparin (or heparan) binding to AT alters its 

conformation and provides a scaffold on which both enzyme and substrate are 

colocalized, which greatly enhances its ability to inactivate the target enzyme 

(198,371,411).  
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1.3.3 Protein C  

The PC system regulates coagulation by proteolytically inhibiting the cofactors FVIIIa 

and FVa (or their inactive procofactors) in the activation of FX and prothrombin, 

respectively. PC circulates as a zymogen. Thrombin cleaves PC to activated PC (APC), 

but only when bound to the endothelial membrane protein thrombomodulin (TM). TM 

functions as a cofactor and functional modulator of thrombin. The binding of thrombin to 

TM enhances PC activation by >1000-fold. The endothelial protein C receptor (EPCR) 

further enhances thrombin-TM activation of PC by 20-fold. APC together with its 

cofactor protein S inhibits coagulation by cleaving FVIIIa and FVa at discrete sites. Thus 

APC limits the generation of FXa and thrombin blocking the amplification of the 

coagulation system. Within the prothrombinase complex, FVa is protected from 

cleavage by APC. Thrombin regulates APC activity through inactivation of its cofactor 

protein S. APC is also regulated directly by a member of the serpin family,  heparin-

dependent protein C inhibitor (75,76). 

  

1.3.4 Thrombomodulin  

TM is an ~75 kDa transmembrane glycoprotein expressed on the surface of endothelial 

cells When bound to thrombomodulin, thrombin loses its known procoagulant functions, 

including  cell stimulation activation, conversion of fibrinogen to fibrin, and activation of 

cofactors FV and FVII for feedback amplification. This is because TM occupies the 

functionally important exosite 1 on thrombin and thereby blocks interactions with other 

thrombin-binding proteins. Also, binding of TM to thrombin induces rapid endocytosis 

and degradation of the protein. Thus, TM has multiple anticoagulant properties: 

converting thrombin into an activator of protein C and accelerating the inhibition of 
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thrombin by AT(411).  Further, thrombin-TM complex can also activate thrombin-

activable fibrinolysis inhibitor (TAFI). Thus, TM confers many functions that are 

essential to control of hemostasis and therefore fundamental health. 

 

1.4 Fibrinolysis 

The free flow of blood in the systemic circulation is maintained through a 

dynamic and delicate balance between the coagulation and fibrinolytic systems (382).  

Upon vascular injury or in the case of trauma, there is exposure of the subendothelium 

and activated platelets get recruited to damaged sites. The platelet activation together  

with the exposure of the subendothelium activates the coagulation system leading to 

formation of a haemostatic plug composed of platelets and a fibrin clot network to 

prevent blood loss (129). When vascular damage has undergone repair and normal 

blood flow must be restored, the fibrinolytic system is activated, degrading the fibrin into 

soluble products for removal (81). Like the coagulation cascade, the fibrinolytic system 

comprises of proteases (Table 2) and inhibitors for regulation. The final zymogen to 

enzyme conversion in fibrinolysis is the proenzyme, plasminogen to active enzyme, 

plasmin. Plasmin generation is regulated by plasminogen activators and their specific 

inhibitors (261). In addition to fibrin degradation, plasmin also exhibits a range of 

protease activity against other extracellular matrix proteins and has been implicated in 

other biologic processes, that include wound healing, embryogenesis, angiogenesis, 

tumor growth and metastasis (77,145,284,340,355,414,452). The current overview will 

focus on the role of plasmin in fibrinolysis. 
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Property Plasminogen tPA uPA

Molecular weight (kDa) 92 72 54

Amino acids 791 527 411

Site of synthesis Liver Endothelium

platelets

Endothelium, 

platelets,

Plasma concentration

nM 1500 0.075 0.150

µg/mL 140 0.005 0.008

Plasma half-life 48 h 5 min 8 min

Two-chain 

cleavage site

Arg560-Val561 Arg275-Ile276 Lys158-Ile159

Heavy chain domains

Finger No Yes No

Growth factor No Yes Yes

Kringles (no.) 5 2 1

Light-chain catalytic 

triad

His602,

Asp645, 

Ser740

His322, 

Asp371, 

Ser478

His204

Asp255, 

Ser356

Table 2 Properties of fibrinolytic proteins.  tPA, tissue-type plasminogen 

activator; uPA, urokinase plasminogen activator.  
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1.4.1 Plasminogen 

Plasminogen has a molecular weight of 92kDa. It is a single chain glycoprotein 

synthesized in the liver(383,413). It circulates as an inactive zymogen in plasma at a 

relatively high concentration of 200μg/ml. Increased plasminogen levels are associated 

with pregnancy (171), obesity and are seen in kidney and liver transplant patients(423). 

Low levels of plasminogen have been reported in sepsis (126) and thrombolytic 

therapy(166). 

 

1.4.1.1 Structure 

  The plasminogen molecule contains a total of six structural domains with a 

preceding preactivation peptide (62,369) (Figure 11). Starting from the N-terminus, the 

preactivation peptide is followed by five kringle domains and the catalytic serine 

protease domain at the C-terminus. Kringle domains are also found in other proteins of 

the fibrinolytic system, such as tissue plasminogen activator (tPA) (360) and urokinase 

plasminogen activator (uPA) (149), and in the contact pathway protein, FXII 

(281,282,303). The lysine binding sites (LBS) on the kringle domains facilitate 

plasminogen binding to fibrin and cell surface receptors. Three of the five kringle 

domains in plasminogen possess functional LBS. Binding experiments using lysine and 

lysine analogues, epsilon aminocaproic acid (EACA) have shown that the plasminogen 

K1 domain contains a strong LBS (255,311) followed by K4 (255,296,344) and K5 

(296,344). The K2 has a weak interaction with EACA but of no known functional 

significance. The native K3 has no interaction with lysine analogues (292), but showed 

a weak interaction upon mutation revealing a preformed non-functional LBS (30). Within 

the active site, Ala at 601 is essential for the normal function of plasminogen.  The amino 



 31 

 

Figure 11 Domain structure of plasminogen (Pg). Starting from  the N-
terminus is a pre-activation peptide (PAP), five kringle (K) domains(K1-
K5) and protease domain that contains the catalytic site of plasmin. The 
arrows indicate the sites of proteolytic cleavage by plasmin, and 
plasminogen activators (PA„s) (A). Hydrolysis of Lys76-Lys77 bond 
mediated by plasmin converts the native Glu-Pg to Lys-Pg (B). The 
cleavage of Arg560-Val561 bond by PA‟s results in the two-chain plasmin 
molecule that remains covalently associated by a disulfide bond (C) 
(315)(396).  
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acid substitution of Ala601Thr resulted in the impairment of proteolytic activity and has 

been linked to an increased risk of thrombosis (318), testifying to the importance of 

balance between coagulation and fibrinolysis. 

  The native form of plasminogen in plasma has glutamic acid at the N-terminus 

and is consequently termed Glu-plasminogen. Cleavage at Lys76-Lys77 by plasmin 

results in plasminogen with lysine at the N-terminal position and is termed Lys-

plasminogen (315). Glu-plasminogen can be thought of as a pro-zymogen, because it is 

activated ~10-fold more slowly than Lys-plasminogen by plasminogen activators(315). 

Upon binding to fibrin, the typical “closed” conformation of Glu-plasminogen is 

transformed into the open conformation of Lys-plasminogen (378), which is more readily 

activated to plasmin. Recently, mutational studies demonstrated conversion of Glu-

plasminogen to Lys-plasminogen on cell surfaces as essential for optimal plasmin 

generation (139). 

 

1.4.1.2 Activation to plasmin  

The specific proteolytic cleavage at Arg560-Val561 converts single chain plasminogen 

into an active two chain enzyme, plasmin (396). The native Glu-plasminogen is 

converted to an active two chain Glu-plasmin with an N-terminal heavy chain that 

contains the lysine binding sites and a light chain that has the serine protease domain 

(315). Because of the “closed” conformation, the lysine binding sites in the heavy chain 

are buried and so this molecule is functionally inactive.  Further, through an auto-

proteolytic cleavage in the heavy chain at Lys76-Lys77, the Glu-plasmin is converted to 

Lys-plasmin (139). Consequently, the lysine binding sites get exposed and allow its 

binding to the fibrin cofactor. Interestingly, both Lys and Glu-plasmin can cleave the 
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Lys76-Lys77 bond in Glu-plasminogen to form Lys-plasminogen (42). 

  Plasmin degrades the fibrin clot into fibrin degradation products (FDP) (498) 

(Figure 12). Plasmin degradation of fibrin clot is selective. With the polymerization of 

fibrinogen to fibrin, plasminogen and plasminogen activator get incorporated into the 

fibrin clot. The initial plasmin generated on the fibrin clot primes the fibrin clot exposing 

C-terminal lysine residues for further incorporation off plasminogen and tPA leading to 

more plasmin. The binding sites on fibrin are both C-terminal lysine-dependent and -

independent.  Probably, the initial binding is independent of C-terminal lysine (394).  

The fibrin clot promotes activation of fibrinolysis by catalyzing the activation of 

plasminogen by plasminogen activators to form plasmin (188) (Figure 13). Plasmin 

proteolytically degrades cross-linked fibrin, ultimately producing soluble fibrin 

degradation products of various sizes that include cross-linked fragments containing D-

dimer (DD) epitopes (Figure 12). Plasmin also degrades fibrinogen to form fragments X, 

Y, D, and E. The FDP's include fragments X and Y (early cleavages) and D and E (late 

cleavages) (498).  

  Although fibrin is the physiological substrate of plasmin, plasmin can also 

degrade circulating fibrinogen, FV and FVIII, which are needed for subsequent clot 

formation. Therefore regulation of plasmin is necessary to avoid depletion of plasma 

fibrinogen. Thus any free plasmin is inactivated by inhibitors. Free plasmin in the 

circulation is rapidly inactivated by irreversible binding to α2-antiplasmin (415). α2-

antiplasmin is a serpin that forms a complex with plasmin. In addition, plasminogen 

activation to plasmin is regulated by plasminogen activator inhibitor-1(PAI-1), which is 

released by endothelial cells and inactivates tPA. Thus plasmin is directly and indirectly 

inhibited by serpins. 
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Figure 12 Plasmin induced fibrin degradation.Plasmin degrades fibrin at 
multiple sites to release fibrin degradation products. The initial 
fragments are high-molecular-weight complexes followed by further 
degradation to produce the terminal D-dimer–E complex, which contains 
the D dimer antigen (498).   
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Figure 13 Fibrin as a cofactor for plasmin generation. An undegraded 
fibrin clot, contains the internal lysine residue, for binding of 
plasminogen (Pg), and the binding site for tPA, necessary to form the 
ternary activation complex. The binding of Pg and tissue plasminogen 
activator (tPA) results in plasmin (Pn) formation and the initiation of 
lysis, which exposes C-terminal lysine residues on fibrin. More Pg binds 
to these termini, and Pn generation is enhanced by tPA that lyses the 
fibrin clot to fibrin degradation products. 
.   
 



 36 

1.4.2 Plasminogen activators 

A number of physiological and non-physiological molecules have been demonstrated to 

activate plasminogen and are termed plasminogen activators (PAs). The tissue-type 

plasminogen activator (tPA) (512) and urokinase-like plasminogen activator (uPA) (511) 

are the only known physiological plasminogen activators (Table 2). Other plasminogen 

activators have been identified in nature, which include streptokinase (297) and 

staphylokinase (262) isolated from streptococcus and staphylococcus respectively. 

Streptokinase and Staphylokinase are not enzymes, unlike tPA and uPA (Sec 1.4.2.3). 

 

1.4.2.1 Tissue Plasminogen Activator (tPA) 

Structure 

tPA is a 70kDa, single polypeptide chain of 527 amino acids. A two-chain form is 

produced by proteolytic cleavage of the Arg275-Ile 276 peptide bond. It is a serine 

protease composed of five structural domains (Figure 14). The N-terminal heavy or A-

chain consists of a fibronectin type 1 also called a finger domain, an EGF domain and 

two kringle domains. The C-terminal light or B-chain contains the catalytic serine 

protease domain and is homologous to the catalytic domains of other serine proteases 

(63) (Figure 7). The light chain is able to activate plasminogen, but requires the heavy 

chain for fibrin-binding and fibrin-stimulation. The finger domain and kringle 2 of the 

heavy chain are involved in the interaction with fibrin (33,415).  

Function 

tPA is synthesized and released by endothelial cells both constitutively and upon 

stimulation by a number of substances including thrombin (257,259).  Protein kinase C 

has been implicated in tPA synthesis, but the mechanistic details are not clear (258). A  
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Figure 14 tissue Plasminogen Activator (tPA) domain structure. Starting 
from the N-terminus; FN-1, fibronectin type 1 domain; EGF, epidermal 
growth factor domain; K1 and K2, two kringle domain; and protease 
domain. The function for the various domains are as follows: K1, 
receptor binding (liver); K2, fibrin binding (low affinity); F, fibrin binding 
(high affinity) and protease domain for catalytic activity and plasminogen 
activator inhibitor 1–binding. Cleavage of the Arg275-Ile276 peptide bond 
by plasmin converts tPA to a disulfide linked, two-chain form (261).  
. 
.   
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recent in-vitro study suggested regulation of tPA synthesis in endothelial cells under 

epigenetic control(94). Endothelial cells store tPA in vesicles also called secretory 

organelles. Studies have suggested tPA is stored in Weibel-Palade bodies along with 

vWF and in vesicles distinct from Wieibel-Palade termed as tPA storage organelle 

(350).  tPA is also found in platelet α-granules at low abundance (500). tPA is 

synthesized in megakaryocytes and is packaged into α-granules during platelet 

formation (54). 

Upon plasmin-mediated proteolytic cleavage, tPA is converted to a two-chain 

form held together by a single disulfide bond. Unlike uPA, tPA does not require prior 

proteolysis to have enzymatic activity.  In comparison to micromolar concentrations of 

plasminogen, tPA circulates at picomolar and most of it is bound to PAI-1.  

Consequently, the functional circulating tPA is very low and to add to it tPA is not very 

efficient without an accelerating cofactor such as fibrin (62). As a result, normal 

physiological tPA concentrations do not induce systemic plasmin generation. It is the 

fibrin which is generally thought to regulate plasminogen activation leading to 

fibrinolysis through recruitment and co-localization of both tPA and plasminogen on its 

surface.  The stimulation of endothelial cells at the site of damage ensures rapid local 

release of active unbound tPA to be incorporated into the clot.(350) tPA binds to fibrin 

via its finger domain and through LBS of K2, and activates fibrin-bound plasminogen 3-

orders of magnitude more rapidly than it activates plasminogen in the circulation (261).  

The fibrin specific binding of tPA stimulates plasminogen activation to plasmin on 

the fibrin clot surface resulting in clot dissolution and maintaining vascular hemostasis. 

Further, binding sites for tPA have been identified on endothelial cells. This involves 



 39 

annexin 2 (A2), a calcium and phospholipid binding protein on the plasma membrane 

and has been shown to enhance tPA-dependent plasminogen activation that is C-

terminal lysine dependent (161). A2 has also been identified on the surface of at least 

one herpesvirus, CMV (384). For this reason, an important part of this thesis is tPA-

dependent plasminogen activation on the virus surface.  

 

1.4.2.2 Urokinase Plasminogen Activator (uPA) 

Structure 

uPA was originally found in human urine (511), and later in blood and in many 

cell types (78,510). It is single chain glycoprotein with a molecular mass 54 kDa. The 

single chain form is a prozymogen, which upon plasmin-mediated proteolytic cleavage 

is converted to an active two-chain form held together by a single disulfide bond. Similar 

to tPA, uPA is composed of two chains derived from the N terminus, termed A-chain or 

heavy chain, and the C-terminus, termed B-chain or light-chain. The N-terminus has an 

EGF domain and one kringle domain. The C-terminal region contains a serine protease 

domain (Figure 15). The growth factor domain constitutes a binding site for uPA 

receptor (uPAR) and the kringle domain lacks lysine binding sites (415).  

Function 

  uPA provides a system for pericellular plasminogen activation. uPA binds with 

high affinity to uPAR on the cell surface. On the surface of extravascular cells, 

uPA/uPAR complex mediate plasminogen activation to plasmin. The cell surface 

plasmin generated is involved in proteolytic degradation of the extracellular matrix. This 

remodelling and other mechanisms contribute to regulating cell migration and 

proliferation (77).  
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Figure 15 urokinase Plasminogen Activator (uPA) domain structure. 
Starting from the N-terminus; EGF, epidermal growth factor domain; K 
kringle domain; and protease domain. The cleavage of the Leu158-Ile159 
bond converts the single uPA into an active two chain uPA (261).  
. 
.   
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The role of uPA in intravascular plasminogen activation and fibrinolysis is less 

well established. Unlike tPA, uPA is not fibrin specific and is relatively protected from 

PAI-1 inhibition. Plasmin is the physiological activator of uPA, which in turn activates 

plasminogen to plasmin, so there is reciprocal activation.  However, the single chain 

form of uPA has very low intrinsic activity so that it does not lead to systemic activation 

of plasminogen and is also inactivated by thrombin cleavage(394).  In vivo endothelial 

cells and platelets express uPA, but its regulation is not clear(151). In vitro studies have 

shown uPA expression in endothelial cell culture is regulated by a variety of cytokines, 

and growth factors (287).  

 

1.4.2.3 Bacterial plasminogen activator 

Invasive human pathogens such as streptococci and staphylococci have evolved 

plasminogen activators, such as streptokinase (297) and staphylokinase (262). Unlike  

tPA and uPA, these are not enzymes. Both streptokinase and staphylokinase form 1:1 

complexes with human plasminogen configuring the uncleaved plasminogen into a 

functional enzyme enabling the proteolytic activation of other molecules of plasminogen 

to plasmin (230,385). In contrast to plasmin alone, these 1:1 complexes possess a 

remarkable specificity and efficiency to activate plasminogen. In vivo and in vitro 

experiments have demonstrated staphylokinase specificity for plasminogen activation 

on the fibrin clot surface (263,294). However,  streptokinase is not fibrin specific, 

activating both circulating and fibrin-bound plasminogen (358). 

 

1.4.3 Plasminogen activator inhibitors 

  The plasminogen activators uPA and tPA are regulated by inhibitors called 
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plasminogen activator inhibitor-1 (PAI-1) or PAI-2. PAI-1 and PAI-2 are glycoproteins 

that belong to the family of serine protease inhibitors called serpins (237). Serpins are 

known to adopt a variety of conformations under physiological conditions. They are only 

partially stable in their active form, but are more stable when they snap into their target 

protease. They have a reactive centre loop (RCL) that acts as bait. The proteases are 

trapped and destroyed when they take this bait. The RCL contains a scissile bond 

(termed the P1-P1´ peptide bond) that is recognized by target serine proteases. The P1 

and P1´ denote the N- and C- terminal residues of the scissile bond respectively. The 

serpin-mediated inhibition of serine protease involves multiple steps. Foremost, a non-

covalent complex is formed between the serine protease and the P1-P1´ scissile bond. 

Subsequently, the P1-P1´ scissile bond is cleaved resulting in a covalent acyl 

intermediate between the serine residue of the protease and the P1 residue of the 

serpin. Then the N-terminal portion of the RCL (from P1 residue) is inserted into the 

central β-sheet region of the serpin. As a result, the covalently linked protease is moved 

in a direction to the opposite of serpin followed with a disruption of its active site 

conformation. Consequently, the serpin is permanently consumed and the protease is 

also permanently inhibited. Hence, serpins are called suicide inhibitors(382).  

 

1.4.3.1 Plasminogen activator inhibitor-1  

PAI-1 is a 54kDa protein that can exist in its native inhibitory form, in an inactive latent 

form, in complexes with proteinases and in a cleaved substrate form (169). It assembles 

complexes both with single-chain and two chain tPA and with two-chain uPA (83), but is 

more selective for tPA.  In plasma, there is a large molar excess of active PAI-1 over 

tPA. Consequently, most of tPA is in complex with PAI-1 to regulate constitutive 
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plasminogen activation (415). Endothelial cells as well as many other types of cells in 

culture secrete PAI-1 (74,229,483).  Platelets contain a large pool of PAI-1, mostly in an 

inactive form (21).  Platelets recruited into the fibrin clot are activated and release PAI-I 

from their α–granules (203). Although most of it inactive, there is enough active PAI-I to 

inhibit the plasminogen activator tPA and uPA and protect clot formation (26,112). In 

contrast, platelets are thought to provide a surface for enhanced plasminogen activation 

by promoting an interaction between tPA and plasminogen and for protection of plasmin 

from α2-antiplasmin (273). Plasma PAI-1 is elevated in atherosclerosis (395), diabetes 

(5), severe sepsis and in inflammatory conditions. PAI-1 is implicated in tumor cell 

invasion, metastasis, and neovascularization (300). 

 

1.4.3.2 Plasminogen activator inhibitor-2  

PAI-2 protein exists in two forms a nonglycosylated intracellular form, 42kDa and a 

glycosylated, secreted extracellular form, 60kDa (128). PAI-2 inhibits uPA (215) rapidly, 

but tPA very slowly (238). PAI-2 is expressed in placental trophoblasts (215), as an 

inflammatory response in macrophages (425). PAI-2 secreted by monocytes is involved 

in uPA-mediated cell migration (221), whereas intracellular PAI-2 prevents apoptosis 

(240) (87). 

 

1.4.4 Cofactors in plasminogen activation 

1.4.4.1 Fibrin 

Fibrin acts as a cofactor in tPA-mediated activation of plasminogen to plasmin (188) 

(Figure 13). It increases the rate of activation by 1000-fold compared with tPA alone. 

With the polymerization of fibrinogen to fibrin, cryptic tPA and plasminogen binding sites 
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get exposed (22,306,418). Probably, the initial binding is independent of C-terminal 

lysine. Studies have demonstrated binding of the D domain of fibrin to tPA (478) and 

plasminogen. The γ312-324 sequence of the D domain binds the finger domain of tPA 

and through the aminohexyl site plasminogen binds to the intact lysine residues in the D 

domain(52). Fibrin brings both tPA and plasminogen into close proximity forming a 

ternary complex, enhancing plasmin generation. Subsequently, the plasmin that is 

formed cleaves fibrin exposing new carboxyl-terminal lysine residues, accelerating its 

cofactor activity over 3 fold that of intact fibrin, plus more binding sites are created for 

tPA and plasminogen(53,113,114).  

Thrombin Activable Fibrinolysis inhibitor  

TAFI is a pro-carboxypeptidase that circulates in plasma as a 60 kDa zymogen. It is 

synthesized in the liver and circulates in plasma at a concentration of 50nM. The 

thrombin-thrombomodulin complex activates it most efficiently. Thrombin cleaves the 

Arg92-Ala93 peptide bond in TAFI to generate active TAFI (TAFIa). TAFI activation by 

thrombin is enhanced in the presence of thrombomodulin, which requires a high 

concentration of thrombin (20). This is to ensure there is enough thrombin to form a 

fibrin clot, as thrombin bound to thrombomodulin is no longer procoagulant.  The 

thrombin-thrombomodulin generated TAFIa is to stabilize the fibrin clot and protect it 

from lysis. TAFIa removes the C-terminal lysine residues from fibrin, which enhance 

binding of tPA and plasminogen to fibrin (501). Thus, fibrin loses its cofactor activity in 

tPA mediated plasminogen activation, resulting in less plasmin, leading to down 

regulation of fibrinolysis. Plasmin inactivates TAFIa activity through proteolytic cleavage 

of Lys327 to ensure clot lysis (293). Thrombin activation of TAFI and plasmin 

inactivation of TAFIa ensures a strategic balance of coagulation and fibrinolysis. The 
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antifibrinolytic role of TAFI explains elevated levels in thrombosis and TAFIa inhibitors 

are being considered to enhance the tPA-induced lysis of a thrombus(332).  

 

1.4.4.2 Annexin 2 

Structure 

   Annexin 2 (A2) is a calcium-dependent 36kDa aPL-binding protein with a C-

terminal core domain and an N-terminal tail domain (326). The 34 kDa core domain 

consists of four sub-domains that are conserved within the annexin family, whereas the 

N-terminal tail domain is member specific (130,131,496). The C-terminal core 

constitutes the calcium binding site(s) in each of its four subdomains. The N-terminus 

consists of 36 amino acids, with binding sites for protein–protein interactions and post 

translational modification sites that include serine (504) and tyrosine phosphorylation 

(136) as well as N- terminal acetylation.  

Annexin 2 is known to exist in two forms (132,496) (Figure 16). A monomeric 

form with one A2 unit of 36 kDa called A2 monomer (A2m). The monomeric form is 

typical of annexins. A2 also exists in a heterotetrameric form of two A2 units with two 

p11 proteins called A2 tetramer (A2t). The two forms differ in their calcium requirement 

for phospholipid binding leading to differential localization and functions(130). 

Function 

  The A2 function is still being explored and has been implicated in cell 

membrane trafficking, fibrinolysis and signaling. A2 is expressed on a number of 

cell types that include epithelial, endothelial, fibroblast, macrophages and 

spleenocytes (55,60,241,489,496,496). A2 has been demonstrated on the cell 

surface though it lacks a secretory signal for secretion through the endoplasmic 
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Figure 16 Annexin 2 (A2) exists in two different forms, a monomer form 
(A2m), and a heterotetrameric form (A2t) resulting from the non-covalent 
association of two A2m subunits with a p11 dimer.  
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reticulum pathway. In endothelial cells, A2 translocation to the cell surface is 

constitutive and can be induced by stimuli such as thrombin (362). With no 

induction, A2 is translocated to the cell surface within 16 hours of biosynthesis 

(158,161,521). The cell surface A2 is approximately 5% of the total cellular 

A2(343). The A2 distribution within the cell is dependent on the form in which it is 

found.  A2m is mostly in the cytosol and nucleus (70), whereas the A2t is found on 

the inner leaflet of the plasma membrane. This is because A2t can bind aPL at 

intracellular calcium concentrations, but not A2m (353,466). Although, both A2m and 

A2t can mediate membrane aggregation and F-actin binding because of their 

association with aPL at low intracellular calcium concentrations, only A2t can 

participate in membrane fusion. A2m in the nucleus may be involved in DNA 

synthesis by regulating the activity of DNA polymerase α (199,490). The roles for 

A2m and A2t described have not yet been unequivocally established in vivo. Recent 

data have implicated A2 in fibrinolysis (43,159,161), viral infection (253,384) and tumor 

invasion (283). 

A2 in fibrinolysis 

 Many studies have shown that A2 is involved as a cofactor in fibrinolysis 

(43,159,161). It participates in tPA mediated activation of plasminogen to plasmin 

(Figure 17). In vitro binding and kinetic studies using cultured endothelial cells identified 

surface A2 as a coreceptor for both tPA and plasminogen, accelerating tPA mediated 

plasmin generation(43). The C-terminal lysine analog EACA inhibited both binding of 

plasminogen and tPA and plasmin generation suggesting the participation of C-terminal 

lysine residues on A2 (43,161).   

  Further to endothelial cell culture evidence, animal models support a role for A2  
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Figure 17 Cell surface annexin 2 (A2) mediated plasmin generation. A2 
has been identified as an endothelial cell surface coreceptor for 
plasminogen (Pg) and tissue plasminogen activator (tPA). A2 acts a 
cofactor in the tPA dependent Pg activation to plasmin (Pn) leading to 

clot dissolution. 
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as a cofactor in tPA-dependent plasmin generation. In these studies A2 deficient mice 

displayed fibrin deposition in the microvasculature, reduced clearance of injury-induced 

arterial thrombi and reduced cell surface plasmin generation of isolated endothelial cells 

(265). In a rat model of carotid artery injury, pretreatment with recombinant A2 

prevented thrombosis (193). Overexpression of A2 by acute promyelocytic leukemia 

blast cells contributes to a hyperfibrinolytic hemorrhagic state in humans (310,351). 

Finally, in sickle cell disease patients, A2 polymorphism is linked as a risk factor for 

stroke (427).  The recognition of a profibrinolytic cofactor role of A2 has improved our 

understanding of vascular pathology and continued work should lead to better 

treatment.  

A2 in CMV infection 

Numerous studies have implicated A2 in CMV infection. These include binding between 

cell surface A2 and CMV observed for endothelial cells (516), fibroblasts, cancer cell 

lines of epithelial, monocytes and lymphoid origin and increased A2 expression in cells 

was associated with CMV productive infection (345,516). Additionally, A2 was identified 

on the surface of CMV cultured in fibroblasts (384,515).  Finally, a direct role of A2 in 

CMV infection is obtained from experiments using specific A2 antibodies and addition of 

exogenous purified A2. A2 antibody attenuated CMV infection of fibroblasts, and 

addition of exogenous A2 enhanced CMV binding to cells and membrane fusion. 

Further studies from our laboratory determined that addition of exogenous purified p11 

and A2t caused a 4-fold enhancement in CMV cell entry (86). Antibody inhibition of 

endogenous p11 and A2 present on the surface of human foreskin fibroblasts lead 

to an 80% drop in CMV entry and infection (86). Thus, in addition to having a role in 

fibrinolysis that is relevant to my thesis, A2 also participates in viral infection 
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mechanism(s) (253,384), which may conceivably involve plasmin generation.  

Other functions  

A2 has been implicated in cell-cell, cell-matrix interactions, and matrix remodeling. 

It has been shown to bind extracellular matrix proteins including tenascin C 

(55)(45), collagen I (51,513)(148), and fibrin (51)(140) and modulate cells. A2 

association with tenascin C has been shown to regulate cell migration and induce  

mitogenesis enhancing cell proliferation (56). A2 expression is enhanced in a number 

of cancers and cancer cell lines (60,118,489,521). Additionally, in comparison to 

non-metastatic cancer cells, metastatic cancer cells show increased A2 on their 

surface (521). The increased A2 expression along with their ability to colocalize with 

extracellular matrix proteins supports their role in tumor invasion (283).   

Thus A2 has a wide cellular distribution and multiple roles in fibrinolysis, 

extracellular proteolytic activity leading to cellular proliferation, cellular migration 

and contributing to patho-physiology conditions. Its association with viruses leads to 

enhanced infection. Therefore, the role of virus-associated A2 contributing to 

plasminogen activation will be probed in this work. 

 

1.5 Protease activated receptor  

In the current work I have evaluated herpesviruses as a potential enhancer of plasmin 

generation. These viruses have been shown to activate coagulation serine proteases. 

Since plasmin and the coagulation serine proteases are known to modulate cells 

through activation of protease-activated receptor (PAR) (239) a short overview of PARs 

follows.  

  PARs belong to a family of seven-transmembrane domain G protein-coupled 
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receptors (GPCR) (322), with a unique activation mechanism, where they carry their 

own activating ligand. PARs are ubiquitously expressed in multiple cell types, including 

platelets, cardiomyocytes, endothelium, smooth muscle cells, epithelium, fibroblasts, 

hepatocytes, macrophage, lymphocytes, neutrophils, mesangial cells, keratinocytes, 

neurons, astrocytes, oligodendrocytes, and microglia. PARs mediate diverse signaling 

events in multiple systems, including the cardiovascular system, respiratory system, 

gastrointestinal system, immune system, renal system, and nervous system (354).  

 

1.5.1 Structure 

As in Figure 18(A) starting from the N-terminus is an extracellular domain followed by 

seven transmembrane helices and an intracellular C-terminal domain. The seven 

transmembrane (TM1-7) hydrophobic regions give rise to three intracellular loops (ICL1-

3) and three extracellular loops (ECL1-3). The long N-terminal extracellular domain 

constitutes cleavage site for proteases leading to activation and subsequent signaling 

(495). The ECL-2 constitutes the binding site for the new N-terminus that is exposed 

upon cleavage. A disulfide bond between the ECL-2 and TM3 provides stability to PAR 

structure. They mediate signal transduction to extracellular serine proteases like 

thrombin and trypsin. So far, four members (PAR1-4) of this family have been identified 

(2,68,185). 

 

1.5.2 Activation  

Of the four PARs, PAR1 is the most extensively studied. The mechanism of PAR 

activation was initially established for PAR1 (495) and appears to be a general paradigm 
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Figure 18 Protease activated receptor (PAR) structure (A) and activation 
(B). PARs contain seven transmembrane (TM) helices, an extracellular 
amino terminal domain encompassing a signal peptide and a pro-domain 
of, three intracellular loops (ICL1-3), three extracellular loops (ECL1-3) 
and an intracellular carboxy terminal domain couple to G-protein. 
Protease mediated cleavage unmasks a new  N-terminus that serves as 
tethered ligand, binding intramolecularly to the ECL-2 which results in 
transmembrane signal transduction mediated by G- protein Adpated 
from (2) 
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for other PARs. PAR1 activation is mediated mainly by thrombin. The other serine 

proteases that activate PAR1 include FXa, trypsin, granzyme A and plasmin and a 

recent study reported, PAR1 activation by matrix metalloprotease-1 (MMP-1) in breast 

cancer cells (2).  

  The activating proteases cleave PARs to expose a new N–terminus, which 

functions as a tethered ligand (TL) (495) (Figure 18 (B)). The specificity of activation 

depends on the sequence of amino acids that are revealed upon receptor cleavage. 

The TL binds intramolecularly with ECL-2, leading to a conformational change in the 

receptor. This initiates downstream intracellular signaling. PARs can also be activated 

by a short synthetic peptide mimicking the sequence of the TL, called activating 

peptides (AP). PAR APs are a very useful reagent to study activation mechanisms in a 

scenario where more than one PAR is expressed and activated by a common protease 

(377). For example, in the case of human platelets, both PAR1 and PAR4 are 

expressed and activated by thrombin(205). Once activated, PARs are rapidly uncoupled 

from signaling and internalized by phosphorylation-dependent mechanisms. New PARs 

are then delivered to the surface from a preformed intracellular pool or from new protein 

synthesis (67). 

  Like other GPCR, PARs are associated with the heterotrimeric G-proteins α, β 

and γ subunits, which are bound together. In an inactive state, the α subunit is bound to 

guanosine diphosphate (GDP) and upon G protein activation, the GDP bound to the α 

subunit is replaced by guanosine triphosphate GTP (24). This causes a conformational 

change resulting in the dissociation of the α subunit from the γ subunit, activating them. 

  Upon activation, PARs signal through the activated G-protein subunits causing 

downstream activation of several signal transduction pathways (Figure19), which  
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 Figure 19 PAR1 signal transduction. PAR1 couples to Gαi, Gα12/13, and 
Gαq. Gαi inhibits adenylyl cyclase, promoting platelet aggregation. 
Gα12/13 couples to guanine nucleotide exchange factors (GEF), resulting 
in activation of Rho, mediating cytoskeleton responses such as shape 
changes in platelets. Gαq activates phospholipase Cβ to generate 
inositol trisphosphate (IP3), which mobilizes Ca2+, and diacylglycerol 
(DAG), which activates protein kinase C (PKC) and subsequently 
activates mitogen-activated protein kinase (MAPK). MAPK cascades 
mediate a number of cellular responses ranging from granule secretion 
integrin activation to transcriptional responses regulating proliferation. 
Gβγ activate phosphoinositide -3 kinase(PI3-K) and other pathways, such 
as activation of G proteins receptor kinases (GRKs), potassium channels 
(K+), and nonreceptor tyrosine kinases (TK). PI3-K modifies the inner 
leaflet of plasma membrane providing attachment sites for a number of 
host signaling proteins Adpated from (67).  
 

. 
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include multiple kinase pathways- as the phosphoinositide-3 (PI-3) kinase, mitogen-

activated protein (MAPK) kinase, Rho kinases, c-Jun N-terminal kinase and protein  

kinase C (67). PAR1 agonists also activate transcription factors such as nuclear factor-

κB (NF-κB). Activation of NF-κB is mediated by G protein subunits through the kinase 

pathways (376). Consequently, NF-κB is translocated to the nucleus and initiates 

transcription of genes involved in metastasis, survival and angiogenesis, such as 

MMPs, the anti-apoptotic gene Bcl-2, and vascular endothelial growth factor. Of 

functional relevance, it has been shown that PAR1 dependent activation of NF-κB p65 

promotes survival of cancer cells and increases expression of the pro-inflammatory 

cytokines IL-6 and IL-8 (465). 

 

1.5.3 PAR and coagulation factors  

Coagulation proteases are not only responsible for the generation of insoluble fibrin clot 

but are also potent cell modulators that can induce important intracellular and 

extracellular regulatory processes through PARs (96,152,289).  Thrombin mediates its 

effects through cleavage of PAR1 and PAR4, but not PAR2. The upstream TF-FVIIa 

complex can activate PAR2 and FXa has been shown to activate PAR1 and PAR2 

(35,36,392). Further, studies have established that the ternary complex TF-FVIIa-FXa 

can also signal through PAR2 (475). Thrombin released from the cell must rapidly re-

associate in close proximity to the PAR scissile bond (409) to facilitate cleavage prior to 

efficient inactivation by circulating serpins. However, FVIIa or FXa remain cell surface-

localized and concentrated through cofactor or phospholipid interactions proximal to 

PARs (393). In this way PAR activation by coagulation proteases remains localized. 

  Thrombin mediated PAR1 signaling (Figure 20) leads to shape changes in  
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Figure 20 Thrombin mediated PAR-1 signaling. Thrombin increases the 
permeability of the endothelium allowing the exudation of plasma 
proteins and cellular proteins, modulates P-selectin on plasma 
membrane, vWF secretion, chemokine production, NO release, and 
increases cell surface expression of A2 by translocation and TF through 
decryption, trafficking and transcription. Thrombin is also mitogenic 
leading to proliferation and migration of smooth muscle cells. Adapted 
and modified from (69). 
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platelets as well as permeability and migration in endothelial cells. (69,164,224,231). 

PARI activation results in decreased levels of cAMP levels and inhibits adenylyl 

cyclase, an inhibitor of platelet activation. Thus, thrombin can activate platelets through 

PAR1 activation, through decreased levels of adenylyl cyclase and cAMP (69). PAR 

activation up-regulates the functional expression of adhesion molecules on the 

endothelial surface and platelet adhesion occurs (163,204). The platelet procoagulant 

activity that results enhances thrombin generation. Thus endothelial and platelet 

stimulation through PARs is a mechanism of positive feedback in which thrombin 

generation is accelerated (347). Our laboratory also reported thrombin-induced cell 

surface A2 expression that participates in plasmin generation (362). Evidence has also 

been reported that shows A2 presents FXa for more efficient stimulation of cells through 

PAR2 (16).  Both may play a role in viral infection. 

 

1.6 Herpesviruses 

1.6.1 General characteristics 

Herpesviruses are a family of DNA viruses with a core icosahedral nucleocapsid 

(that is approximately 100-300 nm in size). Inside the nucleocapsid is a linear 

double-stranded DNA genome. The nucleocapsid is surrounded by an amorphous layer 

of proteins termed the tegument, surrounded by a phospholipid bilayer envelope (Figure 

21) (146,313). 

The common biological features of the Herpesvirus family include the following: 

1) the genome encodes enzymes that are involved in DNA synthesis, nucleic acid 

metabolism and processing of host and viral proteins. 2) The assembly of new progeny 

virus occurs in the nucleus with subsequent envelopment through cellular membranes;  
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Figure 21 Herpesvirus virion architecture.The virion constitutes the 
envelope, the tegument and the nucleocapsid. The nucleocapsid is 
icosahedral in shape and enclosed within is the viral genome. The 
nucleocapsid is surrounded by  the tegument, an amorphous layer of 
proteins globular structure. Finally, the outermost is the envelope, a 
phospholipid bilayer derived form the host cell that constitutes both viral 
and host  genome encoded  proteins.  
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3) successful infection results in cell destruction, and 4) the ability to form lifelong latent 

infections (404). In cells harboring latent virus, the viral genome is a circular molecule,  

with limited gene expression until the dormant state is broken by poorly understood 

stimulation mechanisms (82,402). 

1.6.2 Herpes simplex virus 

Herpes simplex virus type 1 (HSV1) and type 2 (HSV2) are members of the 

alpha herpesvirus family (19). They are highly prevalent human pathogens with 80-90% 

of the population expressing antibodies to HSV1 by the age of 50, while 20% are 

positive for antibodies to HSV2 by the same age (492).  Predominantly, HSV1 is the 

causative agent of cold sores and HSV2 of genital herpes. HSV1 is transmitted mainly 

by contact with oral secretions; and HSV2 is transmitted by contact with genital 

secretions (519). The classification of HSV1 and HSV2 as exclusively non-genital and 

genital respectively is inaccurate. They are predominantly neurotropic and have the 

ability to establish latency in sensory ganglia (82,312).   

HSV1 and HSV2 have common clinical manifestations that include 

gingivostomatitis labialis, whitlow, keratitis and eczema (432). In immunocompetent 

individuals, HSV infections are mostly restricted to their initial sites of entry i.e., muco-

epithelial cells. However, serious complications can occur in immunosuppressed 

individuals and neonates, as a result of dissemination. HSV dissemination via blood to 

the vital organs can cause HSV hepatitis (7,324) and herpes simplex encephalitis (HSE) 

(219). A recent study reported HSV viremia in individuals with primary genital herpes 

(201). The dissemination is more common in imunocompromised individuals because of 

other preexisting infections, extreme age or congenital defect in immune system. 

Children with congenital disorders of the thymus are also likely to develop unusually 
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severe HSV infection.  As a consequence of dissemination the infection may spread to 

the liver, spleen, lungs and in rare instances to the central nervous system (CNS). HSV 

hepatitis can occur, but confirmed cases are extremely rare (324). Herpes simplex 

encephalitis (HSE) is a relatively infrequent manifestation of HSV infection. It may result 

from a primary, but more commonly upon reactivation of latent infection.  HSE is a 

serious complication and is associated with significant morbidity and mortality when 

there is CNS involvement in neonatal HSV infection (197,219). 

HSV1 and HSV2 share genetic homology (91,298) and a high degree of 

similarity at the molecular level. The genome structure and morphological appearance 

of the viruses are almost identical.  

 

1.6.2.1 Morphology 

Nucleocapsid 

Within the nucleocapsid lies the virus genome, which is predicted to encode 

approximately 80 genes.  The nucleocapsid is a highly ordered structure consisting of 

repeating pentameric and hexameric subunits (525). The capsid itself is made up of five 

different virus-encoded proteins of which VP5 (the major capsid protein) is the most 

abundant (525). The assembly of the capsid proteins occurs in the nuclei of infected 

cells and coincides with replication of the progeny viral DNA (430). Prior to completion, 

the viral DNA is inserted into the capsid. Once completed, the nucleocapsid exits the 

nucleus by budding through the nuclear-membrane and enters the cytoplasm (313,439). 

Tegument 

The tegument is the protein layer in between the viral capsid and the envelope.  

It is non-structured and contains several proteins (154). When the virus uncoats along 
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with nucleocapsid the tegument proteins are released in the cytoplasm. The tegument 

proteins include virion host shutoff (vhs) protein and VP16 protein that take control of 

the cell machinery and subvert it to virion production. The vhs protein rapidly degrades 

the cellular mRNAs disabling host protein synthesis. The VP16 is transcription activator 

that is transported to the nucleus and induces viral DNA transcription (276,327), and 

other tegument proteins are involved in capsid trafficking within the cell.  

Envelope 

The envelope is the outermost layer that surrounds the mature virions. It is made 

up of a phospholipid bilayer that is solely derived from the host cell membrane.  

Strikingly, the virus envelope has higher aPL content than the cell membrane from 

which it is derived (482). Additionally, embedded in the envelope are virus-encoded 

glycoproteins and host cell proteins acquired from the cell upon egress (456,457,515). 

The envelope proteins are important in virus-mediated interactions with the host cells 

and subvert the host defense systems, contributing to the pathology. The envelope 

proteins actively control biochemical processes of the host to facilitate viral replication. 

The viral glycoproteins identify and bind to receptor sites on the host's membrane 

followed by envelope fusion, allowing the capsid and viral genome to enter and infect 

the host (400). In this thesis, the role of herpesvirus envelope proteins in modulation of 

the host hemostatic system is investigated to understand the molecular basis of their 

clinical correlation to vascular diseases.   

 

1.6.2.2 Infection  

Attachment 

The virus infection mechanism begins with attachment of the virus to the host cell. 



 62 

Virus entry into the cell is subsequently mediated through multiple interactions between 

cell surface receptors and viral envelope proteins.  The envelope constitutes more than 

a dozen virally-encoded glycoproteins, of which five of them gB, gC gD, gH and gL are 

known to participate in entry (400). The virus infection involves attachment and entry 

mediated through a sequential interaction of virus surface proteins with a binding 

receptor and entry coreceptor respectively. The first interaction is between virus-

encoded gB (49) and/or gC with cell surface heparan sulfate(HS) (250). HS is a 

glycosaminoglycan (GAG) on cell surfaces,  typically attached covalently to a core 

protein such as syndecan forming a HS proteoglycan. Cell surface HS mediates 

interactions with a variety of extracellular ligands such as growth factors and adhesion 

molecules. Cell surface HS can act as both a binding receptor and entry coreceptor to 

mediate virus infection(381). Infection can be inhibited in cells lacking HS either due to a 

mutation or upon enzymatic digestion. Further, lack of either gC or gB on the virus 

surface reduced HS-mediated binding to cells, while in cases of viruses lacking both gC 

and gB binding was completed inhibited (49,177,178,461). The initial interaction with HS 

facilitates the subsequent interaction of virus gD with entry coreceptors, which include 

herpesvirus entry mediator (HVEM)(508), nectins (170) and 3-O-sulfated heparan 

sulfate (3OS-HS), a modified form of HS (433). The entry coreceptors are structurally 

unrelated. HVEM belongs to the tumor necrosis-factor family (321) and nectins belong to 

the immunoglobulin super family. These unrelated molecules bind gD independently and 

do not act as coreceptors during entry.  A list of interactions for HSV1, HSV2 and CMV 

between virus surface glycoproteins and cell surface molecules that acts as receptors 

and coreceptors for attachment and entry is included in Table 3(170). The molecular 

nature of the association of HSV1 and HSV2 with target cells depends on the host cell 

type, and is a complicated mechanism that is still incompletely resolved. 
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Virus type Virus 

glycoprotein 

Cell surface 

molecule 

Function 

HSV1 gC  HS Attachment 

  gB  HS 

gH/gL Integrin 

gD HVEM Entry 

gD Nectin-1 

gD 3OS-HS 

HSV2 gC HS Attachment  

gB HS 

gD Nectin-1 Entry 

gD 3OS-HS 

CMV gB HSPG Attachment  

gB TLR Entry 

gB Integrins 

gB EGFR 

gO-gH/gL Integrins 

 

 

 

 

 

Table 3 Functional interaction between virus surface glycoproteins and 
cell surface molecules.Numerous virus surface glycoproteins interact 
with cell surface molceules that act as binding receptor and entry 
coreceptors for attachment and entry respectively(170). herpesvirus 
entry mediator (HVEM),  heparin sulphate proteolglycan (HSPG), 3-O-
sulfate heparin sulphate (3OS-HS), epidermal growth factor 

receptor(EGFR) and toll-like receptor(TLR) (170) 
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Entry 

The virus attachment to receptors and entry coreceptors triggers the fusion of virus 

envelope with the host cells plasma membrane, leading to cell entry. This fusion is 

mediated by four virus-encoded proteins: gB, gD, and a heterodimer of glycoprotein H 

(gH)/glycoprotein L (gL) (34,260). gB, gD and gH are integral in membrane fusion, 

while gL is required for proper conformation of gH (190). Consequently, the viral 

capsid containing the viral genome and tegument proteins are released into the 

cytoplasm. The capsid then travels along a microtubule towards the nucleus where it 

docks with a nuclear pore (444). The viral DNA enters the nucleus through the pore 

and circularises before replication (127)(195). Participating in both binding and fusion 

to the host cell, several of the virally encoded proteins are multifunctional and 

dissection of their individual functions has been an experimental challenge. 

Replication 

The viral vhs protein from the tegument rapidly degrades host cell mRNA and also 

promotes synthesis of viral mRNA and DNA (107)(246,441).  Upon delivery to the 

nucleus, the viral DNA is ready to be transcribed and replicated. An important 

characteristic of herpesvirus genomes is that they encode most of the enzymes that 

are involved in DNA synthesis and replication, nucleic acid metabolism and processing 

of host and viral proteins(19). The transcription of herpesvirus proteins is temporal and 

sequential. It involves transcription of three classes of genes: immediate early (α), 

early (β) and late genes (γ) (45). The VP16 tegument protein activates the expression 

of α genes (247). The α genes encode DNA binding proteins and promote transcription 

of β genes. The β genes encode DNA synthesis proteins and promote transcription of 

γ genes. Upon completion of DNA replication, the γ genes encode capsid structural 

proteins and glycoproteins. 
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Assembly  

The synthesized structural proteins are transported back to the nucleus for capsid 

assembly. The newly synthesized viral DNA is inserted into capsids and the 

nucleocapsid then travels into the cytoplasm where tegumentation occurs. An 

envelope is derived from the host cell prior to viral egress (404).  Recent studies 

suggest that herpesviruses undergo a double envelopment process (439). The newly 

assembled nucleocapsid buds through the inner nuclear envelope gaining a temporary 

envelope. The temporary envelope then fuses with the outer nuclear envelope and the 

naked nucleocapsid is released into the cytoplasm. The nucleocapsid then buds into 

Golgi vesicles laden with viral proteins. Upon fusion with Golgi vesicle membrane and 

plasma membrane, mature virions are released (27,470)(200,301). 

 

1.6.3 Cytomegalovirus 

1.6.3.1 Morphology 

CMV belongs to the beta herpesvirus family (401,403). It shares many attributes 

with other herpes viruses, including genome, virion structure, and the ability to cause 

latent and persistent infections. It has the largest genome of the herpesviruses (47). 

Amongst the herpesviruses, the CMV mature virions have the largest diameter of 

~150-200 nm and are known to exist in non-infectious forms that include dense bodies  

and non-infectious enveloped particles (192). The dense bodies lack nucleocapsid with 

some reports suggesting they may also lack viral DNA. The non-infectious enveloped 

particles have nucleocapsid but no DNA. CMV infection characteristics are enlarged 

cells bearing intranuclear inclusions and a long reproductive cycle, which ultimately 

leads to cultured cell rupture and death. 
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1.6.3.2 Pathology 

 CMV exposure is reported in 50-80% of the adult population in North Americans 

and nearly 100% in the developing world (12,39,449).  CMV is an opportunistic 

pathogen, typically not becoming viremic unless an individual is immunocompromised, 

as seen in AIDS patients, organ transplant recipients, immunosuppressive therapy 

recipients and neonates (93,172,197). In neonates, there is CNS involvement and 

severe sepsis that is often fatal. The other complications include severe retinitis in 

AIDS, and subclinical myocarditis in transplant recipients. In short, disseminated CMV 

infection in the immunodeficient state is a complication that increases morbidity and 

mortality.  

 

1.7 Herpesviruses in vascular disease 

1.7.1 Clinical correlations  

 There is abundant epidemiological data spanning over more than three decades 

associating herpesviruses to vascular disease. These include a number of retrospective 

and investigative cohort studies that suggests vascular disease is associated with the 

common herpesviruses, HSV1, HSV2 and CMV.  

 A 2-fold increased risk of myocardial infarction and coronary heart disease 

mortality in HSV1 seropositive patients as compared to HSV1 seronegative has been 

reported (438).  A similar observation was made with an increased risk of 2 and 1.5 fold, 

respectively for CMV and HSV2 seropositivity (526).  Fibrin deposits in the 

microvasculature of mucosal lesions were linked to HSV1 infection (304,417). In 

neonates, severe HSV1 infection was linked to disseminated intravascular coagulation.  

Prior CMV infection was linked to subclinical and clinical arterial thickening (50,341). In 
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immunosuppressed cardiac transplant recipients, a more frequent rejection was 

associated to an active CMV infection, correlated to an accelerated graft 

atherosclerosis. CMV infection was shown to be a strong risk factor for restenosis after 

angioplasty (99,524).  Further,  virus genomes and antigens from both HSV1 and CMV 

have been observed in endothelial and smooth muscle cells of atherosclerotic tissue 

(1,13,72,153,173,174,307-309). In patients with atherosclerosis, activation of both 

platelets and blood coagulation and an increase in fibrin turnover are detectable that 

lead to thrombotic complications. Further, virus genomes in biopsy specimens of 

cerebro-vasculitis of temporal artery have been detected (370). 

When combined with well established risk factors for vascular disease such as, 

smoking (438), hypertension and hypercholesterolemia (341), herpesviruses strongly 

correlated to vascular disease. A report found an increased positive correlation of HSV1 

infection as a risk to cardiovascular disease in smokers (438). Another study observed  

an increased risk of myocardial infarction and cardiovascular death in patients 

seropositive for CMV (odds ratio 1.31) that strongly increased in patients with diabetes 

and CMV seropositive (OR 2.58) (147). Additionally, reports have found that increased 

pathogen burden increased the risk of incident myocardial infarction or death in CHD 

patients and atherosclerosis (103,104,479,526).  The pathogen burden is defined as 

multiple infections in an individual. Although significant, the clinical correlation of 

herpesvirus to vascular disease is relatively weak when evaluated as an independent 

variable. Nevertheless the prevalence of these viruses suggests that they may be an 

overlooked variable toward understanding how to predict the propensity of an 

individual‟s susceptibility to disease severity. Furthermore, herpesviruses offer an 

excellent model for the general contribution of enveloped viruses in vasculopathy, which 
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certain viruses may have even greater involvement. 

The data demonstrating a serological or anatomic association of herpesviruses 

to vascular diseases are not entirely consistent. Although most studies show a more 

significant association with coronary artery disease (CAD) or restenosis, others do not 

(167,431,435). A large multiethnic study of atherosclerosis found that HSV1, HSV2 and 

CMV serostatus had no effect on development of atherosclerosis and incident 

myocardial infarction (459). Also within the studies that found association linking 

herpesvirus infection to adverse cardiac outcomes using serological evidence, at times 

the risk for a particular herpesvirus type was significant, but not so significant for other 

types (438,526). A reason for these discrepancies is assay method, where a negative 

serology does not always rule out prior infection that has cleared. The high 

seroprevalence of herpesviruses, multiple risk factors for vascular disease and in-built 

biases of epidemiological study designs are bound to result in conflicting observations. 

Thus, the independent contribution of herpesviruses to vascular disease may be weak, 

but is more significant in combination with other vascular risk factors and increased 

pathogen burden. Nevertheless, in animal models a direct cause and effect relationship 

of herpesvirus infection to vascular disease was evaluated.  

 

1.7.2. Animal model correlations 

A direct causality cannot be ascertained from the extensive retrospective clinical 

observations. The clinical studies are difficult to control because of the high 

seroprevalence of herpesviruses in the population and the multiple confounding risk 

factors of vascular diseases. Thus, in order to ascertain a direct role of virus 

contribution to vascular diseases, animal models were utilized. A distinct cause-and-
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effect relationship has been established using several animal models of virus infection 

to confirm that herpesviruses accelerate thrombosis and atherosclerosis (109,446,488).  

Atherosclerosis may be considered to be the precursor of CHD. Atherosclerotic plaque 

ruptures lead to new thrombotic events that cause CHD. The pathologies of thrombosis 

and atherosclerosis are intimately connected. 

An avian model of herpesvirus induced atherosclerosis in pathogen free chickens 

was first studied. High serum levels of cholesterol are associated with atherosclerosis. 

Briefly, two groups of normocholesterolemic and hypercholesterolemic chickens were 

infected with an avian herpesvirus, Marek's disease herpesvirus (MDV). Infection with 

MDV resulted in atherosclerosis in both normocholesterolemic and 

hypercholesterolemic chickens, while in the absence of this pathogen none of the two 

groups developed atherosclerosis.  Further, MDV genome was detected in the arteries 

of infected chicken. Similar to lesions in human atherosclerosis, the lesions in chicken 

had extensive proliferation of smooth muscle cells within the intima and increased 

cholesterol ester in aortic smooth muscle cells(108,109).  

In a rat model of induced vascular injury, CMV infection resulted in atherogenic 

lesions and lipid accumulation in the endothelium (446). In a rat solid organ 

transplantation model, acute infection with CMV accelerated transplant vascular 

sclerosis, leading to graft rejection (352). Finally in a mouse model, gamma herpesvirus 

infection resulted in thrombosis (488). Thus, animal models demonstrated herpesvirus 

infection lead to vasculopathy. These animal models allowed to focus on the 

contribution of herpesvirus infection to vascular diseases while controlling for other risk 

factors. Although the atherosclerotic lesions in these animal models bear resemblance 

to human lesions there are certain caveats. Atherosclerosis is typically a chronic 
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condition that develops over decades in humans with an average life span of 75 years, 

whereas, this is induced quickly in experimental animals The average life span of a 

mouse is about 2 years and they are naturally resistant to atherosclerosis. The two 

species differ in their major carrier of plasma cholesterol; low-density lipoprotein for 

humans and high-density lipoprotein in mice. In humans high-density lipoprotein is 

protective against atherosclerosis.  Mice fed their normal low-fat chow diet do not get 

atherosclerosis, while it is a common disease in humans. An important consideration of 

these studies is usage of a relatively high viral dose, which usually exceeds that 

typifying viremia in humans Nevertheless; these independent animal studies 

demonstrate clearly that herpesvirus infection leads to atherosclerosis and thrombosis 

compelling more detailed work on interactions between herpesviruses and the 

haemostatic system. 

 

1.7.3 Cellular basis of virus-induced vasculopathy 

1.7.3.1 Induction of prothrombogenic changes to host cells  

Numerous cell culture studies have reported the ability of herpesviruses to 

convert resting host cells, which are intrinsically anticoagulant to a prothrombotic 

phenotype. Upon CMV(471,472) and HSV1 (105,106,491) infection, resting vascular 

endothelial cells were transformed from a noncoagulant to a procoagulant state. The 

HSV1 induced procoagulant phenotypic changes in endothelial cells include, TF 

expression (486) and rearrangement of phospholipid membrane exposing aPL (491). 

Further, HSV1-infection of cells attenuated inherent anticoagulant properties of resting 

cells, including; 1) reduced expression of TM (486), a cofactor within the Protein C-

dependent anticoagulant pathway; 2) reduced synthesis of HS (210,212), a cofactor 
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within the serpin-dependent anticoagulant pathway; and 3) decreased prostacyclin 

secretion (491), a platelet activation inhibitor.  Compared to HSV1, CMV-induced 

phenotypic cellular changes have not been studied as extensively. The procoagulant 

changes due to CMV include TF expression, rearrangement of the membrane 

phospholipid and the secretion of vWF (471,472,476). Thus virus infection disrupts the 

hemostatic balance between coagulation and anticoagulation of cells to favor thrombin 

production. 

 

1.7.3.2 Induction of atherogenic changes to host cells 

The hallmarks of atherosclerotic plaque (196,309) include smooth muscle cell 

proliferation, adhesion of inflammatory cells and lipid accumulation (196,309). 

Atherogenesis is believed to follow a response to endothelial injury, which exposes the 

underlying arterial smooth muscle cells to stimuli causing them to proliferate 

excessively. The thrombin generated at the site of injury also act as a cell stimulant and 

links sub-clinical CMV or HSV infection to atherosclerosis (304,307,309,486). Research 

is ongoing to better understand abnormal lipid metabolism and the cellular 

abnormalities of lesions in the vascular wall that promote atherosclerosis. 

Recent work has elucidated biochemical mechanisms associating atherogenesis 

and CMV.  Expression of CMV gene products has been linked to smooth muscle cell 

proliferation and accumulation of oxidized low density lipoprotein. The CMV gene 

product, IE84, is capable of binding to the p53 tumor suppressor protein to induce 

smooth muscle cell proliferation (447).  Furthermore, another CMV gene product, IE72, 

triggers the synthesis and expression of the “scavenger” receptor for oxidized low 

density lipoprotein deposition (448,523). The cumulative biochemical evidence provides 

a molecular explanation for the clinical studies. 
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1.7.4 The procoagulant herpesvirus surface 

While highly informative, none of the studies that demonstrated herpesvirus-induced 

thrombogenic and atherogenic changes to host cells eliminated the possibility that the 

virus itself is capable of generating thrombin or other hemostasis proteases, with 

respective functional implications. Thus, our studies showing that the purified HSV1, 

HSV2 and CMV surfaces initiate the coagulation cascade (372,456,456,457) likely 

reveal the earliest step of the mechanism linking viruses to vascular pathology. 

Our laboratory was the first to demonstrate that independent of cells, HSV1, 

HSV2 and CMV activated FX leading to thrombin generation (457). Through electron 

microscopy the demonstration of coagulation initiators TF and aPL on the purified virus 

surface confirmed the procoagulant ability of viruses. Additional studies revealed TF-

independent FX activation on the virus surface (456) (Figure22). The HSV1-gC 

involvement in FX activation was implicated using a gC deficient virus strain (269). The 

gC involvement was confirmed in a purified system with recombinant gC enhancing 

FVIIa mediated activation of FX. Further, our laboratory also demonstrated that 

thrombin, FVIIa and FXa generation is advantageous for virus, as it enhanced cell 

susceptibility to virus infection (455). Moreover, thrombin induced expression of 

endothelial cells surface plasminogen A2, which has been shown to enhance 

membrane fusion leading to increased infection at least for CMV (362,384) (Figure 23). 

Thus, the herpesvirus surface constituents, host cell derived aPL and TF, and virus 

genome encoded gC may initiate coagulation as an early event in vasculopathy (457). 

This suggests that during viremia, especially in immunocompromised individuals, virus 

infection should be a strong independent predictor of vascular disease. 
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Figure 22 Coagulation initiated on herpesviruses. Thrombin generation on 
the surface of herpesviruses is initiated by two independent pathways. 
Tissue factor (TF) and anionic phospholipids (aPL) on the surface of 
herpesvirus acquired from the host cells and virus genome encoded 
glycoprotein C (gC) activate FX to FXa in the presence of FVIIa. 
Additionally the assembly of prothrombinase complex leading to thrombin 
generation.   
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Figure 23 Herpesviruses initiate coagulation to enhance cell infection 
through cell modulation. Thrombin and FXa generated by herpesviruses 
enhanced cell infection through protease activated receptor (PAR) 
signaling. At least for CMV, the enhanced infection is due to increase cell 
surface expression of annexin 2 (A2), receptor for virus entry. A2  is  also 
a fibrinolytic cofactor mediating tPA dependent plasminogen (Pg) 
activation to plasmin (Pn). 
    
. 
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1.8 Rationale 

Prior to work in our laboratory, herpesviruses had been implicated in vascular disease 

at three experimental levels; clinical, animal and cellular. The concept of herpesvirus 

infections causing vascular disease is intriguing because they are highly prevalent in 

the human population and establish a life long latent state. Therefore, these viruses 

have the potential to play a critical role in long-term chronic disease processes, which 

perfectly matches the etiology of vascular disease. As such, these pathogens can be 

found in the walls of affected vasculature and have been shown to modify the host 

cellular phenotype to a procoagulant state. While the pathogenesis of vascular disease 

is multifactorial, herpesviruses are a probable contributors that have been largely 

overlooked as predictors of severity and probability. 

To understand the initiating links between viruses and vascular disease, our 

laboratory is studying direct links between viruses and hemostatic proteins. Previous 

work demonstrated that purified HSV1, HSV2 and CMV possess TF and aPL derived 

from host cells and these induced plasma clot formation  by passing the normal host 

cell regulation of coagulation (457). This provided further biochemical evidence for the 

clinical observations of herpesvirus association with vascular disease. The robust in 

vitro procoagulant activity suggests that herpesvirus infection should be a strong 

independent risk factor for vascular diseases.  

To explain the discrepancy between striking in vitro coagulation potential of 

herpesviruses and their relatively modest independent clinical correlation to vascular 

disease, this thesis work addressed the general hypothesis that the herpesvirus 

envelope constituents activate both coagulation and fibrinolysis, thereby attenuating the 

thrombotic effects of clot formation. The latter was based on the knowledge that the 
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tPA-enhancing cofactor A2 has been reported on at least one herpesvirus, CMV. Our 

earlier work furthermore suggested that thrombin produced by the virus enhanced 

infection by stimulating cells through PAR1. Therefore an extension of the hypothesis 

addressed here is that like thrombin, plasmin also enhances infection.   

1.8.1 Coagulation pathway   

To provide further insight into how herpesviruses initiate coagulation in addition to the 

TF-dependent pathway already established on the virus surface, the first part of this 

thesis investigates the intrinsic and contact pathways as modes by which the virus can 

activate and amplify coagulation. The specific goals were: 

1.  To determine the role of FVIII in amplifying virus-initiated coagulation.  

2. To determine if the virus can facilitate contact pathway-mediated initiation of 

coagulation. 

1.8.2 Fibrinolytic pathway  

To explain why herpesvirus infection is only a weak independent predictor of vascular 

risk despite the strong in vitro procoagulant activity of purified viruses, herpesvirus 

mediated fibrinolysis was studied. The possibility that herpesvirus associated A2, known 

to be on at least CMV (384,515), or other virus constituents participate in fibrinolysis  

was investigated.. The specific goals were: 

1. To determine if purified viruses enhance plasmin generation and whether A2 

plays a role.  

 2. To determine whether purified viruses enhance fibrin clot lysis. 
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2. METHODS 

2.1 Reagents 

Normal plasma, pooled normal plasma, congenital FVIII deficient plasma and congenital 

FVII deficient plasma (George King BioMed, Overland Park KS), corn trypsin inhibitor 

(CTI), human factor XII (FXII) and anti-FXI monoclonal antibody (mAb) (5061; 

Haematologic Technologies Inc, Essex Junction VT), human PK (PK) (Enzyme 

Research Laboratories, South Bend, IN), anti-FXII heavy chain mAb (B7C9; Affinity 

Bioreagents, Rockford IL), anti-PK mAb (13G11; Abcam, Cambridge MA), and APTT 

reagent (Organon Teknika Corp., Dublin Ireland) were obtained commercially. Anti-A2 

FVIII mAb (#413) (271) and purified recombinant FVIII (rFVIII) were produced as 

reported (168).  

 

2.2 Proteins 

Recombinant tPA (Genentech San Francisco, CA, USA ), Human plasma derived Lys-

plasminogen, plasmin, thrombin (Haemtologic Technologies, Essex Junction, VT, USA), 

fibrinogen (Enzyme Research Laboratories, South Bend, IN, USA), mouse monoclonal 

anti-A2 antibody (Invitrogen, Camarillo, CA, USA), aprotinin (Calbiochem, Gibbstown, 

NJ, USA), and epsilon aminocaproic acid (EACA) (Sigma, Oakville, ON, Canada) were 

purchased commercially. Recombinant A2 (Dr. David Waisman, Dalhousie University) 

and recombinant plasminogen activator inhibitor (PAI-1; Dr. Thomas Podor, University 

of British Columbia) were kind gifts.  

 

2.3 Virus preparation  

HSV1, HSV2 and CMV were cultured in various cell lines, purified by ultracentrifugal 
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density techniques and quantified by electron microscopy as follows. HSV1 NS is a low-

passage clinical isolate (117). A strain of NS has been produced in which gC was 

removed and then restored (RNS) and is essentially identical to NS (116). 

  HSV1 NS strain was propagated in African green monkey kidney cells (Vero, 

ATCC CCL-81)  (403), referred to as HSV1/V, and Human umbilical vein endothelial 

cells (HUVEC, ATCC CRL-1730) referred to as HSV1/E. HSV1 RNS was propagated in 

A7 melanoma cells (the cells were a kind gift from Dr. Wolfram Ruf, Scripps Research 

Institute, La Jolla, CA) and referred to as HSV1/M. A well-characterized laboratory 

strains of CMV (AD169) was propagated in human foreskin fibroblasts (HFF, ATCC 

CRL-2056), termed CMV/F. HSV2 strain G (Advanced Biotechnologies Inc., Columbia, 

MD, USA) was propagated in African green monkey kidney cells (Vero, ATCC CCL-81), 

referred to as HSV2/V.  

Cells were grown to approximately 85% confluent in T175 culture flasks at 37°C in an 

atmosphere of 5% CO2 and then inoculated with individual virus strains. Mature virus 

was harvested from the clarified infected cell supernatant at 23,000 X g. Virus pellets 

were then resuspended in hepes (N-[2-Hydroxyethyl] piperazine-N1-[2-ethanesulfonic 

acid]) buffered saline (HBS) and subjected to ultracentrifugation at 200,000 X g through 

a 10/30/60% stepwise sucrose gradient (456). The virus band was removed, pelleted 

and resuspended in HBS, then frozen at -80°C. All virus preparations were purified and 

evaluated for quality and quantified to derive virus particle number per millilitre (vp mL−1) 

by negative staining electron microscopy (372). Less than 10% of particles in the virus 

preparations were attributed to cellular debris. 
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2.4 Cell culture 

Vero cells were grown in Medium 199 supplemented with fetal calf serum (5%) and 

gentamycin (2 g mL−1) (Gibco). Once complete monolayers were formed (4 to 6 days), 

Experiments were conducted on Vero up to and including passage 10. Human foreskin 

fibroblasts (HFF, ATCC CRL-2056) were obtained from American Tissue Cell Collection 

(ATCC, Manassas, VA, USA), and grown in Basal Medium Eagle containing BCS (5%), 

glutamine (14 M), and gentamycin (2 g mL−1) (complete media) (Gibco). For 

maintenance, cells were split at a ratio of 1:6 every 6–7 days. Experiments were 

conducted on HFF up to and including passage 13. HUVEC were obtained from ATTC 

(CRL-1730) and maintained in complete media: Iscove‟s Modified Dulbecco‟s Medium 

supplemented with FBS (20%), glutamine (14 M), gentamycin (2 g mL−1), fungizone 

(2.5 µg mL−1) (Invitrogen), heparin (20 U mL−1), and endothelial cell growth supplement 

(ECGS; 20 g mL−1, BD, Mississauga, ON, Canada). Cells were split at a ratio of 1:4 

every 3 days into 0.2% gelatin-coated flasks or 24-well plates. Experiments were 

conducted on HUVEC up to and including passage 10. A7 were grown in Earl‟s 

minimum essential medium (EMEM) supplemented with newborn calf serum (8 %), FBS 

(2%), glutamine (2 mM), HEPES (10 mM) and geneticin (500 g mL−1) (Invitrogen). 

 

2.5 Clotting assays 

FVIII: In manual tilt clotting assays, purified HSV1 (at indicated concentrations) and 

constant aPL (50 M; small unilamellar vesicles (SUV) composed of 75%:25%, L-alpha-

phosphatidylcholine:L-alpha-phosphatidylserine) (235) were incubated for 5 minutes at 

37°C with either 1) congenital FVIII deficient plasma in the presence or absence of 
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rFVIII or 2) normal plasma in the presence or absence of anti-FVIII mAb. At this point 

pre-warmed CaCl2
 (20 mM) at 37°C was added to initiate clotting. All reagents were 

diluted to final concentrations in Hepes buffered saline (HBS; Hepes, 20 mM; NaCl, 150 

mM; pH 7.2). 

Contact pathway: To preclude the participation of the extrinsic pathway of 

coagulation, congenital FVII-deficient plasma was used in manual tilt clotting assays as 

above except HSV1 was kept constant (3.3 x1010 vp mL-1) in the presence or absence 

of CTI,  anti-FXII mAb (1 µM), anti-PK mAb (0.45 µM), anti-FXI mAb (13.3 nM) or 

isotype control mAb.  TF on the HSV1 surface was inhibited using anti-TF mAb to 

determine whether trace amounts of FVII in congenital FVII deficient plasma contribute 

to procoagulant activity. aPL was excluded from the reaction mixture to avoid virus-

independent autoactivation of FXII activation.  

 

2.6 Blotting assay 

2.6.1 Antibody blotting for FXII  

Purified FXII (0.5 μM) was incubated with or without HSV1 (3.3 x1011 vp mL-1) in 

the presence or absence of PK (0.3 µM) at 37ºC. At zero and 15 minutes incubations, 2 

μL were added to Laemmli sample buffer and were electrophoresed on 8% SDS-PAGE 

under reducing conditions. The electrophoretic pattern was transferred to a 

polyvinylidine difluoride (PVDF) membrane (Millipore, Mississauga, ON, Canada), 

blocked with 5% skim milk, 0.05% Tween-20, pH 8.0 in HBS and then incubated with 

100 ng mL-1 anti-FXII. After washing, the PVDF membrane was incubated with a 

secondary Ab, a horseradish peroxidase-conjugated goat anti-mouse antibody (Jackson 

ImmunoResearch, West Grove PA) for 60 minutes and again washed.  Antigen was 
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detected using ECL-Plus chemiluminescent reagent (GE Healthcare, Piscataway, NJ, 

USA) followed by documentation using a ChemiGenius2 image analyzer (PerkinElmer, 

Woodbridge, ON, Canada). Molecular weight markers (Precision Plus) were from Bio-

Rad, Mississauga, ON, Canada. 

 

2.6.2 Antibody blotting for A2 

A 10 μl final volume of purified herpesvirus (5x1011 vp mL-1) in HBS and Laemmli 

sample buffer were subjected to 10% sodium dodecyl sulfate polyacrylamide 

electrophoresis (SDS-PAGE) under reducing conditions, transferred to PVDF 

membrane and blocked as above and then incubated with 0.6 nM anti-A2 Ab 

(Invitrogen) for 60 minutes at room temperature. The PVDF membrane was washed, 

incubated with a secondary antibody, again washed and antigen was detected as 

described earlier. The electrophoretic location of A2 was confirmed by comparison to 

purified rA2 and molecular weight markers. 

 

2.6.3 Ligand blotting for plasminogen  

Purified virus (5x1011 vp mL-1) was subjected to SDS-PAGE under reducing conditions, 

transferred to PVDF and blocked, as above. After washing, the PVDF membrane was 

incubated with horseradish peroxidase-conjugated plasminogen (Plasminogen-HRP, 1 

nM) using Lightning Link reagent (Innova Biosciences, Cambridge, UK), for 60 minutes 

and again washed. Plasminogen-HRP binding to bands was detected and the apparent 

molecular weights of bands were estimated using molecular weight markers, as above.  
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2.7 Plasmin generation assay  

The tPA mediated activation of plasminogen was followed at room temperature in HBS; 

with 0.1% polyethyleneglycol (PEG) (HBS/PEG) in flat bottom 96 well microplates 

(Corning Incorporated, Corning NY, USA) using a Amax micro plate reader (Molecular 

Devices). Purified virus at various concentrations was incubated with Lys-plasminogen 

(0.5 µM), tPA (10 nM) and CaCl2 (2mM) in HBS/PEG in a final reaction volume of 10 μL. 

The amount of plasmin generated after  30 minutes incubation at room temperature was 

monitored using the chromogenic substrate, (H-D-Val-Leu-Lys-p-Nitroaniline 

dihydrochloride) (S-2251; 200 μM) (Chromogenix, Milano, Italy). Standard curves of S-

2251 cleavage by known amounts of purified plasmin were used to determine the 

concentration of plasmin formed in each experiment. To evaluate the contribution of 

tPA, varying amounts of tPA (0-10nM) were incubated with Lys-plasminogen (0.5 µM), 

CaCl2, (2 mM) with or without virus (1011 vp mL-1). In control experiments, each 

component of the reaction mixture was individually omitted and the amount of plasmin 

generated was determined. To investigate the involvement of A2 in plasmin generation 

by viruses, virus were preincubated with anti-A2 antibody (50 nM) (Invitrogen) or non-

immune mouse Ig (Sigma) at 37°C for 1 hour. To determine virus-mediated 

plasminogen activation independent of exogenous tPA, virus (1011 vp mL-1) and Lys-

plasminogen (0.5 µM) together or alone were preincubated at 37°C for 2 hours and 

plasmin generated was measured. In this and other experiments, EACA was used to 

assess the dependence of plasmin generation on C-terminal lysine.  
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2.8 Fibrinolysis assay 

The final concentration of reagents in fibrinolysis assays using purified proteins was 

fibrinogen (3 μM), Lys-plasminogen (0.6 μM), CaCl2 (5 mM), tPA (1 pM), and virus (1011 

vp mL-1) in HBS/PEG. Clotting was initiated with thrombin (3 nM). The experiments 

were conducted at room temperature in Costar 96 well flat bottom microplates, which 

were sealed to prevent evaporation. The clot turbidity was monitored at 405 nm using a 

kinetic microplate reader (VMax, Molecular Devices). The time required to achieve 50% 

lysis was determined by an inverse sigmoidal fit of the averaged data using GraphPad 

Prism 4 software(462). 

 

2.9 Plasmin-dependent plaque assays 

The effect of plasmin on HSV infectivity was determined by standard plaque assays in 

human umbilical vein endothelial cells (HUVEC, ATTC, CRL-1730) as previously 

described (455). Prior to inoculation, cells were washed once with phosphate buffered 

saline (PBS) and serum free media (SFM) supplemented with 1 mg mL-1 BSA 

(SFM/BSA). After washing, cells were simultaneously inoculated with a fixed amount of 

virus and varying amounts of plasmin diluted in SFM/BSA (200 µL per well). Following 

90 minutes at 37oC, the inoculum was removed and cells were washed and replaced 

with reduced serum media.  After 24 hours post infection, the cells were stained to 

derive the number of productive infectious events (plaques). To maintain the integrity of 

the cell monolayer the initial number of plaques for each virus was relatively low (2 - 5). 

Alternatively, the effect of plasmin on CMV infection was monitored using human 

foreskin fibroblasts (HFF, ATTC, CRL-2056) because HUVEC are not permissive to this 

strain. The data were corrected for the number of plaques detected in the absence of 

added enzyme, taking into account any enzyme-independent infection.  
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3. INVOLVEMENT OF THE CONTACT PATHWAY AND INTRINSIC PATHWAY IN 

HERPES SIMPLEX VIRUS-INITIATED PLASMA COAGULATION. 

 

3.1 Background  

Herpesviruses establish a life long latency, exposing the host to recurrent infections 

(405) and have been implicated in vascular disease (100). The considerable clinical 

evidence (104,304,341,363,417,438,524) is corroborated by animal studies 

(109,446,505) and has been attributed to the cumulative biochemical changes of 

infected cells (156,492). Thus, the hemostatic balance between coagulation and 

anticoagulation associated with the cell is altered by the virus to favor thrombin 

production,  

The thrombin generation is initiated by the “extrinsic” pathway of coagulation. The 

pathway is initiated upon exposure of extrinsic TF and aPL to plasma clotting FVIIa. As 

a ternary complex, the FVIIa/TF/aPL tenase functions to activate FX to FXa. FXa is the 

only known physiological protease that converts prothrombin to thrombin, the critical 

step in coagulation. Availability of TF and aPL are restricted to sites of vascular damage 

by the cell. In contrast, TF and aPL acquired from the host cell are constitutively 

accessible on the envelope surface of several herpesviruses, including herpes simplex 

virus type 1 (HSV1) (457). These viruses consequently initiate thrombin production 

through an endogenous extrinsic pathway (269,455-457). FX activation by FVIIa on the 

virus is furthermore accelerated by another transmembrane protein, glycoprotein C (gC) 

(456). Unlike TF, gC is encoded by the HSV1 genome. These mechanisms bypass the 

pivotal cell-mediated control of the extrinsic pathway of coagulation and may be the 
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earliest stage connecting these viruses to vascular pathology.  

While the extrinsic pathway of coagulation initiates normal hemostatic thrombin 

production, the “intrinsic” pathway is essential for amplification over the anticoagulant 

threshold of plasma. The fundamental cofactor within the intrinsic pathway is factor VIIIa 

(FVIIIa), which accelerates FXa generation by factor IXa (FIXa) as part of the respective 

tenase complex, FVIIIa/FIXa/aPL. It is generally accepted that products of the extrinsic 

pathway, FVIIa, and thrombin, feedback activate the non-functional precursors, factor 

VIII (FVIII), factor IX (FIX) and factor XI (FXI). However, under certain conditions the 

intrinsic pathway can also be triggered by the contact pathway through autoproteolytic 

activation of factor XII (FXII) or reciprocal activation of FXII and PK (PK) on a negatively 

charged surface (391). The functional form of FXII (FXIIa) produces activated factor XI 

(FXIa), which feeds into the intrinsic pathway by generating FIXa. However, FXII 

deficiency is not linked to spontaneous bleeding (233). The contact pathway activation 

of FXII normally  has no role in normal hemostasis but is thought to contribute during 

severe trauma and thrombosis (125,186,387). Unlike for other protein complexes in 

coagulation, aPL is not the obligate anionic surface for assembly of the contact pathway 

proteins. Diatomaceous earths, kaolin or glass may facilitate surface-dependent FXII 

activation and are the basis of the activated partial thromboplastin time (APTT) clotting 

assay. Thus extrinsic and intrinsic pathway function can be dissected in plasma 

depending on the type of initiator.  

 

3.2 Rationale and hypothesis 

Previous work in our laboratory demonstrated the FVIIa-dependent coagulation activity 

on the virus surface as a molecular level explanation of early virus contribution in the 

development of vascular disease.  Additionally, the study provided a direct evidence for 
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the presence of extrinsic pathway constituents; TF and aPL on the surface of 

herpesviruses. However, it is unknown whether the intrinsic pathway and the upstream 

contact pathway are also involved in HSV1-initiated plasma clotting. Hence, the 

hypothesis that in addition to the already established TF dependent pathway FVIII and 

contact pathway proteins are utilized by viruses to trigger plasma clotting.  

 

3.3 Results 

3.3.1 FVIII enhances HSV1-mediated plasma clotting 

In normal hemostasis, FVIII is the essential cofactor that functions to augment FXa 

generation initiated by the extrinsic pathway. To evaluate whether FVIII is also 

important to enhance coagulation triggered by the known TF on the HSV1 surface, the 

effect of adding rFVIII to congenital FVIII deficient plasma was evaluated. During 

viremia, the HSV1 genome copy number ranges from approximately 106 to greater than 

109 mL-1 (220,497) and may by locally concentrated at primary sites of propagation or 

when bound to the host cell surface. Figure 24(A) shows that at less than ~108 vp mL-1, 

rFVIII enhanced HSV1-mediated clotting in FVIII-deficient plasma. Above ~108 vp mL-1, 

clotting was independent of FVIII, which is likely due to the TF on the virus surface and 

resultant overwhelming contribution of the extrinsic pathway of coagulation.  

A similar observation was made when normal pooled plasma was added to multi-

donor plasma immuno-depleted of FVIII (Figure 25).  Immuno-depleted plasma are 

prepared using multiple antibodies to FVIII. Commercial FVIII immuno-depletion may 

result in incomplete removal of FVIII. Additionally, other proteins may be concomitantly 

removed that include vWF, carrier of FVIII and non-specific binding of non-targeted 

proteins to the specifically depleted protein and to the depletion matrix. Studies have 
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reported that immuno-depletion of FVIII results in 25% dilution for other plasma factor  
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Figure 24 FVIII enhances HSV1-initiated plasma clotting. HSV1-initiated 
clotting times were determined for (A) congenital-deficient FVIII plasma 
(■), with 0.5 nM (▲) or 2 nM (●) rFVIII and (B) normal plasma in the 
absence (●) or presence of inhibitory FVIII mAb (50 nM) (■). HSV1/V was 
incubated with the respective reagents and SUV (50 μM) for 5 min at 37°C 
followed by the addition of Ca2+(20 mM). Timing was stopped at 500 s 
(n = 3; ± standard deviation (SD) is smaller than the size of symbols.) 
Inset: Without additional aPL, clotting times were determined (as above) 
for immuno-depleted FVIII pooled plasma (a, b) and normal pooled plasma 
(c, d) in the absence (a, c) or presence (b, d) of 109 vp mL−1 as initiator. 
Timing was stopped at 300 s (n = 2, ± SD). 
    
. 
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Figure 25 Plasma enhances HSV1-initiated clotting of FVIII-
immunodepleted plasma. Increasing concentrations of purified HSV1/V 
were added to normal human plasma (●) and phospholipid (50µM). 
Following a 5 minute preincubation at 37°C, calcium (20 mM) was added 
and the time to clot formation was determined. Identical experiments were 
also conducted using either normal plasma or immuno-depleted FVIII 
plasma (■) or FVIII-immunodepleted plasma plus 20% normal plasma as a 

source of FVIII (▲). (n=3;  standard deviation). 
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levels (348) and also that fibrinogen levels are reduced (460). In short, these 

observations raise concerns about the validity of the quantitative representation of the 

other plasma factor when only the immuno-depleted plasma is analyzed. Therefore, 

congenital FVIII deficient plasma from a severe hemophilia A patient with FVIII <1% and 

no FVIII inhibitor is ideal, but is difficult to have a steady supply from the same individual 

at all times. The hemophilia patients receive frequent FVIII replacement and 

consequently FVIII inhibitors develop in 80%of them. 

Effective formation of t he FVIIIa/FIXa complex requires aPL, which is known to be 

on the virus envelope surface (457). To avoid limiting the available aPL at low HSV1 

concentrations, SUV was added in excess. In the absence of added SUV, the inset to 

Figure 24(A) shows that FVIII continues to enhance HSV1-initiated clotting. Since our 

previous report showed that aPL is associated only with the virus in our purified 

preparations (457), these results imply that assembly of intrinsic pathway constituents 

must be directly on HSV1. 

To corroborate the FVIII-deficient plasma experiments, the effect of an inhibitory 

anti-FVIII mAb in normal pooled plasma was evaluated. Figure 24(B) further 

demonstrates the involvement of FVIII in HSV1-initiated clotting in normal plasma by the 

prolongation of clotting times due to anti-FVIII mAb. As in Figure 24(A), concentrations 

of HSV1 less than ~108 vp mL-1 demonstrated dependence on FVIII. 

 

3.3.2 HSV1 initiates the contact pathway 

The intrinsic pathway of coagulation can be initiated by activation of the contact 

pathway in addition to the extrinsic pathway. To investigate a possible contribution of 

the contact pathway in HSV1-mediated clotting, the involvement of the extrinsic 
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pathway of coagulation was precluded by using congenital FVII deficient plasma. In 

these experiments, no SUV were added so that contact pathway protein complex 

assembly was forced to the negatively charged virus surface. With a 5 min reaction 

preincubation, HSV1 concentrations greater than 3.3 x 1010 vp mL-1, clotting was 

initiated independent of FVII (Figure 26A). Under these conditions, HSV1 produced a 

titratable decrease in clotting time, demonstrating extrinsic pathway-independent 

enhancement of coagulation. 

The contact pathway of coagulation requires activation of FXII to FXIIa. CTI is an 

inhibitor selective for FXIIa (184) as it is shown to prolong APTT but not PT in normal 

plasma (379). Therefore, the effect of CTI (184), on HSV1-initiated clotting in FVII-

deficient plasma in the absence of added SUV was investigated. As shown in Figure 

26(B), increasing concentrations of CTI resulted in a dose-dependent increase in the 

clotting time. These results indicated that HSV1 promotes initiation of the contact 

activation pathway. 

To confirm that the effect of CTI was due to contact pathway inhibition during 

HSV1-triggered clotting of FVII-deficient plasma, immuno-inhibition was conducted. 

Commercial FVII deficient plasmas obtained from individual donors with congenital 

deficiency and have considerably different clotting times. Because the same donor 

plasmas were not available for all of our experiments, the results shown in Figure 27 

compare the clotting time of no mAb subtracted from that of anti-FXII mAb, anti-PK mAb 

or anti-FXI mAb. Each of the three mAbs we evaluated significantly prolonged clotting 

times (P<0.05) induced by HSV1 in FVII-independent plasma. In each case non-

immune isotype control mAb had an insignificant effect compared to no mAb (P>0.1). 

Furthermore, TF on the HSV1 surface was inhibited using an anti-TF mAb to exclude  
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Figure 26 HSV1 initiation of plasma clotting through the intrinsic pathway 
is attenuated by corn trypsin inhibitor (CTI). Clotting times were 
determined by (A) preincubating congenital FVII-deficient plasma with 
HSV1/V for 5 min at 37 °C in the absence of SUV followed by the addition 
of Ca2+ (20 mM) and (B) incubating HSV1/V (3.3 × 1011 vp mL−1) with 
congenital FVII-deficient plasma as in A, except in the presence of CTI 
(n = 3; ± SD was smaller than the size of symbols). 
 



 92 

 

In
c

re
a

s
e

 in
 c

lo
tt

in
g

ti
m

e
 (

s
e

c
)

15

75

60

45

30

*

*

*

   

A

B

C
lo

tt
in

g
  

ti
m

e
 

(s
e

c
)

350

330

310

290

270

 

Figure 27 HSV1 initiates the contact phase of coagulation. (A) HSV1/V 
(3.3 × 1011 vp mL−1) was used to initiate clotting of congenital FVII-
deficient plasma as described in Fig. 26, except in the absence or 
presence of inhibitory anti-FXII (1 μM), anti-PK (0.45 μM) or anti-FXI 
(13.3 nM) antibody (n = 3; ± SEM). P-values; * indicates significant 
increase in clotting time over no Ab (n=3, mean ±SEM, t-test, P <0.05) and 
§ indicates no significant difference in clotting time for control antibody 
over alone (n=3, mean±SEM, t-test, P>0.1) (B) HSV1/V (3.3 × 1011 vp mL−1) 
preincubated with anti-TF antibody (0.25 μM) was used to initiate clotting 
of congenital FVII-deficient plasma as described above. The absolute time 
are represented with no significant difference between anti-TF, control 

antibody and no antibody (n=3, mean±SD, t-test, P>0.1). 
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the possible contribution of trace amounts of FVII in congenital FVII deficient plasma. 

The TF inhibition resulted in clotting times lower than that seen with no antibody but not 

significant (P>0.1). The absolute clotting times for these are represented in Figure 27 

(B). These findings provide additional evidence that the contact pathway activation 

complex between FXII and PK and activation of FXI is involved in HSV1-mediated 

plasma clotting. 

To directly demonstrate that HSV1 facilitates proteolytic conversion of FXII to 

FXIIa, purified FXII, with or without PK and HSV1 were incubated together at 37ºC. In  

plasma it has been estimated that <0.1% of total FXII requires activation to initiate clot 

formation (46,150). Due to the sensitivity of the mAb used to detect FXII/XIIa in our 

purified experiment, it was necessary to allow much more to accumulate. Under these 

conditions, the FXII/XIIa-specific western blot presented in Figure 28 shows that HSV1 

significantly enhanced FXII activation, and that enhancement by PK was required. 

 

3.4 Discussion 

Blood coagulation is initiated when vascular damage triggers the exposure of cellular 

TF and aPL. Accessibility of these to plasma enables recruitment and activation of the 

protease FVIIa and assembly of the ternary FVIIa/TF/aPL extrinsic pathway tenase. The 

extrinsic tenase is required for initial FXa production (179). Thus, it is well established 

that cells regulate and localize the normal hemostatic response to vascular injury (399). 

In contrast to the cell-based dogma for initiating coagulation, we previously reported 

that HSV1 has endogenous TF and aPL on its envelope surface that facilitate 

constitutive FX activation in the presence of FVIIa (457). Additional to host-derived TF, 

we have also identified virus-encoded gC as contributing to FVIIa-dependent FXa  
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 Figure 28 HSV1 mediates activation of FXII in the presence of 
prekallikrein. Purified FXII (0.5 μM) alone or with prekallikrein (PK) (0.3  
μM) in the presence or absence of HSV1/V (3.3 × 1011 vp mL−1) was 
incubated at 37 °C. At time zero (A) and at 15 min incubation (B), 2 μL of 
the reaction mixture was run on SDS-PAGE under reducing conditions 
and evaluated for FXIIa generation by Western blot. Time zero reaction 
components were directly added to the SDS-PAGE sample buffer. The 
positions of molecular weight markers, FXII and FXIIa are shown. 
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generation on HSV1 (456). Through TF, aPL and gC, the virus can consequently 

bypass the important barrier to clot formation that is imposed by cells (339,487). In 

normal plasma, the TF-independent intrinsic tenase, consisting of the cofactor FVIIIa 

and protease FIXa bound to aPL, is known to be critical to amplify FXa production 

beyond the physiological anticoagulant barrier. Our previous studies revealing FVIIa-

dependent FX activation on HSV1 precluded a potential contribution of FVIIIa because 

purified proteins (269,456,457) or a relatively high concentration of virus in plasma were 

used (457). Therefore, in the current study we addressed the hypothesis that HSV1 not 

only activates clotting through the extrinsic pathway in plasma, but also promotes 

intrinsic pathway activation. Indeed, we now report that HSV1-induced clotting is further 

elaborated by contributions from the pivotal intrinsic pathway cofactor, FVIII. This 

conclusion was supported by enhanced HSV1-triggered clot formation in FVIII-deficient 

plasma when purified FVIII was added, and attenuation in normal plasma by an 

inhibitory FVIII mAb (Figure 24). As predicted, the FVIII-dependence of HSV1-initiated 

clotting was obscured at high concentrations of HSV1 when the extrinsic pathway 

originating from viral TF can generate sufficient FXa without the need of amplification by 

the intrinsic pathway. Assembly of the intrinsic FVIIIa/FIXa complex requires the 

availability of aPL. HSV1-induced clotting was enhanced by FVIII without supplementing 

the aPL. Therefore, assembly of the intrinsic tenase must occur directly on the aPL-

containing virus envelope (457). These results demonstrate that assembly of both the 

intrinsic and extrinsic tenases are initiated on HSV1 leading to clot formation. A model 

combining our current and previously reported observations is presented in Figure 29. 

The intrinsic pathway is generally accepted as being activated by proteases 

produced through the extrinsic pathway; FVIII is feedback-activated by either thrombin  
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Figure 29 Coagulation initiated by HSV1 involves the contact, intrinsic and 
extrinsic pathways. Our previous work has shown that host cell-derived 
TF and aPL and virus-encoded gC enhance FXa generation by FVIIa on the 
HSV1 envelope. The current results show that coagulation can also be 
triggered by the virus independent of FVIIa through contact activation 
involving FXII and PK, and formation of the FVIII-dependent intrinsic 
tenase.  
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or FXa, and FVIIa crossing into the intrinsic pathway by directly activating FIX. FIX can 

also be indirectly feedback-activated by thrombin through activation of FXI. However, 

the upstream contact pathway can completely circumvent the extrinsic pathway by 

initiating the intrinsic pathway independent of TF and FVIIa. The contact pathway is 

initiated when FXII and PK bind to an appropriate anionic surface, such as aPL. FXII 

can then be activated by autoproteolysis or by activated PK, to kallikrein (KK), which 

ultimately leads to consecutive FXI and FIX activation(421,499). The results presented 

here show that purified HSV1 can initiate coagulation even in the absence of FVII and 

therefore independent of the tenase cofactor function of TF on its surface. Attenuation 

of FVII-deficient plasma clotting by an inhibitor of FXIIa (CTI) (Figure 26B) and a 

specific FXII mAb (Figure 27) demonstrated the involvement of FXII. FXIIa activates 

FXI, whose involvement in the virus model was confirmed by an increased clotting time 

in the presence of inhibitory anti-FXI mAb (Figure 27).   

To determine if HSV1 can directly activate FXII, purified protein was combined with 

HSV1. No FXIIa was detectable unless purified PK was also present. Since the purified 

virus was the only added source of anionic surface in these experiments, a model 

(Figure 29) is proposed wherein the FXII and PK complex formation directly on the 

virus. The involvement of PK was further supported by prolongation of clotting by a PK 

mAb. These observations demonstrate that the surface of HSV1 can initiate clotting 

through the contact pathway.  

Contact activation of coagulation is unlikely to be involved in normal hemostasis 

because deficiencies do not result in a spontaneous bleeding diathesis (17). However, 

an involvement in coagulation has undergone recent re-evaluation. Animals deficient in 

proteins responsible for contact activation of the intrinsic pathway are protected from 
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experimental induction of thrombosis (125,387), suggesting a role in pathology. Contact 

activation may also contribute to thrombotic risk in surgical procedures involving 

medical polymers (e.g. catheters), which expose plasma to a surface suitable for FXIIa 

generation (186). Thus contact activation may not play a critical role in a hemostatic 

response to vascular injury, but appears to be a criterion in development of thrombotic 

occlusion. The current report shows that the HSV1 surface facilitates intrinsic pathway 

complex assembly and suggests that blood-borne enveloped viruses may be a further 

route for participation of the contact pathway in pathology. 

Our previous work has provided an explanation for why HSV1 has evolved to 

initiate coagulation (269,456,457). Extrinsic pathway-mediated thrombin production due 

to the virus was found to increase infection through PAR1 on host cells (455). The 

model emerging from the current work suggests the virus envelope has been designed 

to efficiently initiate coagulation protease activation through multiple routes including the 

contact, intrinsic and extrinsic pathways and a pathway involving virus-encoded gC 

(Figure 29). FVII-independent stimulation of plasma clotting required a relatively high 

virus concentration. Therefore the observed acceleration of coagulation by FVIII at low 

HSV1 is conceivably through assembly of extrinsic tenase on the virus surface, the 

products of which cross-over to activate FVIII and FIX. As virus load increases during 

viremia, direct contact pathway activation would predictably further augment 

coagulation. In addition to our studies on HSV1, HSV2, and CMV (372,456,457), 

enveloped viruses, have also been implicated in vascular disease by others, including 

HSV1 (438), CMV (445,522), human immunodeficiency viruses 1 (HIV1) and 2 (HIV2) 

(503,514), hepatitis C virus (HCV) (194), influenza virus (329) and further examples 

(18,48,142,477). Based on these reports it is conceivable that the HSV1 studies 
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presented here may constitute a general model for enveloped viruses. 
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4. HERPESVIRUSES ENHANCE FIBRINOGEN CLOT LYSIS 

   

4.1 Background   

Herpesviruses such as HSV1, HSV2 and CMV are highly prevalent in the 

general population and expose the host to recurrent infections throughout life (405). 

Herpesvirus infections have been implicated in vascular disease 

(156,307,309,339,487), corroborated by multiple experimental levels of evidence. 

Clinical reports include virus genetic material associated with atherosclerotic 

plaque(13,173,174,189,517), fibrin deposition in microvasculature correlating to 

infection(50,153,304,308,363,417), and an increase in mortality following myocardial 

infarction(438,526) or adverse cardiac outcomes(103,342) in seropositive patients. A 

direct cause and effect relationship was established in both avian and rodent animal 

models where virus inoculation leads to rapid development of thrombosis and 

atherosclerosis (109,446,505). On a cellular level, virus infection transforms a resting 

anticoagulant phenotype to procoagulant by inducing TF availability and membrane 

phospholipid rearrangement, the normal physiological initiators of coagulation 

(156,492). Furthermore, HSV1 may attenuate the anticoagulant properties of resting 

cells by reducing expression of TM (218), reducing synthesis of HSPG (211,212), and 

decreasing prostacyclin secretion (491). Consequently, the hemostatic balance between 

coagulation and anticoagulation associated with the cell is altered by the virus to favor 

thrombin production, providing an explanation for the clinical and animal reports.  

In addition to modulating the procoagulant properties of cells, studies from our 

laboratory have demonstrated that purified herpesviruses initiate and propagate 

thrombin production through multiple mechanisms directly on their surface(133,457). 
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Being independent of the host cell, these likely constitute the first link between the virus 

and vasculopathy. All members of the herpesvirus family and many other virus families 

have an envelope as part of their architecture, which consists of a phospholipid bilayer 

containing host- and virus-encoded membrane proteins. We have shown that the 

envelope of HSV1, HSV2 and CMV comprises TF and aPL, the normal physiological 

initiators of coagulation, and can activate FX in the presence of FVIIa (457). 

Presumably because of the presence of aPL and consequent assembly of intrinsic 

tenase, FVIII has also been shown to accelerate virus-triggered clotting in plasma (133). 

Furthermore, virus surface-dependent initiation of coagulation also occurs through the 

FXII/PK-dependent contact pathway (133). Implying evolutionary pressure to initiate 

coagulation, HSV1-encoded gC provides an additional mode of interplay between virus 

and hemostasis, which has been shown to enhance FVIIa-dependant FX activation 

(105,456). Thus, the highly procoagulant phenotype in vitro predicts that herpesviruses 

should be a strong predictor of clinical vascular disease. However, although statistically 

significant alone, the contribution of herpesviruses to vascular disease is modest until 

combined with other risk factors(341,438). To help understand this paradox, we 

rationalized that these viruses may also contribute to clot dissolution, because earlier 

studies from our laboratory and others‟ reported host cellular A2, a known accelerator of 

fibrinolysis, on the CMV surface (384,515).  

A2 participates in fibrinolysis by accelerating tPA-mediated activation of 

plasminogen to plasmin. Both tPA and plasminogen interact with C-terminal lysines on 

heterodimeric A2 (43,161). Plasmin directly solubilizes the clot by proteolysis(61). In this 

study, we addressed the hypothesis that herpesviruses enhance tPA-mediated plasmin 

generation and this mechanism correlates to the presence of A2 on the virus.  
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 4.2 Rationale and hypothesis 

HSV1, HSV2 and CMV have been implicated in vascular disease. Our laboratory 

demonstrated that purified herpesviruses contain aPL derived from host cells, and 

proteins encoded by the host genome as well as the virus genome, which initiate 

coagulation. Consequently, the virus surface is able to initiate coagulation activating the 

extrinsic and contact pathway and amplification of clot formation through assembly of 

intrinsic pathway. However, the prothrombotic potential of these viruses does not 

explain the weak correlations, observed clinically. To explain this discrepancy, 

herpesvirus-mediated fibrinolysis was investigated because of A2, known to exist on 

CMV surface, a cofactor for tissue tPA-mediated activation of plasminogen to plasmin 

leading to clot dissolution (Figure 30). This study hypothesized that herpesviruses 

enhance tPA-mediated plasmin generation, correlating to virus associated A2. 

 

4.3 Results 

4.3.1 Herpesviruses enhance tPA-mediated plasmin generation 

In normal hemostasis, tPA mediates activation of plasminogen to plasmin resulting in 

degradation of fibrin clot. Fibrin or a number of cell surface tPA accelerators including 

A2 have been identified (114,157,160). To evaluate whether herpesvirus act as 

cofactors to enhance tPA-mediated plasmin generation, we used a chromogenic 

substrate to follow plasminogen conversion to plasmin. Figure 31 (A) shows that three 

different members of the herpesvirus family enhanced tPA-mediated plasmin 
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Figure 30 Herpesvirus associated annexin 2 (A2) mediate tissue 
plasminogen activator (tPA) dependent plasminogen (Pg) activation to 
plasmin (Pn) leading to clot dissolution. Herpesvirus initiates coagulation 
through extrinsic, contact and intrinsic pathways. Double arrows denote 
multiple steps omitted for simplicity. A2, a cell surface coreceptor for Pg 
and tPA has also been identified on the surface of at least one 
herpesvirus, CMV. It acts as a cofactor in the tPA dependent conversion 
of Pg to Pn and potentially play a similar role on the virus . This could 
explain why herpesviruses are not a strong independent predictor of 
vascular diseases. 
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Figure 31 Herpesviruses enhance plasmin generation. (A) Purified HSV1, 
HSV2 or CMV were added to tPA (10nM), Lys-plasminogen (0.5µM) and 
calcium (2mM) in HBS/PEG for 30 minutes at 22ºC. (B) A reaction mixture 
of Lys-plasminogen (0.5µM), calcium (2mM), and virus (1011vp mL-1) were 
combined with tPA in HBS/PEG were incubated for 30 minutes at 22ºC. 
After the incubation period, chromogenic substrate (S2251; 200µM) was 
added and the amount of plasmin generation was measured at 405nm. 
(n=3; ± standard deviation). The data in A and B were corrected for 
plasmin generation in the absence of viruses. (C) Virus (1011vp mL-1), tPA 
(20nM), Lys-plasminogen (0.5µM) and calcium (2mM) in HBS/PEG were 
incubated for 30 minutes at 22ºC, then plasmin was determined by 
chromogenic substrate cleavage.  
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generation, including HSV1, HSV2 and CMV. This was independent of cell type as each 

virus was propagated in a different type of cell (HUVEC, Vero, HFF). Furthermore, 

HSV1 was produced in two different cell types (Vero, HUVEC) shows very similar 

plasmin-generation profiles, suggesting that cell-derived constituents may be playing a 

minor role. At high virus concentration, there was a plateau or decrease in plasmin 

generation, due to a probable partitioning of substrate and enzyme onto different 

particles. At a fixed low virus particle number, Figure 31 (B) confirms this idea by 

showing that plasminogen activation is tPA-dose dependent. Figure 31 (C) illustrates 

the extent of plasminogen activation enhancement conferred by each herpesvirus and 

the dependence on addition of plasminogen and tPA for color development in the 

assay. 

 

4.3.2 Herpesviruses enhance fibrinogen clot lysis 

The observations that purified herpesviruses accelerated tPA-dependent plasminogen 

activation to plasmin lead us to investigate whether the virus mediated plasmin 

generation accelerated clot lysis. tPA is used at 1pM to reflect its functional 

concentration in the absence of PAI-1 that is consistent with the combination of tPA and 

PAI-1 at physiological concentration (462). Figure 32 shows that when tPA and 

plasminogen were combined in the absence of virus during thrombin-induced clot 

formation, the time to reach 50% fibrinolysis was ~900 minutes representing the intrinsic 

tPA mediated plasminogen activation without fibrin.  Fibrin itself is a known accelerator 

of tPA-mediated clot lysis that allows localization of tPA and plasminogen because of C-

terminal lysine residues (63).   However, the addition of HSV1/V, HSV1/E, HSV2/V or 

CMV/F accelerated fibrinolysis and consequently the 50% fibrinolysis time was  
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Figure 32 Herpesviruses enhance clot lysis. Fibrinogen (0.3µM), Lys-
plasminogen (0.6 µM), calcium (5mM) and tPA (1pM) were combined with 
purified herpesvirus particles at 1011vp mL-1.  A complete reaction mixture 
along with epsilon-aminocaproic acid (EACA; 5mM) was also included. 
Clotting was induced with thrombin (3nM) and the extent of clot formation 
and dissolution were followed by turbidity at room temperature. The time 
to reach 50% fibrinolysis was determined by an inverse sigmoidal fit of 
the averaged raw data. (n=3; ± standard deviation).  
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reduced to ~200-500 minutes. The virus had no direct effect on dissolving the clot, since 

adding plasminogen was obligate. EACA, a lysine analogue, completely inhibited clot 

lysis, demonstrating the viral mechanism was dependent on C-terminal lysines. 

 

4.3.3 A2 associated with Herpesviruses binds plasminogen 

As a possible candidate C-terminal lysine-dependent protein associated with virus that 

may bind plasminogen on the virus, host cell-derived A2 tetramer has been previously 

shown by our laboratory to be on the surface of CMV (384,515). Prior to evaluating the 

role of A2 in plasminogen binding to viruses, purified HSV1, HSV2 and CMV cultured in 

the various cell lines were probed for A2 antigen and also uninfected cell lines were 

evaluated.  HUVECs (161) and fibroblasts (515) have been previously shown to 

express A2. The western blot in Figure 33(A) and 34(A) demonstrate A2 association 

with each herpesvirus, which was consistent with detection of A2 in the respective 

uninfected parental cell line.  In comparison to the other viruses HSV/M had  visibly less 

than 5% A2 antigen (Figure 34 A) and the melanoma cell line that was used for 

propogation had no detectable A2 based on the amount that could be loaded, 

suggested the virus may sequester A2 during the envelopement process.. To increase 

the sensitivity the blots in Figure 34(A) were overexposed, consequently HSV1/M 

showed a faint band.  Thus purified HSV1/M had negligible A2 and was used as a 

control in subsequent experiments for plasminogen binding. In addition to antigenicity, 

purified recombinant A2 (rA2, 36kDa) was used to positively identify the mobility of A2 

on these blots.  

To identify virus-associated proteins that may bind to plasminogen, purified 

herpesvirus particles were run on 15% SDS PAGE, transferred to PVDF and probed  
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 Figure 33 Annexin 2 (A2) is associated with herpesviruses. (A) Purified 
HSV1, HSV2 or CMV cultured in different cells at 1011vp/ml were run on 
SDS-PAGE under reducing conditions and subsequently analysed by 
Western blot for the presence of A2. The uninfected cells were also 
evaluated (not shown). Arrow indicates the location of purified A2(36kDa) 
after blotting. The nomenclature of viruses and cells used to culture is as 
follows: HSV1/V- HSV1 in Vero cells, HSV1/E- HSV1 in Endothelial HUVEC 
cells, HSV2/V- HSV2 in Vero cells, CMV/F- CMV in Fibroblast and HSV1/M-
HSV1 in Melanoma A7 cells (B) Plasminogen binding to herpesvirus 
particles is EACA inhibitable. Purified herpesvirus particles at 5x1011vp 
mL-1 were run on SDS-PAGE under reducing conditions, transferred to 
PVDF and subsequently analysed by ligand blot for binding of HRP-
conjugated plasminogen (1nM) and in the presence of epsilon 
aminocaproic acid (EACA) (1mM) 
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Figure 34 Annexin 2 (A2) associated with herpesviruses binds 
plasminogen. Purified herpesvirus particles at 5x1011vp mL-1 were run on 
15%SDS-PAGE under reducing conditions, transferred to PVDF and 
subsequently analysed by (A) western blot for the presence of A2 or (B) 
ligand blot for binding of HRP-conjugated plasminogen (1nM) and (C) in 
the presence of A2 antibody. The arrows indicate the mobility of 
molecular weight markers and purified recombinant A2 (rA2) runs at 

36kDa.  
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using a plasminogen-HRP as a ligand. Figure 33(B) and 34(B) reveals several 

herpesvirus-associated proteins that bind to plasminogen-HRP, one of which lines up 

precisely with the rA2 marker. No plasminogen-HRP binding in this position was 

detectable for HSV1/M, which is lacking A2. Further confirming the 36 kDa 

plasminogen-binding protein is A2, the anti-A2 Ab inhibited detection of this band by 

plasminogen-HRP, Figure 34(C). The interaction of plasminogen-HRP with all virus 

proteins was completely inhibited by the addition of EACA (1 mM) as shown in Figure 

33(B). The bands above A2 at ~50kDa could be other plasminogen receptors with C-

terminal lysine binding site,  such as alpha enolase(6), actin or cytokeratin (316). 

 

4.3.4 A2 inhibition of herpesvirus enhancement of tPA mediated plasmin generation. 

The role of A2 in virus-enhanced plasmin generation was evaluated using an anti-A2 Ab, 

which was shown previously to inhibit plasminogen binding to cells (362). The anti A2 Ab 

inhibited plasminogen-HRP binding to herpesvirus associated-A2 (Figure 34). However, 

the A2 antibody had no effect on plasmin generation (Figure 35), possibly because of the 

redundancy due to the other detected plasminogen-binding species. Furthermore, 

HSV1/M, which has little detectable A2 antigen, had significant plasmin-enhancing 

capability. Thus despite viral A2 participating in plasminogen binding, it is not required for 

the enhancement of tPA-mediated plasmin generation facilitated by each virus. 

 

4.3.5 Herpesviruses activate plasminogen independent of exogenous tPA 

Viruses and bacteria have evolved mechanisms to activate plasminogen independent of 

tPA (85,253,320). To evaluate if such a mechanism is associated with members of the  

Figure 33. Annexin 2(A2) is associated with herpesviruses. (A) Purified 
HSV1, HSV2 or CMV cultured in different cells at 1011vp/ml were run on 
SDS-PAGE under reducing conditions and subsequently analysed by 
Western blot for the presence of A2. The uninfected cells were also 
evaluated (not shown). Arrow indicates the location of purified A2(36kDa) 
after blotting. The nomenclature of viruses and cells used to culture is as 
follows: HSV1/V- HSV1 in Vero cells, HSV1/E- HSV1 in Endothelial HUVEC 
cells, HSV2/V- HSV2 in Vero cells, CMV/F- CMV in Fibroblast and HSV1/M-
HSV1 in Melanoma A7 cells (B) Plasminogen binding to herpesvirus 
particles is EACA inhibitable. Purified herpesvirus particles at 5x1011vp 
mL-1 were run on SDS-PAGE under reducing conditions, transferred to 
PVDF and subsequently analysed by ligand blot for binding of HRP-
conjugated plasminogen (1nM) and in the presence of epsilon 
aminocaproic acid (EACA) (1mM) 
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Figure 35 Annexin 2 (A2) is not required for herpesvirus-mediated plasmin 
generation. Purified herpesvirus particles 1011vp mL-1 were preincubated 
with anti-A2 Ab (50nM) or an isotype matched control Ab, followed by 
addition of tPA (10nM), Lys-plasminogen (0.5µM) and calcium (2mM). The 
mixture was incubated for 30 minutes at 22ºC and S2251 chromogenic 
substrate (200µM) was then added to measure the amount of plasmin 
generation at 405nm. (n=3; ± standard deviation).  
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herpesvirus family, plasminogen activation was monitored independent of exogenous 

tPA. To increase the experimental sensitivity for such a pathway, plasminogen and/or 

herpesviruses were incubated at 37ºC for 2 hours and plasmin generation was 

measures using chromogenic substrate. Figure 36 shows that when a purified source  

of tPA is not added, the HSV1/V, HSV1/E, HSV2/V, CMV/F and HSV1/M all enhance 

plasmin generation. The incubation of virus particles alone with chromogenic substrate 

confirmed that the virus preparations did not contain plasminogen or plasmin-like 

activity. Plasminogen by itself accounted for autoactivation or endogenous plasmin 

activity detected over the prolonged incubation time of 2 hours, and was also 

insignificant.  Addition of EACA inhibited herpesvirus-dependent plasminogen activation 

to the level of virus alone (Figure 37).  

 

4.3.6 Herpesviruses enhance fibrinolysis independent of exogenous tPA 

HSV1-mediated plasminogen activation leading to fibrinogen clot lysis was investigated 

independent of exogenous tPA. The assay was as described above, except that 

fibrinolysis was permitted to proceed for an extended duration to account for slower 

plasmin generation. As shown in Figure 38, when there is no virus, the time to reach 

50% fibrinolysis was ~5700 minutes. When purified HSV1 (1011vp mL-1) cultured in 

endothelial cells or vero cells was added, the half lysis time was reduced by 9-fold and 

nearly 2-fold, respectively. The well-documented fibrinolysis inhibitor PAI-1 (0.5 nM) 

partially attenuated the effect of virus, while EACA (1mM) reverted fibrinolysis to 

approximately the same 50% time as no virus addition.  
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Figure 36 Herpesviruses activate plasminogen independent of exogenous 
tPA. Purified herpesvirus particles 1011vp mL-1 and plasminogen (0.5µM) 
together or independently were preincubated at 37ºC for 2 hours. S2251 
chromogenic substrate (200µM) was added and the amount of plasmin 
generated was measured at 405nm. (n=3; ± standard deviation).  
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Figure 37 Herpesviruses activate plasminogen independent of exogenous 
tPA. Purified herpesvirus particles 1011vp mL-1 and plasminogen (0.5µM) 
together or independently were preincubated in the presence or absence 
of epsilon-aminocaproic acid (EACA;5mM)  at 37ºC for 2 hours. S2251 
chromogenic substrate (200µM) was added and the amount of plasmin 
generated was measured at 405nm. (n=3; ± standard deviation).  
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Figure 38 Exogenous tPA-independent enhancement of fibrinolysis by 
herpesviruses is attenuated by PAI-I. Fibrinogen (0.3µM), Lys-
plasminogen (0.6 µM) and calcium (5mM) were combined with virus 
particles at 1011vp mL-1 in the absence or presence of PAI-1 (500pM), 
epsilon-aminocaproic acid (EACA; 5mM). Clotting was induced with 
thrombin (3nM) and the extent of clot formation and dissolution were 
followed by turbidity. The time to reach 50% fibrinolysis was determined 
by an inverse sigmoidal fit of the averaged raw data (n=3; ± standard 
deviation).  
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4.3.7 Plasmin enhances herpesvirus mediated cell infection 

Previously, herpesvirus-mediated thrombin generation was shown to increase the 

susceptibility of cells to infection (454). To evaluate the possible cell-modulatory effects 

of plasmin on herpesvirus infection, a serum-free plaque assay was used. Because 

endothelial cells are a potential site for herpesvirus infection and may contribute toward 

initiating vascular effects, infection of HUVEC by HSV1 and HSV2 was evaluated. The 

direct involvement of purified plasmin in HSV1 infection of HUVEC is demonstrated in 

figure 39. Plasmin enhanced infection by HSV1 strains by ~300% regardless of the 

parental cell type. HSV2/V infection was enhanced ~500% by treating HUVEC with 

plasmin. HUVEC are not permissive for infection by the laboratory strain of CMV 

(AD169) used in this study, therefore HFF were used instead of HUVEC. In contrast to 

infection of HUVEC by HSV1 and 2, there was no effect of plasmin on CMV plaque 

formation in HFF monolayers. This is similar to our prior observation comparing the 

relative effect of thrombin on infection of HUVEC versus HFF by CMV (455). Here, 

plasminogen had no effect on any virus infection. 

 

4.4 Discussion 

For significant plasmin generation, tPA requires a physiological cofactor. Fibrin is the 

accepted principal tPA cofactor(61). It functions optimally in fibrinolysis after partial 

cleavage exposes C-terminal lysine-containing binding sites that co-localize 

plasminogen and tPA (43,44). Other C-terminal lysine-dependent tPA accelerators have 

been reported, such as A2(245). Here, the three different members of the herpesvirus 

family, which include HSV1, HSV2 and CMV, are shown to enhance plasminogen  



 117 

 

%
 I
n

fe
c

ti
o

n
 E

n
h

a
n

c
e

m
e

n
t

H
S

V
1
/V

 

0

300

400

500

200

100

Plasmin (nM) 

H
S

V
1
/E

C
M

V
/F

H
S

V
1
/M

0 10 20 30 40 50

H
S

V
2
/V

0

300

400

500

200

100

0

300

400

500

200

100

0

300

400

500

200

100

0

300

400

500

200

100

 

Figure 39 Purified plasmin enhances herpesvirus cell infection. HUVEC in 
serum- free media were simultaneously inoculated with a constant 
amount of plaque-forming units for each herpesviruses (HSV1/V, 1.2 x 
106vp mL-1; HSV1/E, 5.8 x 106vp mL-1; CMV/F, 9.72 x 106vp mL-1; HSV2/V, 
1.10x 108vp mL-1 and HSV1/M, 1.0 x 107vp mL-1) at the indicated 
concentration of plasmin. The cells were stained after 24 hours and the 
amount of infection (number of virus plaques) was determined. The data 
is presented as the % enhancement of infection and were corrected for 

the number of plaques detected in the absence of added plasmin (n=5;  
standard error of the mean) 
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activation to plasmin by tPA independent of fibrin. In addition to increasing the rate of 

plasminogen activation, these herpesviruses also accelerate fibrinolysis, despite the 

overwhelming concentration of fibrin in these experiments. The effect on tPA activity 

conferred by HSV1, HSV2 and CMV was inhibited by EACA, which indicated 

contributions from C-terminal lysine containing proteins on the virus surface.  

To identify a putative viral protein that participates in enhanced plasmin generation, we 

investigated a role for the host cell-derived plasminogen receptor and tPA cofactor, A2, 

because it has been identified on the surface of CMV(384,515). Here we show that A2 

is also associated with purified HSV1 and HSV2. Ligand blots demonstrated that viral 

A2 is a prominent plasminogen-binding protein, which was confirmed by an inhibitory 

A2-specific Ab and an A2-deficient virus. However, numerous additional virus proteins 

were found to bind to plasminogen that could be virus surfaces glycoprotein or 

additional plasminogen receptors such as as alpha-enolase, actin or cytokeratin (316) 

derived from the cultures cells or virus structural proteins. These are likely the basis for 

A2 not being obligate for virus-mediated enhancement of plasminogen activation by 

tPA. Interestingly, a recent report showed that A2-mediated plasminogen activation 

enhanced the replication of influenza virus(253). Although a role for plasminogen 

activation was not investigated, A2 has also been shown to increase CMV infection of 

cells (86), HIV replication(410) and entry of rabbit vesivirus into cells(140). Thus A2 may 

have multiple roles in infection depending on the virus.  

Our laboratory previously reported activation of FX with subsequent thrombin 

generation on the surface of HSV1, HSV2 and CMV(133,457). The advantage of 

thrombin generation to the virus is that infection of cells is enhanced through PAR1 

signaling (455,457). Additionally, a preliminary report  from our laboratory  observed 
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that HSV1 also utilizes FXa and FVIIa to significantly increase infection through PAR2 

(458). Here, the data for another hemostatic protease, plasmin, whose generation is 

facilitated by the virus that also, enhanced infection of cells. Like thrombin, plasmin is 

known to cleave PAR1 leading to cell stimulation (239,373). Thus a general mechanism 

is emerging that suggests these viruses activate and exploit numerous hemostatic 

serine proteases to amplify cell infection through PARs. 

Direct mechanisms of plasminogen activation by microorganisms are well 

documented (85,253,320). Here we show that independent of exogenous tPA, 

herpesviruses purified from different types of host cells were capable of activating 

plasminogen demonstrating a plasminogen activator associated with the virus. This 

activity was inhibited by EACA and PAI-1. While the former eliminates host cell-derived 

urokinase plasminogen activator as a candidate (261),  both are inhibitors of tPA. Based 

on the amount of activity observed, the estimated concentration of putative endogenous 

tPA that could account for the observed activity would be ~ 5 pM. While we cannot 

exclude host-cell derived tPA as a possible virus-associated plasminogen activator 

because it is below our physical detection capabilities at this time, influenza virus has 

been suggested to have an intrinsic plasminogen activating mechanism(253)[].  

Virus infections may cause an imbalance between coagulation and fibrinolysis. 

Increases in both pathways have been reported for HCV (359), hantavirus(248) and 

dengue virus infections(291,320). A hyperfibrinolytic state in dengue infection has been 

observed, mostly in the acute stage corresponding to a higher number of virus particles 

and a high ratio of tPA/PAI-1(291). We have reported that the purified herpesvirus 

surface is highly procoagulant and initiates coagulation reactions leading to clot 

formation by generating FVIIa, FXa and thrombin (455,457,458). Yet, herpesviruses are 
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a relatively weak predictor of vasculopathy unless combined with other variables 

(341,438). This work demonstrates that these viruses also enhance the fibrinolysis 

pathway, may attenuate the intrinsic procoagulant viral phenotype and help to explain 

the weak overall clinical vascular risk.  
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5. GENERAL DISCUSSION 

 

5.1 Overview 

Of the Herpesviridae family, HSV1 and CMV have been investigated most extensively 

within the context of vascular disease because they infect a majority of the otherwise 

healthy population(463) whose age and lifestyle places them at risk of thrombosis or 

atherosclerosis(520). Herpesviruses expose the host to recurrent but usually subclinical 

infections throughout life. They induce procoagulant and proinflammatory (102) cellular 

changes leading to activation of hemostatic proteases resulting in enhanced virus 

infection. This explains their predisposition to vascular disease (156,309,486). Thus, 

confined recurrent infections combined with additional risk factors may establish 

sensitized areas of vasculature that are especially susceptible to pathology.  

Although insightful, the above studies of herpesvirus infection causing 

thrombogenic and atherogenic changes to host cells didn‟t account for virus contribution 

independent of cells. Nevertheless, the plausibility of virus itself being able to generate 

thrombin and other hemostasis proteases as cell modulators is being explored in our 

laboratory. This study combined with our previous reports; demonstrate that the purified 

HSV1, HSV2 and CMV surfaces can effectively initiate the activation of coagulation and 

fibrinolytic proteases leading to enhanced cell infection as the earliest of the 

mechanisms linking viruses to vascular pathology.  
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5.2 Herpesviruses are prothrombotic 

Members of the Herpesvirus family which include HSV1, HSV2 and CMV have been 

implicated in vascular disease and shown to promote a procoagulant phenotype within 

the host vasculature(338). Upon vascular damage, exposure of TF and aPL expressed 

on cells surfaces initiate coagulation. TF and FVIIa together with aPL form extrinsic 

tenase complex activating FX to FXa. FXa converts prothrombin to thrombin, leading to 

clot formation(399). To explain the molecular basis of clinical correlations, our 

laboratory is studying the interactions between herpesviruses and plasma proteins. 

Previously, our laboratory demonstrated purified HSV1, HSV2 and CMV constitute 

extrinsic pathway TF and aPL on their surface derived from the host cell, and can 

consequently bypass strict cellular control of coagulation(457). The availability of TF 

and aPL on the virus surface enables them to convert FX to FXa in the presence of 

FVIIa. The current work demonstrated that in addition to the TF dependent extrinsic 

pathway HSV1-induced plasma coagulation involves intrinsic pathway, FVIII, and 

upstream contact activation pathway, FXII (Figure 29). 

 

5.2.1 FVIII contribution  

Physiologically, the initial FXa generated from the extrinsic pathway is limited; 

consequently not enough thrombin is generated to form a clot. In a positive feedback 

loop, thrombin activates the nonenzymatic cofactor FVIII to FVIIIa (29,181). FVIIIa binds 

FIXa on an aPL surface to form the intrinsic tenase complex activating FX(481). 

Additional FXa generated by the intrinsic tenase complex amplifies thrombin generation 

that is necessary to form a clot. Utilizing FVIII-deficient plasma and inhibitory antibodies 

to FVIII, a role of FVIII contribution in plasma clotting at low virus concentration was 
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determined in this project.  At low virus concentration, the limited amount of FXa and 

thrombin generated through the extrinsic pathway activated FVIIIa for feedback 

amplification. At high virus concentration, the viral TF-mediated extrinsic pathway 

overwhelms FVIII contributions. FVIII enhanced HSV1 plasma clotting with or without 

addition of aPL vesicles, implying the aPL on the virus surface is not limiting. The aPL 

on the virus envelope has been shown to facilitate the surface assembly of 

prothrombinase complex(372). Likewise but not yet directly established with purified 

proteins, the assembly of intrinsic tenase, FVIIIa-FIXa, is also likely to occur on the virus 

surface because it requires aPL for assembly and the virus is the only source. 

FVIII contributes in accelerating plasma clot formation initiated by low levels of 

HSV1. Elevated FVIII levels are associated with conditions such as trauma(79) and 

infection(244,416). Elevated FVIII has been identified as a risk for venous and also 

arterial thrombosis(209). FVIII activity in thrombotic patients is often above 1.5 IU/ml 

and might reach levels of 4-5 IU/ml(346). In patients with myocardial infarction and 

ischemic cerebrovascular lesions, increased FVIII has been associated with adverse 

outcomes of increased mortality or earlier death (155,314). The high levels of FVIII 

persist over time in thrombotic patients and are not just a response to acute phase 

reactions. Increased plasma FVIII is associated with obesity, diabetes, infections and 

advanced age, all of which are risk factors for vascular thrombosis(41,65,73). Additional 

support of a role for FVIII in arterial thrombosis comes from the observation that in 

hemophilia A patients ischemic heart disease mortality is much lower than in the general 

male population(408,469). FVIII involvement in virus initiated clot formation would 

predict that hemophilia A patients are protected from infection relative to healthy 

individuals. This possibility is supported by the finding that Kaposi Sarcoma virus, 
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another herpesvirus is the less prevalent in patients with hemophilia A compared to 

other subpopulations(436). An increased FVIII level predisposes to a hypercoagulable 

state that leads to thrombin production, which by our findings enhances cell 

susceptibility to infection. The availability of higher FVIII levels would be predicted to 

augment the virus-initiated coagulation leading to an enhanced prothrombotic state with 

a dual effect on pathology.   

 

5.2.2 Contact pathway 

This study demonstrated that herpesviruses initiate plasma clotting through the 

contact pathway to support thrombin formation. The contact pathway is initiated through 

activation of FXII. FXII  has no role in normal hemostasis as congenital deficiency of 

FXII does not lead to bleeding problems(223). However, recent studies have implicated 

FXII activation contributing to thrombotic pathology. FXII deficient mice are protected 

from experimental induction of thrombosis(387). Additional studies have identified 

pathophysiologic activators of FXII, collagen(473), extracellular RNA(213), protein 

aggregates(279) and polyphosphate(442), a highly anionic polymer found in 

microorganisms and secreted by activated platelets. Further evidence of a pathological 

role for FXII in thrombosis comes from the current work where herpesvirus-mediated 

activation of purified FXII in the presence of PK. In the case of HSV1 the aPL on the 

virus envelope provides the negatively charged surface for activation of purified FXII in 

the presence of PK.  aPL, a characteristic of enveloped viruses is a new addition to the 

list of FXII activators. The in vitro experiments and animal studies support a 

thrombogenic role of FXII, however there is still an ambiguity over FXII contribution to 

human thrombosis  (98,134,227,528). A downstream contribution of FXII is activation of 
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FXI, which activates FIX leading to thrombin generation. Inhibition of FXI prolonged 

HSV1 mediated plasma clotting. In sharp contrast to FXII, FXI deficiency is associated 

with bleeding diathesis(8) and is an established risk factor for thrombosis in 

humans(274). The segregation of thrombosis and hemostasis at the FXII and FXI level 

and interactions between them is interesting and provides opportunity to target new 

anti-thrombotic therapy. 

Overall, the herpesvirus envelope is composed of host encoded, TF and virus 

genome encoded gC and aPL derived from the host cells. TF and gC enable 

herpesvirus mediated activation of extrinsic pathway(456,457). The aPL on the virus 

surface facilitates direct activation and assembly of coagulation enzyme complexes – 

extrinsic, intrinsic, contact pathway and prothrombinase components leading to 

thrombin generation. The herpesvirus-mediated thrombin production has a dual effect. 

The thrombin generation will lead to clot formation contributing to vascular disease and 

enhance host cell susceptibility to viral infection through activation of PARs(455). Thus, 

the virus-mediated thrombin generation is likely one of the earliest events of the 

infection mechanism. The robust thrombin generation by the virus with subsequent 

amplification of virus replication suggests that herpesvirus infection should be a much 

stronger clinical prothrombotic risk factor.  

 

5.3 Herpesviruses enhance fibrinolysis  

  The data presented here demonstrate HSV1, HSV2 and CMV enhance tPA-

dependent generation of plasmin and fibrinolysis. In the absence of added tPA, these 

viruses demonstrated a low level of fibrinolytic activity, possibly suggesting a tPA-

independent mechanism. This indicates an alternate pathway for plasminogen 
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activation that involves virus-associated proteins either acquired from the host or 

encoded by the viral genome that acts as plasminogen activator. The most probable 

plasminogen activator associated with the virus would be tPA or uPA derived from host 

cells. EACA inhibition of plasmin generation and fibrinogen clot lysis excludes uPA, 

which unlike tPA is not a lysine-binding species (261,415). PAI-I, an inhibitor of both 

uPA and tPA, but more selective for tPA (83), inhibited the herpesvirus-mediated 

fibrinogen clot lysis that was independent of exogenous tPA. Experiments to exclude 

the possibility of host cell derived tPA and identify the plasminogen activator associated 

with herpesviruses are discussed in the section on future work (below). 

In addition to its role in fibrinolysis (181), plasmin degrades extracellular matrix 

proteins, that allows endothelial, smooth muscle, inflammatory or cancerous cell 

migration (232,232). Further, plasmin also activates cytokines stimulating inflammatory 

response. In the current study, addition of purified plasmin amplified herpesvirus 

mediated endothelial cell infection. Explaining the advantage to the virus of activating 

plasminogen, the infectivity of cells was enhanced by plasmin. Thus, initiation of 

plasmin generation may attenuate the potential vasculopathic effects of the highly 

procoagulant herpesvirus surface, while at the same time enhancing virus replication. 

Plasmin has been shown to stimulate cells through PARs (285). Also, other 

hemostasis proteases, FXa and thrombin generated on the herpesvirus surface have 

been shown to signal cells through PARs resulting in enhanced cell infection(458). 

Thus, plasmin generation could enhance virus replication and also increase 

invasiveness possibly leading to metastasis when the virus is known to be associated 

with cancer(300). For example Kaposi sarcoma-associated herpesvirus (KSHV), 

Epstein-Barr virus (EBV) and CMV have been linked to a number of cancers (440), 
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wherein increased plasminogen activators is a hallmark (337).  

The herpesvirus-mediated plasmin generation may help to explain why infected 

individuals do not always develop thrombosis due to viral thrombin production. However 

the number of virus particles required for plasmin generation is at least 1000 fold more 

that required for clot formation tilting in favor of thrombin production. Therefore, the 

herpesvirus-mediated plasmin generation demonstrated here using purified systems 

needs to be explored further at the cellular level using HUVEC cells. It is known that 

stimulated HUVEC cells secrete tPA that will initiate plasmin generation (257). 

However, at the same time there is increased PAI-1 secreted from platelets that would 

shut off the fibrinolytic pathway leading to clot stabilization(176). Therefore, to 

substantiate which way herpesviruses shift the balance of coagulation and fibrinolysis, 

all the cellular complexities of vasculature should be studied together and is discussed 

in the section on future work. 

 

5.4 Herpesviruses- a model enveloped virus 

Virus infections induce alterations in hemostatic balance and contribute as a risk factor 

to vascular disease. In addition to the Herpesvirus family, studies have reported the 

implication of HIV1 and HIV2 (32,122,503,514), Hepatitis B (194), Hepatitis C(484), 

influenza A and B (329,502), vaccinia and rubella virus(299) in vascular disease. A 

common characteristic of all of the above mentioned viruses is that they are enveloped 

viruses that constitute aPL derived from the host cell (443). HSV1 and CMV have been 

investigated most extensively within the context of vascular disease. Here, HSV1, HSv2 

and CMV were used as model enveloped viruses to follow the interaction between 

purified herpesviruses and hemostatic proteins.  
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The herpesvirus envelope constitutes host and virus genome encoded proteins 

and host cell derived aPL (456,457) that contribute to activating host coagulation and 

fibrinolysis proteases.  These act as cell modulating agents and have been shown to 

enhance host cell susceptibility to viral infection (455) (Figure 40) . Cumulatively, these 

data provide insight into the early interaction between viruses and hemostatic host 

proteins contributing to vascular pathology. Thus, the ability of herpesviruses to activate 

hemostatic proteins is an evolutionary advantage and may be a generalized virus 

phenomenon. A mechanism is emerging wherein the virus envelope constituents initiate 

the activation of coagulation and fibrinolysis enzymes that contribute to vascular 

disease and modulate host cells to become more susceptible to infection. Therefore, 

although this study focuses on HSV-1, HSV-2 and CMV other enveloped viruses are 

also likely to increase an individual's risk of developing vascular disease.  

 Upon viral infection, endothelial cell perturbation is a common feature that alters 

hemostasis. HSV1, CMV, influenza virus(493), measles virus, mumps virus, human T-

cell lymphoma virus (HTLV) type I, HIV and other viruses have been shown to infect 

endothelial cells(216). Infection of endothelial cells by HSV1 induces a hypercoagulant 

phenotype resulting in enhanced thrombin generation and fibrin deposition (156). HIV 

infection increases cell surface expression of TF leading to increased thrombotic 

risk(122). Influenza virus infection acts as a prothrombotic factor(493) and has been 

correlated to the occurrence of acute myocardial infarction in individuals with other 

preexisting coronary artery disease(280,333). Also, influenza virus–induced endothelial 

dysfunction supports the role of virus infection as a cardiovascular risk factor(266).  

Host cells infected with measles virus, or murine hepatitis virus display increased 

thrombogenesis (123,295). At least for the viruses studied in the current work, once  
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Figure 40 Herpesviruses activate hemostatic proteins. Herpesviruses 
initiate coagulation and fibrinolysis for enhanced cell infection through 
protease activated receptor signaling  
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thrombin is generated, PAR activation enhances virus infection(455). For CMV this may 

involve cell-surface exposure of A2(86). Thus, it‟s a vicious cycle wherein 

hypercoagulability predisposes to infection and infection leads to hypercoagulation.  

Thrombin induces cell surface expression of A2 (362), and A2 has been shown to 

increase CMV infection of cells(86) and replication of HIV(410). A2 is furthermore a 

cofactor for tPA-mediated plasminogen activation to plasmin(161), providing a link 

between coagulation and fibrinolysis. This work has demonstrated A2 association with 

HSV1 and HSV2, herpesvirus-mediated plasminogen activation and fibrinolysis, and 

plasmin enhancement of cells susceptibility to herpesvirus infection. Recently, plasmin 

has also been shown to stimulate cells through PAR1 (285) and enhance cell surface 

TF activity of endothelial cells. Thus evidence is accumulating that numerous enveloped 

viruses may trigger the activation of both coagulation and fibrinolysis enzymes with 

impact on health, that may enhance the ability of the virus to replicate. 

In summary, we now know that herpesviruses mediate activation of coagulation 

serine proteases FVIIa, FXa and thrombin and the fibrinolytic serine protease plasmin to 

enhance cell infection. Figure 40 presents an in vitro model which aims to explain the 

interactions between virus surface proteins and host plasma proteins and their 

contribution to vascular disease. A general mechanism for enveloped viruses that 

suggests how these viruses activate and exploit numerous hemostatic serine proteases 

to amplify cell infection through PARs contributing to vascular pathology is emerging. 

 

5.5. Future work 

5.5.1 Plasminogen activator associated with herpesviruses 

The molecular details of herpesvirus-mediated plasminogen activation independent of 
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exogenous tPA is yet unknown.  In the past, one study reported increased plasminogen 

activation for herpesvirus transformed cells over non-transfomed cells (3). Minute 

amounts of cell-derived tPA or uPA being associated with these viruses cannot be ruled 

out. The virus-mediated fibrinogen clot lysis independent of exogenous tPA was 

inhibited by both EACA and PAI-1. EACA inhibition of virus-mediated fibrinogen clot 

lysis excludes uPA. EACA would not affect uPA, as it lacks lysine binding sites (415). 

PAI-1 is an inhibitor of plasminogen activator, more selective for tPA but not exclusive 

(83). Therefore, to exclude that it is cell derived tPA, foremost the different cell lines 

used in the current study should be evaluated for tPA production before and after virus 

infection.  

The estimated amount of tPA-like species that is associated with virus particle 

number used in the current study is 1000 times below the detection limit of currently 

available techniques. Correspondingly, an increased number of herpesvirus particles 

should be evaluated for tPA using western blotting. Further, the virus particles could be 

resolved on SDS-PAGE and fractionated based on molecular weight, followed by 

trypsin digestion and analyzed using mass spectrometry for tPA. Along with virus 

fractionated proteins, purified tPA at levels above and 1000 fold below the detection 

limit should be used. Alternatively, the herpesvirus particles could be incubated with or 

without PAI-1. PAI-1 would bind to virus associated tPA/tPA-like species forming a 1.1 

stoichiometric complex. Following that fluorophosphonate (FP)-Biotin, a biotinylated 

active site directed serine protease inhibitor(268) would be added. The biotinylated 

inhibitor-virus protease complex would be resolved by SDS-PAGE and probed using 

avidin blot. The binding between biotin and avidin is very specific and strong (Kd = 10-15 

M)(249).  FP-Biotin binding to virus associated tPA/tPA-like species would be blocked in 
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the presence of PAI-1. The corresponding bands in the absence of PAI-1 would be 

analyzed through mass spectrometry to rule out tPA as described above. The 

identification of mechanistic details of the tPA like species associated with herpesvirus-

mediated plasminogen activation would aid in better design of a therapeutic fibrinolytic 

agent.  

 

5.5.2 Herpesvirus-mediated alteration of coagulation and fibrinolysis 

Under resting conditions the endothelial cell surface is anticoagulant because of 

constitutive expression of thrombomodulin, heparan sulphate cofactors for the 

anticoagulant pathway and secretion of plasminogen activator to mediate fibrinolysis 

(216). In vitro cell culture studies have been well documented that show herpesvirus 

infection converts cells from a resting anticoagulant to a procoagulant state 

(218,412,491), but no reports assessing effects on fibrinolytic pathway have appeared.  

Plasminogen activation by cultured endothelial cells upon herpesvirus inoculation 

would be evaluated first using purified proteins as an extension of the current work. As 

a further extension, platelets would be added to the endothelial cell system, because in 

vivo the platelets provide procoagulant and anti-fibrinolytic properties. Moving further in 

complexity, plasma would be used to evaluate simultaneous virus-mediated clot 

formation and clot lysis using light scattering.  In this experiment, purified virus particles 

would be titrated to determine their relative effect on coagulation and fibrinolysis. The 

rate of clot formation and clot lysis is expected to correlate to the number of virus 

particles. The clot turbidity restricts the measurement of plasmin generated.  Applying a 

simple modification of ionic strength as described (272) would result in a transparent 

fibrin thereby facilitating the evaluation of plasmin generation using a chromogenic 
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substrate. A more recent study described an assay to determine simultaneous thrombin 

and plasmin (STP) generation in plasma using a mixture of TF and tPA (437). The 

individual fluorometric substrates were used to measure the amount of thrombin and 

plasmin. The surface of herpesviruses constitutes activators for both coagulation and 

fibrinolysis. Additionally, our laboratory has developed viruses that are devoid of 

coagulation initiators TF and/or gC. Using a wild type HSV1 strain and a gC deficient 

strain and culturing them in A7 melanoma cell (TF gene missing)/ A7III cell (transected 

with TF), these new viruses have been designated according to the presence of TF/gC, 

respectively (i.e. HSV1+/+, HSV1+/-, HSV1-/+ and HSV1-/-). These viruses would help 

to determine whether the activation of coagulation and fibrinolytic is independent. For 

e.g., in the case of TF/gC-deficient HSV1-/- it is expected to reduce the rate of plasma 

clot formation but without an effect on the rate of clot lysis, in other words a reduction in 

thrombin but not plasmin generation. The STP assay described earlier would be 

employed to measure herpesvirus-mediated thrombin and plasmin generation in 

plasma. And, addition of exogenous tPA along with herpesviruses would resemble a 

therapeutic scenario. To account for platelet contributions, both platelet poor and 

platelet rich plasma will be employed.  

Finally, herpesvirus infection of tPA-/- mice would be evaluated to determine if 

tPA deficiency augments vascular fibrin deposition in comparison to wild type. Mice 

deficient in tPA develop normally as wild type but demonstrate reduced fibrinolytic 

activity in plasma clot lysis and develop extensive thrombosis upon endotoxin challenge 

(40). A dose response of herpesvirus infection in tPA-/- and wild type mice leading to 

development of thrombosis would be studied.  It is predicted that an initial increase in 

virus particles would enhance thrombosis and further increase would initiate fibrinolysis. 
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The plasma level of thrombin, plasmin and FDP in these animals would be measured, 

before and after infection and correlated to virus infective dose. All these experiments 

would help us to understand the interaction between herpesviruses and the hemostatic 

system and their relative contribution to vascular disorders.  

 

5.5.3 Herpesvirus-mediated FXII activation contributing to coagulation and/or 

fibrinolysis 

In humans and in mice, FXII deficiency has no effect on normal hemostasis. However, 

in an arterial injury model, mice deficient in FXII were protected from pathological 

thrombus formation (387). In case of humans, FXII pathophysiology is ambiguous; FXII 

deficiency has been identified as a risk factor for thrombosis (134,227) and reduced 

FXII levels protected against development of acute coronary disease (98,528).  

FXII activation contributes to coagulation and inflammation through activation of 

FXI and PK respectively (421). Interestingly, FXIIa has been implicated in fibrinolysis 

(226) through activation of PK, which is known to activate plasminogen activators, uPA 

(191,275). The kallikrein cleaves HK to liberate bradykinin, an inflammatory mediator. 

Both kallikrein and bradykinin have been shown to induce tPA secretion in vivo (119). 

Plasma kallikrein, FXIIa, FXIa are able to activate plasminogen directly and indirectly 

through activation of urokinase plasminogen activator to uPA. The direct FXII 

dependent activation of plasminogen (137) is not very efficient when compared to uPA. 

When taken into account that the plasma concentrations of FXII is four fold of uPA, FXII 

could be equally potent as uPA in activating plasminogen(64).  

The FXII-dependent activation of plasminogen has been demonstrated both 

in vivo (256) and in vitro. In vivo evidence is from reduced fibrinolytic activity in FXII  
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deficient individuals and incomplete inhibition of fibrinolysis with specific antibodies to 

tPA and uPA in normals (256). In vitro in a purified system and plasma, the presence of 

a negatively charged surface enhanced FXIIa-mediated plasminogen activation 

(25,420,422). Here, we have shown that purified herpesviruses potentiated FXII 

activation by PK and additionally, these viruses accelerated plasminogen activation 

leading to fibrinolysis. Therefore the possibility of herpesvirus-mediated activation of 

FXII contributing to plasminogen activation (Figure 41) would be evaluated in a purified 

system and plasma settings in a chromogenic assay as described in methods. Further, 

FXII contribution in herpesvirus-mediated fibrinolysis will also be determined using 

purified fibrinogen and plasma clot as described earlier. Purified FXII will be added to 

FXII deficient plasma and inhibitors of FXII, CTI and anti-FXII Ab, will be added to 

normal plasma. Finally, thrombosis development upon herpesvirus infection in FXII 

deficient mice will be evaluated. The herpesvirus mediated FXII activation contributing 

to plasminogen activation would mean that these viruses initiate simultaneous activation 

of coagulation and fibrinolytic pathways and in turn explain their weak clinical correlation 

to vascular disease. 

 

5.5.4 Herpesvirus-mediated coagulation regulation by anticoagulants 

The coagulation pathways are subject to regulation by soluble and cell surface-

associated anticoagulants. In particular, TM and HS may be of relevance in the current 

study. As these may be derived by the virus from the host cell, it is possible that their 

anticoagulant function may attenuate herpesvirus-mediated clinical effects thereby 

helping to explain their modest contribution to clinical vascular disease when evaluated 

as an independent risk. To test this idea, virus particles would be titrated in plasma  
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Figure 41  The activation of contact pathway on the surface of herpesvirus 
contributing to plasmin generation. Factor XII (FXII) and prekallikrein (PK) 
recruited on the surface lead to activation of FXII to FXIIa. FXIIa activates 
PK to kallikrein (KK).  Both FXIIa and KK reciprocally activate each other. 
FXIIa activates FXIa. All three activated proteases KK, FXIIa, FXIa are able 
to activate plasminogen (Pg) to plasmin (Pn), directly and indirectly 
through activation of  urokinase plasminogen activator (uPA).  

 



 137 

deficient in AT or PC and the effect on clotting followed when these are added back. 

Purified herpesviruses especially cultured in HUVEC will be evaluated antigenically 

forTM and HS using antibodies by western blot analysis. These experiments may reveal 

an additional link between the virus and the hemostatic system, in this case further 

explaining the attenuated effect of a strong intrinsic and extrinsic procoagulant 

mechanism we have discovered on the virus surface. 

 



 138 

REFERENCES 

 
 (1) Adam E, Melnick JL, Probtsfield JL, Petrie BL, Burek J, Bailey KR et al. High 

levels of cytomegalovirus antibody in patients requiring vascular surgery for 
atherosclerosis. Lancet 1987; 2:291-293. 

 (2) Adams MN, Ramachandran R, Yau MK, Suen JY, Fairlie DP, Hollenberg MD et al. 
Structure, function and pathophysiology of protease activated receptors 1. 
Pharmacology & Therapeutics 2011; 130(3):248-282. 

 
 (3) Adelman SF, Howett MK, Rapp F. Quantification of Plasminogen-Activator Activity 

Associated with Herpesvirus-Transformed Cells 1. Journal of General Virology 
1980; 50(SEP):101-110. 

 
 (4) Ahamed J, Versteeg HH, Kerver M, Chen VM, Mueller BM, Hogg PJ et al. 

Disulfide isomerization switches tissue factor from coagulation to cell signaling. 
Proceedings of the National Academy of Sciences of the United States of 
America 2006; 103(38):13932-13937. 

 (5) Alessi MC, Peiretti F, Morange P, Henry M, Nalbone G, Juhanvague I. Production 
of plasminogen activator inhibitor 1 by human adipose tissue - Possible link 
between visceral fat accumulation and vascular disease 14. Diabetes 1997; 
46(5):860-867. 

 
 (6) Andronicos NM, Ranson M, Bognacki J, Baker MS. The human ENO1 gene 

product (recombinant human alpha-enolase) displays characteristics required 
for a plasminogen binding protein 1. Biochim Biophys Acta 1997; 1337(1):27-
39. 

 
 (7) Arkin LM, Castelo-Soccio L, Kovarik C. Disseminated herpes simplex virus (HSV) 

hepatitis diagnosed by dermatology evaluation 2. Int J Dermatol 2009; 
48(9):1020-1021. 

 
 (8) Asakai R, Chung DW, Davie EW, Seligsohn U. Factor-Xi Deficiency in Ashkenazi 

Jews in Israel 3. New England Journal of Medicine 1991; 325(3):153-158. 
 
 (9) Bach R, Rifkin DB. Expression of tissue factor procoagulant activity: Regulation by 

cytosolic calcium. Proc Natl Acad Sci USA 1990; 87:6995-6999. 

 (10) Bach RR. Tissue factor encryption. Arteriosclerosis Thrombosis and Vascular 
Biology 2006; 26(3):456-461. 

 (11) Bailey K, Bettelheim FR, Lorand L, Middlebrook WR. Action of Thrombin in the 
Clotting of Fibrinogen 9. Nature 1951; 167(4241):233-234. 

 
 (12) Bate SL, Dollard SC, Cannon MJ. Cytomegalovirus Seroprevalence in the United 

States: The National Health and Nutrition Examination Surveys, 1988-20047. 
Clinical Infectious Diseases 2010; 50(11):1439-1447. 



 139 

 
 (13) Benditt EP, Barrett T, McDougall JK. Viruses in the etiology of atherosclerosis. 

Proc Natl Acad Sci U S A 1983; 80:6386-6389. 

 (14) Bernardo MM, Day DE, Olson ST, Shore JD. Surface-Independent Acceleration of 
Factor-Xii Activation by Zinc Ions .1. Kinetic Characterization of the Metal-Ion 
Rate Enhancement 23. Journal of Biological Chemistry 1993; 268(17):12468-
12476. 

 
 (15) Bevers EM, Comfurius P, van Rijn JL, Hemker HC, Zwaal RF. Generation of 

prothrombin-converting activity and the exposure of phosphatidylserine at the 
outer surface of platelets. Eur J Biochem 1982; 122:429-436. 

 (16) Bhattacharjee G, Ahmed J, Pawlinski R, Liu C, Mackman N, Ruf W. Xa binding to 
annexin 2 mediates signal transduction via protease-activated receptor 1. Circ 
Res 2008; 102:457-464. 

 (17) Blanchette VS, Sparling C, Turner C.   Inherited bleeding disorders. Baillieres Clin 
Haematol 1991; 4:291-332. 

 (18) Bodensteiner JB, Hille MR, Riggs JE. Clinical features of vascular 
thrombosis following varicella. Arch Paediat Adolesc Med 1992; 146:100-
102. 

 (19) Boehmer PE, Nimonkar AV. Herpes virus replication 6. Iubmb Life 2003; 55(1):13-
22. 

 
 (20) Boffa MB, Wang W, Bajzar L, Nesheim ME. Plasma and recombinant thrombin-

activable fibrinolysis inhibitor (TAFI) and activated TAFI compared with respect 
to glycosylation, thrombin/thrombomodulin-dependent activation, thermal 
stability, and enzymatic properties 15. Journal of Biological Chemistry 1998; 
273(4):2127-2135. 

 
 (21) Booth NA, Simpson AJ, Croll A, Bennett B, Macgregor IR. Plasminogen-Activator 

Inhibitor (Pai-1) in Plasma and Platelets 1. British Journal of Haematology 
1988; 70(3):327-333. 

 
 (22) Bosma PJ, Rijken DC, Nieuwenhuizen W. Binding of Tissue-Type Plasminogen-

Activator to Fibrinogen Fragments 2. European Journal of Biochemistry 1988; 
172(2):399-404. 

 
 (23) Bouma BN, Griffin JH. Human-Blood Coagulation Factor-Xi - Purification, 

Properties, and Mechanism of Activation by Activated Factor-Xii 8. Journal of 
Biological Chemistry 1977; 252(18):6432-6437. 

 
 (24) Bourne HR, Landis CA, Masters SB. Hydrolysis of GTP by the +¦-chain of Gs and 

other GTP binding proteins 134. Proteins: Structure, Function, and 
Bioinformatics 1989; 6(3):222-230. 

 



 140 

 (25) Braat EAM, Dooijewaard G, Rijken DC. Fibrinolytic properties of activated FXII 2. 
European Journal of Biochemistry 1999; 263(3):904-911. 

 
 (26) Brogren H, Karlsson L, Andersson M, Wang LW, Erlinge D, Jern S. Platelets 

synthesize large amounts of active plasminogen activator inhibitor 1 1. Blood 
2004; 104(13):3943-3948. 

 
 (27) Browne H, Bell S, Minson T, Wilson DW. An endoplasmic reticulum-retained 

herpes simplex virus glycoprotein H is absent from secreted virions: Evidence 
for reenvelopment during egress 3. Journal of Virology 1996; 70(7):4311-4316. 

 
 (28) Broze GJ. Tissue factor pathway inhibitor.   Broze GJ Jr.       Thrombosis & 

Haemostasis.  74(1):90-3, 1995 Jul. Tissue factor pathway inhibitor. Thromb 
Haemostasis 1995; 74:90-93. 

 
 (29) Brummel KE, Paradis SG, Butenas S, Mann KG. Thrombin functions during tissue 

factor-induced blood coagulation 1. Blood 2002; 100(1):148-152. 
 
 (30) Burgin J, Schaller J. Expression, isolation and characterization of a mutated 

human plasminogen kringle 3 with a functional lysine binding site 1. Cellular 
and Molecular Life Sciences 1999; 55(1):135-141. 

 
 (31) Butenas S, Mann KG. Kinetics of human factor VII activation 1. Blood 1995; 

86(10):297. 
 
 
 (32) Butt AA, Chang CC, Kuller L, Goetz MB, Leaf D, Rimland D et al. Risk of Heart 

Failure With Human Immunodeficiency Virus in the Absence of Prior Diagnosis 
of Coronary Heart Disease 2. Archives of Internal Medicine 2011; 171(8):737-
743. 

 
 (33) Byeon IJL, Kelley RF, Llinas M. Kringle-2 Domain of the Tissue-Type 

Plasminogen-Activator - H-1-Nmr Assignments and Secondary Structure6. 
European Journal of Biochemistry 1991; 197(1):155-165. 

 
 (34) Cai W, Gu B, Person S. Role of glycoprotein B of herpes simplex virus 1 in cell 

entrry and fusion. J Virol 1988; 62:2596-2604. 

 (35) Camerer E, Huang W, Coughlin SR. Tissue factor- and factor X-dependent 
activation of protease-activated receptor 2 by factor VIIa. Proc Natl Acad Sci U 
S A 2000; 97(10):5255-5260. 

 (36) Camerer E, Kataoka H, Kahn M, Lease K, Coughlin SR. Genetic evidence that 
protease-activated receptors mediate factor Xa signaling in endothelial cells. J 
Biol Chem 2002; 277(18):16081-16087. 

 (37) Camerer E, Trejo J. Cryptic messages: Is noncoagulant tissue factor reserved for 
cell signaling?1. Proceedings of the National Academy of Sciences of the 
United States of America 2006; 103(39):14259-14260. 



 141 

 
 (38) Campbell JE, Brummel-Ziedins KE, Butenas S, Mann KG. Cellular regulation of 

blood coagulation: a model for venous stasis1. Blood 2010; 116(26):6082-
6091. 

 
 (39) Cannon MJ, Schmid DS, Hyde TB. Review of cytomegalovirus seroprevalence 

and demographic characteristics associated with infection4. Reviews in Medical 
Virology 2010; 20(4):202-213. 

 
 (40) Carmeliet P, Schoonjans L, Kieckens L, Ream B, Degen J, Bronson R et al. 

Physiological consequences of loss of plasminogen activator gene function in 
mice 1. Nature 1994; 368(6470):419-424. 

 
 (41) Carr ME. Diabetes mellitus: a hypercoagulable state1. J Diabetes Complications 

2001; 15(1):44-54. 
 
 (42) Castellino FJ, Ploplis VA. Structure and function of the plasminogen/plasmin 

system1. Thromb Haemost 2005; 93(4):647-654. 
 
 (43) Cesarman GM, Guevara CA, Hajjar KA. An endothelial cell receptor for 

plasminogen/tissue plasminogen activator: Annexin II-mediated enhancement 
of tPA-dependent plasminogen activation. J Biol Chem 1994; 269:21198-
21203. 

 (44) Cesarman-Maus G, Hajjar KA. Molecular mechansims of fibrinolysis. Brit J 
Haematol 2005; 129:307-321. 

 (45) Chang L, Godinez WJ, Kim IH, Tektonidis M, de Lanerolle P, Eils R et al. PNAS 
Plus: Herpesviral replication compartments move and coalesce at nuclear 
speckles to enhance export of viral late mRNA 1. Proc Natl Acad Sci U S A 
2011; 108(21):E136-E144. 

 
 (46) Chatterjee K, Guo Z, Vogle E, Siedlecki C. Contributions of contact activation 

pathways of coagulation factor XII in plasma. JOURNAL OF BIOMEDICAL 
MATERIALS RESEARCH PART A 2009; 90A((1)):27-34. 

 (47) Chee MS, Bankier AT, Beck S, Bohni R, Brown CM, Cerny R et al. Analysis of the 
protein-coding content of the sequence of human cytomegalovirus strain 
AD169. Curr Top Microbiol Immunol 1990; 154:125-169. 

 (48) Chen W-H. An unusual transitory increase of lupus anticoagulant in dengue virus 
infection complicated with cerebral ischaemia. J Infect 2006; 52:e87-e91. 

 (49) Cheshenko N, Herold BC. Glycoprotein B plays a predominant role in mediating 
herpes simplex virus type 2 attachment and is required for entry and cell-to-cell 
spread2. Journal of General Virology 2002; 83:2247-2255. 

 (50) Chiu B, Viira E, Tucker W, Fong IW. Chlamydia pneumoniae, cytomegalovirus 
and herpes simplex virus in atherosclerosis of the carotid artery. Circulation 
1997; 96:2144-2188. 



 142 

 (51) Choi KS, Ghuman J, Kassam G, Kang HM, Fitzpatrick SL, Waisman DM. Annexin 
II tetramer inhibits plasmin-dependent fibrinolysis23. Biochem 1998; 37(2):648-
655. 

 (52) Christensen U. The Ah-Site of Plasminogen and 2 C-Terminal Fragments - A 
Weak Lysine-Binding Site Preferring Ligands Not Carrying A Free Carboxylate 
Function1. Biochemical Journal 1984; 223(2):413-421. 

 
 (53) Christensen U. C-Terminal Lysine Residues of Fibrinogen Fragments Essential for 

Binding to Plasminogen4. FEBS Letters 1985; 182(1):43-46. 
 
 (54) Chuang JL, Schleef RR. Adenovirus-mediated expression and packaging of 

tissue-type plasminogen activator in megakaryocytic cells3. Thromb 
Haemostasis 2001; 85(6):1079-1085. 

 
 (55) Chung CY, Erickson HP. Cell surface annexin II is a high-affinity receptor for 

tenascin-C. J Cell Biol 1994; 126:539-548. 

 (56) Chung CY, Murphyullrich JE, Erickson HP. Mitogenesis, cell migration, and loss of 
focal adhesions induced by tenascin-C interacting with its cell surface receptor, 
annexin II 8. Molecular Biology of the Cell 1996; 7(6):883-892. 

 
 (57) Claeys H, Collen D. Purification and Characterization of Bovine Coagulation 

Factor-Xii (Hageman-Factor) 5. European Journal of Biochemistry 1978; 
87(1):69-74. 

 
 (58) Clarke BJ, Cote HCF, Cool DE, Clarklewis I, Saito H, Pixley RA et al. Mapping of 

A Putative Surface-Binding Site of Human Coagulation Factor-Xii 1. Journal of 
Biological Chemistry 1989; 264(19):11497-11502. 

 
 (59) Cochrane CG, Revak SD, Wuepper KD. Activation of Hageman-Factor in Solid 

and Fluid Phases - Critical Role of Kallikrein 2. J Exp Med 1973; 138(6):1564-
1583. 

 
 (60) Cole SP, Pinkoski MJ, Bhardwaj G, Deeley RG. Elevated expression of annexin II 

(lipocortin II, p36) in a multidrug resistant small cell lung cancer cell line. Br J 
Cancer 1992; 65:498-502.  (61)  Collen D. On the Regulation and Control 
of Fibrinolysis. Thromb Haemostasis 1980; 43(2):77-89. 

 (62) Collen D. The plasminogen (fibrinolytic) system 14. Thromb Haemostasis 1999; 
82(2):259-270. 

 
 (63) Collen DH, Lijnen HR. Basic and clinical aspects of fibrinolysis and thrombolysis. 

Blood 1991; 78:3114-3124. 

 (64) Colman RW, Schmaier AH. Contact system: A vascular biology modulator with 
anticoagulant, Profibrinolytic, antiadhesive, and proinflammatory attributes 4. 
Blood 1997; 90(10):3819-3843. 

 
 (65) Conlan MG, Folsom AR, Finch A, Davis CE, Sorlie P, Marcucci G et al. 



 143 

Associations of factor VIII and von Willebrand factor with age, race, sex, and 
risk factors for atherosclerosis. The Atherosclerosis Risk in Communities 
(ARIC) Study 1. Thromb Haemost 1993; 70(3):380-385. 

 
 (66) Cool DE, Edgell CJS, Louie GV, Zoller MJ, Brayer GD, MacGillivray RTA. 

Characterization of Human-Blood Coagulation Factor-Xii Cdna - Prediction of 
the Primary Structure of Factor-Xii and the Tertiary Structure of Beta-Factor-
Xiia 1. Journal of Biological Chemistry 1985; 260(25):3666-3676. 

 
 (67) Coughlin SR. Thrombin signalling and protease-activated receptors. Nature 2000; 

407(6801):258-264. 

 (68) Coughlin SR. Protease-activated receptors in vascular biology. Thromb Haemost 
2001; 86:298-307. 

 (69) Coughlin SR. Protease-activated receptors in hemostasis, thrombosis and 
vascular biology. Journal of Thrombosis and Haemostasis 2005; 3:1800-1814. 

 (70) Courtneidge S, Ralston R, Alitalo K, Bishop JM. Subcellular localization of an 
abundant substrate (p36) for tyrosine-specific protein kinases. Mol Cell Biol 
1983; 3:340-350. 

 (71) Crawley JTB, Lane DA. The haemostatic role of tissue factor pathway inhibitor 4. 
Arteriosclerosis Thrombosis and Vascular Biology 2008; 28(2):233-242. 

 
 (72) Cunningham MJ, Pasternak RC. The potential role of viruses in the pathogenesis 

of atherosclerosis. Circulation 1988; 77:964-966. 

 (73) Cushman M, Yanez D, Psaty BM, Fried LP, Heiss G, Lee M et al. Association of 
fibrinogen and coagulation factors VII and VIII with cardiovascular risk factors in 
the elderly - The cardiovascular health study 13. American Journal of 
Epidemiology 1996; 143(7):665-676. 

 
 (74) Cwikel BJ, Barouskimiller PA, Coleman PL, Gelehrter TD. Dexamethasone 

Induction of An Inhibitor of Plasminogen-Activator in Htc Hepatoma-Cells 1. 
Journal of Biological Chemistry 1984; 259(11):6847-6851. 

 
 (75) Dahlback B. Blood coagulation and its regulation by anticoagulant pathways: 

genetic pathogenesis of bleeding and thrombotic diseases 8. Journal of Internal 
Medicine 2005; 257(3):209-223. 

 
 (76) Dahlback B, Villoutreix BO. Regulation of blood coagulation by the protein C 

anticoagulant pathway - Novel insights into structure-function relationships and 
molecular recognition 3. Arteriosclerosis Thrombosis and Vascular Biology 
2005; 25(7):1311-1320. 

 (77) Dano K, Andreasen PA, Grondahlhansen J, Kristensen P, Nielsen LS, Skriver L. 
Plasminogen Activators, Tissue Degradation and Cancer 1. Anticancer 
Research 1985; 5(6):605. 

 



 144 

 (78) Dano K, Moller V, Ossowski L, Nielsen LS. Purification and Characterization of A 
Plasminogen-Activator from Mouse Cells Transformed by An Oncogenic 
Virus2. Biochimica et Biophysica Acta 1980; 613(2):542-555. 

 
 (79) DAVIDSON E, TOMLIN S. The levels of the plasma coagulation factors after 

trauma and childbirth 1. J Clin Pathol 1963; 16:112-114. 
 
 (80) Davie EW, Fujikawa K, Kisiel W. The Coagulation Cascade - Initiation, 

Maintenance, and Regulation 2. Biochem 1991; 30(43):10363-10370. 
 
 (81) Davie EW, Fujikawa K, Kisiel W. The coagulation cascade: initiation, 

maintenance, and regulation 1. Biochem 1991; 30(43):10363-10370. 
 
 (82) De Regge N, Van Opdenbosch N, Nauwynck HJ, Efstathiou S, Favoreel HW. 

Interferon alpha induces establishment of alphaherpesvirus latency in sensory 
neurons in vitro 1. PLoS One 2010; 5(9). 

 
 (83) De Taeye B, Gils A, Declerck PJ. The story of the serpin plasminogen activator 

nhibitor 1: is there any need for another mutant? 1. Thromb Haemost 2004; 
92(5):898-924.  

 
 (84) Deagostini A, Lijnen HR, Pixley RA, Colman RW, Schapira M. Inactivation of 

Factor-Xii Active Fragment in Normal Plasma - Predominant Role of C1Bar-
Inhibitor 4. Journal of Clinical Investigation 1984; 73(6):1542-1549. 

 
 (85) Degen JL, Bugge TH, Goguen JD. Fibrin and fibrinolysis in infection and host 

defense 3. Journal of Thrombosis and Haemostasis 2007; 5:24-31. 
 
 (86) Derry MC, Sutherland MR, Restall CM, Waisman DM, Pryzdial ELG. Annexin 2-

mediated enhancement of cytomegalovirus infection opposes inhibition by 
annexin 1 or annexin 5. J Gen Virol 2007; 88:19-27.  

 (87) Dickinson JL, Bates EJ, Ferrante A, Antalis TM. Plasminogen activator inhibitor 
type 2 inhibits tumor necrosis factor alpha-induced apoptosis. Evidence for an 
alternate biological function 1. J Biol Chem 1995; 270(46):27894-27904. 

 
 (88) Didisheim P, Mibashan RS. Activation of Hageman Factor (Factor Xii) by Long-

Chain Saturated Fatty Acids 1. Thrombosis et Diathesis Haemorrhagica 1963; 
9(3-4):346-&. 

 (89) DiScipio RG, Kurachi K, Davie EW. Activation of Human Factor-9 (Christmas-
Factor)2. Journal of Clinical Investigation 1978; 61(6):1528-1538. 

 
 (90) Do H, Healey JF, Waller EK, Lollar P. Expression of factor VIII by murine liver 

sinusoidal endothelial cells 4. Journal of Biological Chemistry 1999; 
274(28):19587-19592. 

 (91) Dolan A, Jamieson FE, Cunningham C, Barnett BC, McGeoch DJ. The genome 
sequence of herpes simplex virus type 2 1. J Virol 1998; 72(3):2010-2021. 

 
 (92) Doolittle RF. Fibrinogen and fibrin 1. Sci Am 1981; 245(6):126-135. 



 145 

 
 (93) Drew WL. Cytomegalovirus Infection in Patients with AIDS. Clin Infect Dis 1992; 

14:608-615. 

 (94) Dunoyer-Geindre S, Kruithof EKO. Epigenetic control of tissue-type plasminogen 
activator synthesis in human endothelial cells 1. Cardiovascular Research 
2011; 90(3):457-463. 

 
 (95) Eaton D, Rodriguez H, Vehar GA. Proteolytic Processing of Human Factor-Viii - 

Correlation of Specific Cleavages by Thrombin, Factor Xa, and Activated 
Protein-C with Activation and Inactivation of Factor-Viii Coagulant Activity 4. 
Biochem 1986; 25(2):505-512. 

 
 (96) Elion J, Downing MR, Butkowski RJ, Mann KG. Structure of human thrombin: 

comparison with other serine proteases. pp. 97-111. In: Lundblad RL, et al , ed 
Chemistry and biology of thrombin Ann Arbor, Ann Arbor Science, 1977. 

 (97) Emsley J, McEwan PA, Gailani D. Structure and function of factor XI 1. Blood 
2010; 115(13):2569-2577.  

 
 (98) Endler G, Mannhalter C, Sunder-Plassmann H, Lalouschek W, Kapiotis S, Exner 

M et al. Homozygosity for the C-->T polymorphism at nucleotide 46 in the 5' 
untranslated region of the factor XII gene protects from development of acute 
coronary syndrome 1. Br J Haematol 2001; 115(4):1007-1009. 

 
 (99) Epstein SE, Speir E, Zhou YF, Guetta E, Leon M, Finkel T. The role of infection in 

restenosis and atherosclerosis: Focus on cytomegalovirus. Lancet 1996; 
348:s13-s17. 

(100) Epstein SE, Zhu J, Burnett MS, Zhou YF, Vecellotti G, Hajjar D. Infection and 
atherosclerosis: Potential roles of pathogen burden and molecular mimicry. 
Arteriosclerosis and Thrombosis Vascular Biology 2000; 20:1417-1420. 

(101) Espana F, Ratnoff OD. Activation of Hageman-Factor (Factor-Xii) by Sulfatides 
and Other Agents in the Absence of Plasma Proteases 3. Journal of Laboratory 
and Clinical Medicine 1983; 102(1):31-45. 

 
(102) Espinola-Klein C, Rupprecht HJ, Bickel C, Lackner K, Schnabel R, Munzel T et al. 

Inflammation, atherosclerotic burden and cardiovascular risk factors. 
Atherosclerosis 2007; 195:126-134. 

(103) Espinola-Klein C, Rupprecht HJ, Blankenberg S, Bickel C, Kopp H, Rippin G et al. 
Impact of infectious burden on extent and long-term prognosis of 
atherosclerosis 10. Circulation 2002; 105(1):15-21. 

 
(104) Espinola-Klein C, Rupprecht HJ, Blankenberg S, Bickel C, Kopp H, Victor A et al. 

Impact of infectious burden on progression of carotid atherosclerosis. Stroke 
2002; 33:2581-2586. 



 146 

(105) Etingin OR, Silverstein RL, Friedman HM, Hajjar DP. Viral activation of the 
coagulation cascade: Molecular interaction at the surface of infected 
endothelial cells. Cell 1990; 61:657-662. 

(106) Etingin OR, Silverstein RL, Hajjar DP. Identification of a monocyte receptor on 
herpesvirus-infected endothelial cells. Proc Natl Acad Sci USA 1991; 88:7200-
7203. 

(107) Everly DN, Feng PH, Mian IS, Read GS. mRNA degradation by the virion host 
shutoff (Vhs) protein of herpes simplex virus: Genetic and biochemical 
evidence that Vhs is a nuclease 1. Journal of Virology 2002; 76(17):8560-8571. 

 
(108) Fabricant CG, Fabricant J. Atherosclerosis induced by infection with Marek's 

disease herpesvirus in chickens 1. Am Heart J 1999; 138(5 Pt 2):S465-S468 
. 
(109) Fabricant CG, Fabricant J, Minick CR, Litrenta MM. Herpesvirus induced 

atherosclerosis in chickens. Fed Proc 1983; 42:2476-2479. 

(110) Fay PJ. Activation of factor VIII and mechanisms of cofactor action 7. Blood 
Reviews 2004; 18(1):1-15. 

 
(111) Fay PJ, Haidaris PJ, Smudzin TM. Human Factor-VIIIa Subunit Structure - 

Reconstitution of Factor VIIIa from the Isolated A1/A3-C1-C2 Dimer and A2 
Subunit. J Biol Chem 1991; 266:8957-8962. 

(112) Fay WP, Eitzman DT, Shapiro AD, Madison EL, Ginsburg D. Platelets Inhibit 
Fibrinolysis In-Vitro by Both Plasminogen-Activator Inhibitor-1 Dependent and 
Inhibitor-1 Independent Mechanisms 1. Blood 1994; 83(2):351-356. 

 
(113) Fleury V, Anglescano E. Characterization of the Binding of Plasminogen to Fibrin 

Surfaces - the Role of Carboxy-Terminal Lysines 5. Biochem 1991; 
30(30):7630-7638. 

 
(114) Fleury V, Loyau S, Lijnen HR, Nieuwenhuizen W, Anglescano E. Molecular 

Assembly of Plasminogen and Tissue-Type Plasminogen-Activator on An 
Evolving Fibrin Surface. European Journal of Biochemistry 1993; 216(2):549-
556. 

(115) Forbes CD, Pensky J, Ratnoff OD. Inhibition of Activated Hageman Factor and 
Activated Plasma Thromboplastin Antecedent by Purified Serum C1 
Inactivator24. Journal of Laboratory and Clinical Medicine 1970; 76(5):809-&. 

 
(116) Friedman HM, Wang L, Fishman NO, Lambris JD, Eisenberg RJ, Cohen GH et al. 

Immune evasion of herpes simplex virus type 1 glycoprotein gC. J Virol 1996; 
70:4253-4260. 

(117) Friedman HM, Yee A, Cohen GH, Eisenberg RJ, Seidel C, Cines DB. 
Glycoprotein C of herpes simplex virus type 1 acts as a receptor for the C3b 
complement component on infected cells. Nature 1984; 309:633-635. 



 147 

(118) Frohlich M, Mottë P, Galvin K, Takahashi H, Wands J, Ozturk M. Enhanced 
expression of the protein kinase substrate p36 in human hepatocellular 
carcinoma. Mol Cell Biol 1990; 10:3216-3223. 

(119) Fuhrer G, Gallimore MJ, Heller W, Hoffmeister HE. FXII 1. Blut 1990; 61(5):258-
266.  

 
(120) Fujikawa K, Kurachi K, Davie EW. Characterization of Bovine Factor-Xiia 

(Activated Hageman-Factor) 7. Biochem 1977; 16(19):4182-4188. 
 
(121) Fulcher CA, Zimmerman TS. Characterization of the Human Factor-Viii 

Procoagulant Protein with A Heterologous Precipitating Antibody 2. 
Proceedings of the National Academy of Sciences of the United States of 
America-Biological Sciences 1982; 79(5):1648-1652. 

 
(122) Funderburg NT, Mayne E, Sieg SF, Asaad R, Jiang W, Kalinowska M et al. 

Increased tissue factor expression on circulating monocytes in chronic HIV 
infection: relationship to in vivo coagulation and immune activation 1. Blood 
2010; 115(2):161-167. 

 
(123) Fung LS, Neil G, Leibowitz J, Cole EH, Chung S, Crow A et al. Monoclonal 

antibody analysis of a unique macrophage procoagulant activity induced by 
murine hepatitis virus strain 3 infection. J Biol Chem 1991; 266:1789-1795. 

(124) Gailani D, Broze GJ. Factor-Xi Activation in A Revised Model of Blood-
Coagulation. Science 1991; 253(5022):909-912. 

(125) Gailani D, Renné T. Intrinsic pathway of coagulation and arterial thrombosis. 
Arterioscler Thromb Vasc Biol 2007; 27:2507-2513. 

(126) Gallimore MJ, Aasen AO, Erichsen NS, Larsbraaten M, Lyngaas K, Amundsen E. 
Plasminogen Concentrations and Functional Activities and Concentrations of 
Plasmin Inhibitors in Plasma Samples from Normal Subjects and Patients with 
Septic Shock 4. Thromb Res 1980; 18(5):601-608. 

 
(127) Garber DA, Beverly SM, Coen DM. Demonstration of Circularization of Herpes-

implex Virus-Dna Following Infection Using Pulsed-Field Gel-Electrophoresis 1. 
Virology 1993; 197(1):459-462. 

 
(128) Genton C, Kruithof EKO, Schleuning WD. Phorbol Ester Induces the Biosynthesis 

of Glycosylated and Nonglycosylated Plasminogen-Activator Inhibitor-2 in High 
Excess Over Urokinase-Type Plasminogen-Activator in Human U-937 
Lymphoma-Cells 2. J Cell Biol 1987; 104(3):705-712. 

 
(129) George JN. Platelets 1. Lancet 2000; 355(9214):1531-1539. 
 
(130) Gerke V, Creutz CE, Moss SE. Annexins: Linking Ca2+ signalling to membrane 

dynamics 20. Nature Reviews Molecular Cell Biology 2005; 6(6):449-461. 
 



 148 

(131) Gerke V, Moss SE. Annexins: From structure to function 21. Physiological 
Reviews 2002; 82(2):331-371. 

 
(132) Gerke V, Weber K. EMBO J 1985; 4:2917-2920. 

(133) Gershom ES, Sutherland MR, Lollar P, Pryzdial ELG. Involvement of the contact 
phase and intrinsic pathway in herpes simplex virus-initiated plasma 
coagulation. Journal of Thrombosis and Haemostasis 2010; 8(5):1037-1043. 

(134) Girolami A, Randi ML, Gavasso S, Lombardi AM, Spiezia F. The occasional 
venous thromboses seen in patients with severe (homozygous) FXII deficiency 
are probably due to associated risk factors: A study of prevalence in 21 patients 
and review of the literature 7. Journal of Thrombosis and Thrombolysis 2004; 
17(2):139-143. 

 
(135) Gitschier J, Wood WI, Goralka TM, Wion KL, Chen EY, Eaton DH et al. 

Characterization of the Human Factor-Viii Gene 1. Nature 1984; 
312(5992):326-330. 

 
(136) Glenney JR. Phosphorylation of p36 in vitro with pp60src.  Regulation by Ca2+ and phopholipid. 

FEBS Lett 1985; 192:79-82. 

(137) Goldsmith GH, Saito H, Ratnoff OD. Activation of Plasminogen by Hageman-
Factor (Factor-Xii) and Hageman-Factor Fragments 2. Journal of Clinical 
Investigation 1978; 62(1):54-60. 

 
(138) Gomez K, Bolton-Maggs P. Factor XI deficiency 2. Haemophilia 2008; 

14(6):1183-1189. 
 
(139) Gong Y, Kim SO, Felez J, Grella DK, Castellino FJ, Miles LA. Conversion of Glu-

plasminogen to Lys-plasminogen is necessary for optimal stimulation of 
plasminogen activation on the endothelial cell surface 1. J Biol Chem 2001; 
276(22):19078-19083. 

 
(140) Gonzalez-Reyes S, Garcia-Manso A, del Barrio G, Dalton KP, Gonzalez-Molleda 

L, Arrojo-Fernandez J et al. Role of annexin A2 in cellular entry of rabbit 
vesivirus 1. Journal of General Virology 2009; 90:2724-2730. 

 
(141) Gordon EM, Johnson TR, Ramos LP, Schmeidlersapiro KT. Enhanced 

Expression of Factor-Xii (Hageman-Factor) in Isolated Livers of Estrogen-
Treated and Prolactin-Treated Rats 8. Journal of Laboratory and Clinical 
Medicine 1991; 117(5):353-358. 

 
(142) Grahame-Clarke C, Alber DG, Lucas SB, Miller R, Vallance P. Association 

between Kaposi's sarcoma and atherosclerosis: implications for 
gammaherpesviruses and vascular disease. AIDS 2001; 15:1902-1904. 

(143) Griffin JH CCG. Human factor XII (Hageman factor). 9. Methods Enzymol. 45, 56-
65. 1976.  Ref Type: Generic 



 149 

 
(144) Griffin JH. Role of Surface in Surface-Dependent Activation of Hageman-Factor 

(Blood-Coagulation Factor-Xii) 11. Proceedings of the National Academy of 
Sciences of the United States of America 1978; 75(4):1998-2002. 

 
(145) Gross JL, Moscatelli D, Rifkin DB. Increased Capillary Endothelial-Cell Protease 

Activity in Response to Angiogenic Stimuli Invitro 1. Proceedings of the 
National Academy of Sciences of the United States of America-Biological 
Sciences 1983; 80(9):2623-2627. 

 
(146) Grunewald K, Desai P, Winkler DC, Heymann JB, Belnap DM, Baumeister W et 

al. Three-dimensional structure of herpes simplex virus from cryo-electron 
tomography 1. Science 2003; 302(5649):1396-1398. 

 
(147) Guech-Ongey M, Brenner H, Twardella D, Hahmann H, Rothenbacher D. Role of 

cytomegalovirus sero-status in the development of secondary cardiovascular 
events in patients with coronary heart disease under special consideration of 
diabetes 1. Int J Cardiol 2006; 111(1):98-103. 

 
(148) Guella I, Solda G, Spena S, Asselta R, Ghiotto R, Tenchini ML et al. Molecular 

characterization of two novel mutations causing factor XI deficiency: A splicing 
defect and a missense mutation responsible for a CRM+ defect 1. Thromb 
Haemost 2008; 99(3):523-530. 

 
(149) Gunzler WA, Steffens GJ, Otting F, Buse G, Flohe L. Structural Relationship 

Between Human High and Low-Molecular Mass Urokinase 8. Hoppe-Seylers 
Zeitschrift fur Physiologische Chemie 1982; 363(2):133-141. 

 
(150) Guo Z, Bussard KM, Chatterjee K, Miller R, Vogler EA, Siedlecki CA. 

Mathematical modeling of material-induced blood plasma coagulation. 
Biomaterials 2006; 27(5):796-806. 

(151) Gurewich V. The Sequential, Complementary and Synergistic Activation of Fibrin-
Bound Plasminogen by Tissue Plasminogen-Activator and Pro-Urokinase 7. 
Fibrinolysis 1989; 3(2):59-66. 

 
(152) Gurwitz D, Cunningham DD. Neurite outgrowth activity of protease nexin-1 on 

neuroblastoma cells requires thrombin inhibition. J Cell Physiol 1990; 142:155-
162. 

(153) Gyorkey F, Melnick JL, Guinn GA, Gyorkey P, DeBakey ME. Herpesviridae in the 
endothelial and smooth muscle cells of the proximal aorta in arteriosclerotic 
patients. Exp Mol Pathol 1984; 40:328-339. 

(154) Haarr L, Skulstad S. The Herpes-Simplex Virus Type-1 Particle - Structure and 
Molecular Functions 31. APMIS 1994; 102(5):321-346. 

 
(155) Haines AP, Howarth D, North WR, Goldenberg E, Stirling Y, Meade TW et al. 

Haemostatic variables and the outcome of myocardial infarction 1. Thromb 



 150 

Haemost 1983; 50(4):800-803. 
 
(156) Hajjar DP. Viral pathogenesis of atherosclerosis: Impact of molecular mimicry and 

viral genes. Am J Pathol 1991; 139:1195-1211. 

(157) Hajjar KA. Cellular receptors in the regulation of plasmin generation. Thromb 
Haemost 1995; 74:294-301. 

(158) Hajjar KA, Guevara CA, Lev E, Dowling K, Chacko J. Interaction of the fibrinolytic 
receptor, annexin II, with the endothelial cell surface: Essential role of 
endonexin repeat 2. J Biol Chem 1996; 271:21652-21659. 

(159) Hajjar KA, Hamel NM. Identification and characterization of human endothelial cell 
membrane binding sites for tissue plasminogen activator and urokinase. J Biol 
Chem 1990; 265:2908-2916. 

(160) Hajjar KA, Hamel NM, Harpel PC, Nachman RL. Binding of plasminogen to 
cultured human endothelial cells. J Clin Inv 1987; 80:1712-1719. 

(161) Hajjar KA, Jacovina AT, Chacko J. An endothelial cell receptor for 
plasminogen/tissue plasminogen activator: identity with annexin II. J Biol Chem 
1994; 269:21191-21197. 

(162) HALL CE, Slayter HS. The fibrinogen molecule: its size, shape, and mode of 
polymerization 1. J Biophys Biochem Cytol 1959; 5(1):11-16. 

 
(163) Hansen KK, Oikonomopoulou K, Li Y, Hollenberg MD. Proteinases, proteinase-

activated receptors (PARs) and the pathophysiology of cancer and diseases of 
the cardiovascular, musculoskeletal, nervous and gastrointestinal systems 7. 
Naunyn-Schmiedebergs Archives of Pharmacology 2008; 377(4-6):377-392. 

 
(164) Hart MJ, Jiang XJ, Kozasa T, Roscoe W, Singer WD, Gilman AG et al. Direct 

stimulation of the guanine nucleotide exchange activity of p115 RhoGEF by G 
alpha(13) 3. Science 1998; 280(5372):2112-2114. 

 
(165) Hauert J, Nicoloso G, Schleuning WD, Bachmann F, Schapira M. Plasminogen 

Activators in Dextran Sulfate-Activated Euglobulin Fractions - A Molecular 
Analysis of Factor-Xii-Dependent and Prekallikrein-Dependent Fibrinolysis 4. 
Blood 1989; 73(4):994-999. 

 
(166) Hauptmann J, Glusa E. Differential effects of staphylokinase, streptokinase and 

tissue-type plasminogen activator on the lysis of retracted human plasma clots 
and fibrinolytic plasma parameters in vitro 1. Blood Coagul Fibrinolysis 1995; 
6(6):579-583. 

 
(167) Havlik RJ, Blackwelder WC, Kaslow R, Castelli W. Unlikely association between 

clinically apparent herpesvirus infection and coronary incidence at older ages. 
The Framingham Heart Study 1. Arteriosclerosis 1989; 9(6):877-880. 

 



 151 

(168) Healey JF, Lubin IM, Nakai H, Saenko EL, Hoyer LW, Scandella D et al. Residues 
484-508 contain a major determinant of the inhibitory epitope in the A2 domain 
of human factor VIII. J Biol Chem 1995; 270:14505-14509. 

(169) Hekman CM, Loskutoff DJ. Endothelial cells produce a latent inhibitor of 
plasminogen activators that can be activated by denaturants. J Biol Chem 
1985; 260:11581-11587. 

(170) Heldwein EE, Krummenacher C. Entry of herpesviruses into mammalian cells. 
Cell Mol Life Sci 2006; 65:1653-1668. 

(171) Hellgren M, Blomback M. Studies on Blood-Coagulation and Fibrinolysis in 
Pregnancy, During Delivery and in the Puerperium .1. Normal Condition 11. 
Gynecologic and Obstetric Investigation 1981; 12(3):141-154. 

(172) Hendrix MG, Salimans MM, van Boven CP, Bruggeman CA. High prevalence of 
latently present cytomegalovirus in arterial walls of patients suffering from 
grade III atherosclerosis. Am J Pathol 1990; 136:23-28. 

(173) Hendrix MGR, Daeman M, Bruggeman CA. Cytomegalovirus nucleic acid 
distribution within the human vascular tree. Am J Pathol 1991; 138:563-567. 

(174) Hendrix MRG, Dormans PHJ, Kitslaar P, Bosman F, Bruggeman CA. The 
presence of comegalovirus nucleic acids in arterial walls of atherosclerotic and 
nonatherosclerotic patients. Am J Pathol 1989; 134:1151. 

(175) Henschen A, Lottspeich F, Kehl M, Southan C. Covalent structure of fibrinogen 1. 
Ann N Y Acad Sci 1983; 408:28-43. 

 
(176) Hermans PW, Hazelzet JA. Plasminogen activator inhibitor type 1 gene 

polymorphism and sepsis 1. Clin Infect Dis 2005; 41 Suppl 7:S453-S458. 
 
(177) Herold BC, Visalli RJ, Susmarski N, Brandt CR, Spear PG. Glycoprotein C-

independent binding of herpes simplex virus to cells requires cell surface 
heparan sulfate and glycoprotein B. J Gen Virol 1994; 75:1211-1222. 

(178) Herold BC, Wudunn D, Soltys N, Spear PG. Glycoprotein C of herpes simplex 
virus type 1 plays a principal role in the adsorption of virus to cells and in 
infectivity. J Virol 1991; 65:1090-1098. 

(179) Hockin MF, Jones KC, Everse SJ, Mann KG. A model for the stoichiometric 
regulation of blood coagulation. J Biol Chem 2002; 277(21):18322-18333. 

(180) Hoeprich PD, Jr., Doolittle RF. Dimeric half-molecules of human fibrinogen are 
joined through disulfide bonds in an antiparallel orientation 1. Biochem 1983; 
22(9):2049-2055. 

 
(181) Hoffman M, Monroe DM. Coagulation 2006: a modern view of hemostasis 1. 

Hematol Oncol Clin North Am 2007; 21(1):1-11. 
 
(182) Hoffman M, Monroe DM, Oliver JA, Roberts HR. Factors Ixa and Xa Play Distinct 



 152 

Roles in Tissue Factor-Dependent Initiation of Coagulation 1. Blood 1995; 
86(5):1794-1801. 

 
(183) Hojima Y, Cochrane CG, Wiggins RC, Austen KF, Stevens RL. Invitro Activation 

of the Contact (Hageman-Factor) System of Plasma by Heparin and 
Chondroitin Sulfate-e 1. Blood 1984; 63(6):1453-1459. 

 
(184) Hojima Y, Pierce JV, Pisano JJ. Hageman factor fragment inhibitor in corn seeds: 

purification and characterization. Thromb Res 1980; 20(2):149-162. 

(185) Hollenberg MD, Compton SJ. International Union of Pharmacology. XXVIII. 
Proteinase-activated receptors 28. Pharmacological Reviews 2002; 54(2):203-
217. 

 
(186) Horbett TA. Principles underlying the role of adsorbed plasma proteins in blood 

interactions with foreign materials. Cardiovasc Pathol 1993; 2:137s-148s. 

(187) Hoyer LW. Hemophilia A. N Engl J Med 1994; 330(1):38-47. 

(188) Hoylaerts M, Rijken DC, Lijnen HR, Collen D. Kinetics of the activation of 
plasminogen by human tissue plasminogen activator: Role of fibrin. J Biol 
Chem 1982; 257 (6):2912-2919. 

(189) Hruban RH, Wu T-C, Beschorner WE, Cameron DE, Ambinder RF, Baumgartner 
WA et al. Cytomegalovirus nucleic acids in allografted hearts. Hum Pathol 
1990; 21:981-983. 

(190) Hutchinson L, Browne H, Wargent V, Davispoynter N, Primorac S, Goldsmith K et 
al. A Novel Herpes-Simplex Virus Glycoprotein, Gl, Forms A Complex 
withlycoprotein-H (Gh) and Affects Normal Folding and Surface Expression of 
Gh 3. Journal of Virology 1992; 66(4):2240-2250. 

 
(191) Ichinose A, Fujikawa K, Suyama T. The Activation of Prourokinase by Plasma 

Kallikrein and Its Inactivation by Thrombin 6. Journal of Biological Chemistry 
1986; 261(8):3486-3489. 

 
(192) Irmiere A, Gibson W. Isolation and characterization of a noninfectious virion-like 

particle released from cells infected with human strains of cytomegalovirus. 
Virology 1983; 130:118-133. 

(193) Ishii H, Yoshida M, Hiraoka M, Hajjar KA, Tanaka A, Yasukochi Y et al. 
Recombinant Annexin II Modulates Impaired Fibrinolytic Activity In Vitro and in 
Rat Carotid Artery. Circ Res 2001; 89(12):1240-1245. 

(194) Ishizaka N, Ishizaka Y, Takahashi E, Tooda E-I, Hashimoto H, Nagai R et al. 
Association between hepatitis C virus seropositivity, carotid-artery plaque, and 
intima-media thickening. Lancet 2002; 359:133-135. 

(195) Jacob RJ, Morse LS, Roizman B. Anatomy of Herpes-Simplex Virus-Dna .12. 



 153 

Accumulation of Head-To-Tail Concatemers in Nuclei of Infected Cell and Their 
Role in the Generation of the 4 Isomeric Arrangements of Viral-Dna 2. Journal 
of Virology 1979; 29(2):448-457. 

 
(196) Jacobson MA, Mills J. Serious cytomegalovirus disease in the acquired 

immunodeficiency sydrome (AIDS): Clinical findings, diagnosis, and treatment. 
Ann Intern Med 1988; 108:585-594. 

(197) James SH, Kimberlin DW, Whitley RJ. Antiviral therapy for herpesvirus central 
nervous system infections: Neonatal herpes simplex virus infection, herpes 
simplex encephalitis, and congenital cytomegalovirus infection 133. Antiviral 
Research 2009; 83(3):207-213. 

 
(198) Jin L, Abrahams JP, Skinner R, Petitou M, Pike RN, Carrell RW. The 

anticoagulant activation of antithrombin by heparin 1. Proceedings of the 
National Academy of Sciences of the United States of America 1997; 
94(26):14683-14688. 

 
(199) Jindal HK, Chaney WG, Anderson CW, Davis RG, Vishwanatha JK. The protein-

tyrosine kinase substrate, calpactin I heavy chain (p36), is part of the primer 
recognition protein complex that interacts with DNA polymerase alpha. J Biol 
Chem 1991; 266:5169-5176. 

(200) Johnson DC, Baines JD. Herpesviruses remodel host membranes for virus 
egress1. Nat Rev Microbiol 2011; 9(5):382-394. 

 
(201) Johnston C, Magaret A, Selke S, Remington M, Corey L, Wald A. Herpes simplex 

virus viremia during primary genital infection 20. J Infect Dis 2008; 198(1):31-
34. 

 
(202) Joseph K, Shibayama Y, Ghebrehiwet B, Kaplan AP. Factor XII-dependent 

contact activation on endothelial cells and binding proteins gC1qR and 
cytokeratin 1 10. Thromb Haemostasis 2001; 85(1):119-124. 

 
(203) Juhanvague I, Moerman B, Decock F, Aillaud MF, Collen D. Plasma-Levels of A 

Specific Inhibitor of Tissue-Type Plasminogen-Activator (and Urokinase) in 
Normal and Pathological Conditions 2. Thromb Res 1984; 33(5):523-530. 

 
(204) Kahn ML, Nakanishi-Matsui M, Shapiro MJ, Ishihara H, Coughlin SR. Protease- 

ctivated receptors 1 and 4 mediate activation of human platelets by thrombin 8. 
Journal of Clinical Investigation 1999; 103(6):879-887. 

 
(205) Kahn ML, Zhen YW, Huang W, Bigornia V, Zeng D, Moff S et al. A dual thrombin 

receptor for platelet activation. Science 1998; 394:690-694. 

(206) Kalafatis M, Swords NA, Rand MD, Mann KG. Membrane-Dependent Reactions 
in Blood-Coagulation - Role of the Vitamin-K-Dependent Enzyme Complexes1. 
Biochimica et Biophysica Acta-Molecular Basis of Disease 1994; 1227(3):113-
129. 



 154 

 
(207) Kamal AH, Tefferi A, Pruthi RK. How to interpret and pursue an abnormal 

prothrombin time, activated partial thromboplastin time, and bleeding time in 
adults 2. Mayo Clin Proc 2007; 82(7):864-873. 

 
(208) Kaminski M, Siebenlist KR, Mosesson MW. Evidence for Thrombin Enhancement 

of Fibrin Polymerization That Is Independent of Its Catalytic Activity. J Lab Clin 
Med 1991; 117:218-225. 

(209) Kamphuisen PW, Eikenboom JCJ, Bertina RM. Elevated factor VIII levels and the 
risk of thrombosis 3. Arteriosclerosis Thrombosis and Vascular Biology 2001; 
21(5):731-738. 

 
(210) Kaner RJ, Iozzo RV, Kefalides NA. Clin Res 1987; 35:289A. 

(211) Kaner RJ, Iozzo RV, Kefalides NA. Clin Res 1987; 35:289A. 

(212) Kaner RJ, Iozzo RV, Ziaie Z, Kefalides NA. Inhibition of proteoglycan synthesis in 
human endothelial cells after infection with herpes simplex virus type 1 in vitro. 
Am J Respir Cell Mol Biol 1990; 2:423-431. 

(213) Kannemeier C, Shibamiya A, Nakazawa F, Trusheim H, Ruppert C, Markart P et 
al. Extracellular RNA constitutes a natural procoagulant cofactor in blood 
coagulation 2. Proceedings of the National Academy of Sciences of the United 
States of America 2007; 104(15):6388-6393. 

 
(214) Karimi M, Jafari H, Lahsaeizadeh S, Afrasiabi A, Akbari A, Dehbozorgian J et al. 

Factor XI deficiency in Southern Iran: identification of a novel missense 
mutation 61. Annals of Hematology 2009; 88(4):359-363. 

 
(215) Kawano T, Morimoto K, Uemura Y. Partial Purification and Properties of 

Urokinase Inhibitor from Human Placenta 3. J Biochem 1970; 67(3):333-&. 
 
(216) Keller TT, Mairuhu AT, de Kruif MD, Klein SK, Gerdes VE, ten Cate H et al. 

Infections and endothelial cells 1. Cardiovasc Res 2003; 60(1):40-48. 
 
(217) Kerbiriou DM, Griffin JH. Human High Molecular-Weight Kininogen - Studies of 

Structure-Function-Relationships and of Proteolysis of the Molecule Occurring 
During Contact Activation of Plasma 1. Journal of Biological Chemistry 1979; 
254(23):2020-2027. 

 
(218) Key NS, Vercellotti GM, Winkelmann JC, Moldow CF, Goodman JL, Esmon NL et 

al. Infection of Vascular Endothelial-Cells with Herpes-Simplex Virus Enhances 
Tissue Factor Activity and Reduces Thrombomodulin Expression 1. 
Proceedings of the National Academy of Sciences of the United States of 
America 1990; 87(18):7095-7099. 

 
(219) Kimberlin D. Herpes simplex virus, meningitis and encephalitis in neonates 1. 

Herpes 2004; 11 Suppl 2:65A-76A. 



 155 

 
(220) Kimura H, Ito Y, Futamura M, Ando Y, Yabuto Y, Hoshino Y et al. Quantitation of 

viral load in neonatal herpes simplex virus infection and comparison between 
type 1 and type 2. J Med Virol 2002; 67:349-353. 

(221) Kirchheimer JC, Remold HG. Endogenous receptor-bound urokinase mediates 
tissue invasion of human monocytes 1. J Immunol 1989; 143(8):2634-2639. 

 
(222) Kitchens CS. Factor-Xi - A Review of Its Biochemistry and Deficiency 2. Seminars 

in Thrombosis and Hemostasis 1991; 17(1):55-72. (223)  Kitchens CS. The 
contact system1. Arch Pathol Lab Med 2002; 126(11):1382-1386. 

 
(224) Klages B, Brandt U, Simon MI, Schultz G, Offermanns S. Activation of 

G(12)/G(13) results in shape change and Rho/Rho-kinase-mediated myosin 
light chain phosphorylation in mouse platelets2. J Cell Biol 1999; 144(4):745-
754. 

 
(225) Kleinschnitz C, Stoll G, Bendszus M, Schuh K, Pauer HU, Burfeind P et al. 

Targeting coagulation factor XII provides protection from pathological 
thrombosis in cerebral ischemia without interfering with hemostasis6. J Exp 
Med 2006; 203(3):513-518. 

 
(226) Kluft C, Dooijewaard G, Emeis JJ. Role of the Contact System in Fibrinolysis23. 

Seminars in Thrombosis and Hemostasis 1987; 13(1):50-68. 
 
(227) Kohler HP, Futers TS, Grant PJ. FXII (46C -> T) polymorphism and in vivo 

generation of FXII activity - Gene frequencies and relationship in patients with 
coronary artery disease5. Thromb Haemostasis 1999; 81(5):745-747. 

 
(228) Komiyama Y, Pedersen AH, Kisiel W. Biochem 1990; 29:9418-9425. 

(229) Konkle BA, Schick PK, He XL, Liu RJ, Mazur EM. Plasminogen-Activator Inhibitor 
- 1 (Pai-1) Is Synthesized by Megakaryocytes - Pai-1 Messenger-Rna Is 
Present in Human Platelets and Is Induced in the Megakaryoblastic Cell-Line 
Chrf-288 by Phorbol Ester Treatment3. Thromb Haemostasis 1993; 69(6):547. 

 
(230) Kowalska-Loth B, Zakrzewski K. The activation by staphylokinase of human 

plasminogen1. Acta Biochim Pol 1975; 22(4):327-339. 
 
(231) Kozasa T, Jiang XJ, Hart MJ, Sternweis PM, Singer WD, Gilman AG et al. p115 

RhoGEF, a GTPase activating protein for G alpha(12) and G alpha(13)7. 
Science 1998; 280(5372):2109-2111. (232)  Kramer MD, Reinartz J, Brunner 
G, Schirrmacher V. Plasmin in Pericellular Proteolysis and Cellular Invasion. 
Invasion & Metastasis 1994; 14(1-6):210-222. 

 
(233) Kravtsov DV, Matafonov A, Tucker EI, Sun MF, Walsh PN, Gruber A et al. Factor 

XI contributes to thrombin generation in the absence of factor XII. Blood 2009; 
114(2):452-458. 



 156 

(234) Krishnaswamy S, Field KA, Edgington TS, Morrissey JH, Mann KG. Role of the 
membrane surface in the activation of human coagulation factor X. J Biol Chem 
1992; 267:26110-26120. 

(235) Krishnaswamy S, Nesheim ME, Pryzdial EL, Mann KG. Assembly of 
prothrombinase complex. Methods Enzymol 1993; 222:260-280. 

(236) Krishnaswamy S, Nesheim ME, Pryzdial ELG, Mann KG. Assembly of the 
prothrombinase complex. Methods Enzymol 1994; 222:260-280. 

(237) Kruithof EK. Plasminogen activator inhibitors--a review 1. Enzyme 1988; 40(2-
3):113-121. 

 
(238) Kruithof EKO, Baker MS, Bunn CL. Biological and Clinical Aspects of 

Plasminogen-Activator Inhibitor Type-2 1. Blood 1995; 86(11):4007-4024. 
 
(239) Kuliopulos A, Covic L, Seeley SK, Sheridan PJ, Helin J, Costello CE. Plasmin 

desensitization of the PARI thrombin receptor: Kinetics, sites of truncation, and 
implications for thrombolytic therapy. Biochem 1999; 38(14):4572-4585. 

(240) Kumar S, Baglioni C. Protection from tumor necrosis factor-mediated cytolysis by 
overexpression of plasminogen activator inhibitor type-2 1. J Biol Chem 1991; 
266(31):20960-20964. 

 
(241) Kumble KD, Hirota M, Pour PM, Vishwanatha JK. Enhanced Levels of Annexins 

in Pancreatic-Carcinoma Cells of Syrian-Hamsters and Their Intrapancreatic 
Allografts 3. Cancer Research 1992; 52(1):163-167. 

 
(242) Kurachi K, Davie EW. Activation of Human Factor-Xi (Plasma Thromboplastin 

Antecedent) by Factor-Xiia (Activated Hageman-Factor) 5. Biochem 1977; 
16(26):5831-5839. 

 
(243) Kurachi K, Fujikawa K, Davie EW. Mechanism of Activation of Bovine Factor-Xi by 

Factor-Xii and Factor-Xiia 16. Biochem 1980; 19(7):1330-1338. 
 
(244) Kurekci AE, Aydin HI, Atay AA, Akar N, Cetan T, Ozcan O et al. Familial high 

factor VIII level in a child with necrotizing fasciitis complicating primary varicella 
infection 1. Pediatr Hematol Oncol 2005; 22(3):219-222. 

 
(245) Kwon M, MacLeod TJ, Zhang Y, Waisman DM. S100A10, annexin A2 and 

annexin A2 heterotetramer as candidate plasminogen receptors. Frontiers 
Biosci 2005; 10:300-325. 

(246) Kwong AD, Frenkel N. The herpes simplex virus virion host shutoff function. J 
Virol 1989; 63:4834-4839. 

(247) LaBoissiere S, O'Hare P. Analysis of HCF, the cellular cofactor of VP16, in herpes 
simplex virus-infected cells 1. J Virol 2000; 74(1):99-109. 

 



 157 

(248) Laine O, Makela S, Mustonen J, Huhtala H, Szanto T, Vaheri A et al. Enhanced 
thrombin formation and fibrinolysis during acute Puumala hantavirus infection. 
Thromb Res 2010; 126(2):154-158. 

(249) Laitinen OH, Hytonen VP, Nordlund HR, Kulomaa MS. Genetically engineered 
avidins and streptavidins 1. Cell Mol Life Sci 2006; 63(24):2992-3017. 

 
(250) Laquerre S, Argnani R, Anderson DB, Zucchini S, Manservigi R, Glorioso JC. 

Heparan sulfate proteoglycan binding by herpes simplex virus type 1 
glycoproteins B and C, which differ in their contributions to virus attachment, 
penetration, and cell-to-cell spread 2. Journal of Virology 1998; 72(7):6119-
6130. 

 
(251) Lawson JH, Mann KG. The cooperative activation of human factor IX by the 

human extrinsic pathway of blood coagulation. J Biol Chem 1991; 266:11317-
11327. 

(252) Le DT, Rapaport SI, Rao LVM. Relations Between Factor-Viia Binding and 
Expression of Factor-Viia Tissue Factor Catalytic Activity on Cell-Surfaces. 
Journal of Biological Chemistry 1992; 267(22):15447-15454. 

(253) LeBouder F, Morello E, Rimmelzwaan GF, Bosse F, Pechoux C, Delmas B et al. 
Annexin II incorporated into influenza virus particles supports virus replication 
by converting plasminogen into plasmin. Journal of Virology 2008; 82(14):6820-
6828. 

(254) Leiba H, Ramot B, Many A. Heredity and Coagulation Studies in 10 Families with 
Factor 11 (Plasma Thromboplastin Antecedent) Deficiency 1. British Journal of 
Haematology 1965; 11(6):654-&. 

 
(255) Lerch PG, Rickli EE, Lergier W, Gillessen D. Localization of Individual Lysine-

Binding Regions in Human-Plasminogen and Investigations on Their Complex-
Forming Properties 3. European Journal of Biochemistry 1980; 107(1):7-13. 

 
(256) Levi M, Hack CE, Deboer JP, Brandjes DPM, Buller HR, Tencate JW. Reduction 

of Contact Activation Related Fibrinolytic-Activity in Factor-Xii Deficient Patients 
- Further Evidence for the Role of the Contact System in Fibrinolysis Invivo 8. 
Journal of Clinical Investigation 1991; 88(4):1155-1160. 

 
(257) Levin EG, Loskutoff DJ. Cultured bovine endothelial cells produce both urokinase 

and tissue type plasminogen activators. J Cell Biol 1982; 94:631-636. 

(258) Levin EG, Santell L. Regulation of Tissue Plasminogen-Activator (Tpa) and 
Inhibitor (Pai-1) by Camp and Protein Kinase-C in Endothelial-Cells 2. 
Arteriosclerosis 1988; 8(5):A649. 

 
(259) Levin EG, Stern DM, Nawroth PP, Marlar RA, Fair DS, Fenton JW et al. 

Specificity of the thrombin-induced release of tissue plasminogen activator from 
cultured human endothelial cells. Thromb Haemost 1986; 56:115-119. 



 158 

(260) Ligas MW, Johnson DC. A herpes simplex virus mutant in which glycoprotein D 
sequences are replaced by beta-galactosidae\se sequences binds to but is 
unable to penetrate cells. J Virol 1988; 62:1486-1494. 

(261) Lijnen HR. Elements of the fibrinolytic system. Fibrinogen 2001; 936:226-236. 

(262) Lijnen HR, Stassen JM, Vanlinthout I, Fukao H, Okada K, Matsuo O et al. 
Comparative fibrinolytic properties of staphylokinase and streptokinase in 
animal models of venous thrombosis 1. Thromb Haemost 1991; 66(4):468-473 

. 
(263) Lijnen HR, Vanhoef B, Collen D. On the Reversible Interaction of Plasminogen 

Activator Inhibitor- 1 with Tissue-Type Plasminogen Activator and with 
Urokinase-Type Plasminogen Activator. J Biol Chem 1991; 266:4041-4044. 

(264) Lim TK, Bloomfield VA, Nelsestuen GL. Structure of prothrombin- and blood 
clotting factor X-membrane complexes. Biochem 1977; 16:4177-4181. 

(265) Ling Q, Jacovina AT, Deora A, Febbraio M, Simantov R, Silverstein RL et al. 
Annexin II regulates fibrin homeostasis and neoangiogenesis in vivo 4. Journal 
of Clinical Investigation 2004; 113(1):38-48. 

 
(266) Lippi G, Franchini M, Favaloro EJ. Influenza and cardiovascular disease: does 

swine-origin, 2009 H1N1 flu virus represent a risk factor, an acute trigger, or 
both? 1. Semin Thromb Hemost 2010; 36(1):49-58. 

 
(267) Litvinov RI, Gorkun OV, Galanakis DK, Yakovlev S, Medved L, Shuman H et al. 

Polymerization of fibrin: Direct observation and quantification of individual B:b 
knob-hole interactions 1. Blood 2007; 109(1):130-138. 

 
(268) Liu Y, Patricelli MP, Cravatt BF. Activity-based protein profiling: the serine 

hydrolases 1. Proc Natl Acad Sci U S A 1999; 96(26):14694-14699. 
 
(269) Livingston JR, Sutherland MR, Pryzdial ELG. Herpes simplex virus type 1-

encoded glycoprotein C contributes to direct coagulation factor X-virus binding. 
Biochem J 2006; 393:529-535. 

(270) Lollar P, Parker CG. Subunit structure of thrombin-activated porcine factor VIII. 
Biochem 1989; 28:666-674. 

(271) Lollar P, Parker ET, Curtis JE, Helgerson SL, Hoyer LW, Scott ME et al. Inhibition 
of human factor VIIIa by anti-A2 subunit antibodies. J Clin Invest 1994; 
93:2497-2504. 

(272) Longstaff C, Whitton CM. A proposed reference method for plasminogen 
activators that enables calculation of enzyme activities in S1 units 3. Journal of 
Thrombosis and Haemostasis 2004; 2(8):1416-1421. 

 
(273) Loscalzo J, Pasche B, Ouimet H, Freedman JE. Platelets and Plasminogen 

Activation 25. Thromb Haemostasis 1995; 74(1):291-293. 



 159 

 
(274) Lowenberg EC, Meijers JC, Monia BP, Levi M. Coagulation factor XI as a novel 

target for antithrombotic treatment 1. J Thromb Haemost 2010; 8(11):2349-
2357. 

 
(275) Loza JP, Gurewich V, Johnstone M, Pannell R. Platelet-bound prekallikrein 

promotes pro-urokinase-induced clot lysis: a mechanism for targeting the factor 
XII dependent intrinsic pathway of fibrinolysis 1. Thromb Haemost 1994; 
71(3):347-352. 

 
(276) Luciano RL, Wilson AC. An activation domain in the C-terminal subunit of HCF-1 

is important for transactivation by VP16 and LZIP 1. Proc Natl Acad Sci U S A 
2002; 99(21):13403-13408. 

 
(277) Lupu C, Lupu F, Dennehy U, Kakkar VV, Scully MF. Thrombin Induces the 

Redistribution and Acute Release of Tissue Factor Pathway Inhibitor from 
Specific Granules Within Human Endothelial-Cells in Culture 1. Arteriosclerosis 
Thrombosis and Vascular Biology 1995; 15(11):2055-2062. 

 
(278) Lwaleed BA, Bass PS. Tissue factor pathway inhibitor: structure, biology and 

involvement in disease 8. J Pathol 2006; 208(3):327-339. 
 
(279) Maas C, Govers-Riemslag JWP, Bouma B, Schiks B, Hazenberg BPC, Lokhorst 

HM et al. Misfolded proteins activate Factor XII in humans, leading to kallikrein 
formation without initiating coagulation 3. Journal of Clinical Investigation 2008; 
118(9):3208-3218. 

 
(280) Madjid M, Miller CC, Zarubaev VV, Marinich IG, Kiselev OI, Lobzin YV et al. 

Influenza epidemics and acute respiratory disease activity are associated with 
a surge in autopsy-confirmed coronary heart disease death: results from 8 
years of autopsies in 34 892 subjects 2. Eur Heart J 2007; 28(10):1205-1210 

. 
(281) Magnusson S, Sottrup-Jensen L, Petersen TE, Dudek-Wojciechowska G, Claeys 

H. Homologous "Kringle: structures common to plasminogen and prothrombin. 
Substrate specificity of enyzmes activating prothrombin and plasminogen. pp. 
203-38. In: Ribbons DW, Brew K, ed Proteolysis and physiological regulation 
New York, Academic Press, 1976. 

(282) Magnusson S, Sottrupjensen L, Claeys H, Zajdel M, Petersen TE. Complete 
Primary Structure of Prothrombin - Partial Primary Structures of Plasminogen 
and Hirudin 2. Thrombosis et Diathesis Haemorrhagica 1975; 34(2):562-563. 

 
(283) Mai J, Waisman DM, Sloane BF. Cell surface complex of cathepsin B/annexin II 

tetramer in malignant progression. Biochim Biophys Acta 2000; 1477:215-230. 

(284) Mak TW, Rutledge G, Sutherland DJA. Androgen-Dependent Fibrinolytic-Activity 
in A Murine Mammary-Carcinoma (Shionogi Sc-115 Cells) Invitro 2. Cell 1976; 
7(2):223-226. 

 



 160 

(285) Mandal SK, Rao LVM, Tran TTT, Pendurthi UR. A novel mechanism of plasmin-
induced mitogenesis in fibroblasts. J Thromb Haemost 2005; 3:163-169. 

(286) Mandle R, Kaplan AP. Hageman-Factor Substrates .2. Human-Plasma 
Prekallikrein - Mechanism of Activation by Hageman-Factor and Participation in 
Hageman Factor-Dependent Fibrinolysis 3. Journal of Biological Chemistry 
1977; 252(17):6097-6104. 

 
(287) Mandriota SJ, Pepper MS. Vascular endothelial growth factor-induced in vitro 

angiogenesis and plasminogen activator expression are dependent on 
endogenous basic fibroblast growth factor 1. Journal of Cell Science 1997; 
110:2293-2302. 

(288) Mann KG, Butenas S, Brummel K. The dynamics of thrombin formation. 
Arteriosclerosis Thrombosis and Vascular Biology 2003; 23(1):17-25. 

(289) Mann KG, Downing MR. Thrombin generation. pp. 11-21. In: Lundblad RL, et al , 
ed Chemistry and biology of thrombin Ann Arbor, Ann Arbor Science, 1977. 

(290) Mann KG, Nesheim ME, Church WR, Haley P, Krishnaswamy S. Surface-
dependent reactions of the vitamin K-dependent enzyme complexes. Blood 
1990; 76:1-16. 

(291) Marchi R, Nagaswami C, Weisel JW. Fibrin formation and lysis studies in dengue 
virus infection. Blood coagulation & fibrinolysis 2009; 20(7):575-582. 

(292) Marti D, Schaller J, Ochensberger B, Rickli EE. Expression, Purification and 
Characterization of the Recombinant Kringle 2 and Kringle 3 Domains of 
Human Plasminogen and Analysis of Their Binding-Affinity for Omega-
Aminocarboxylic Acids 3. European Journal of Biochemistry 1994; 219(1-
2):455-462. 

 
(293) Marx PF, Dawson PE, Bouma BN, Meijers JCM. Plasmin-mediated activation and 

inactivation of thrombin-activatable fibrinolysis inhibitor 1. Biochem 2002; 
41(21):6688-6696. 

 
(294) Matsuo O, Okada K, Fukao H, Tomioka Y, Ueshima S, Watanuki M et al. 

Thrombolytic properties of staphylokinase 1. Blood 1990; 76(5):925-929. 
 
(295) Mazure G, Grundy JE, Nygard G, Hudson M, Khan K, Srai K et al. Measles virus 

induction of human endothelial cell tissue factor procoagulant activity in vitro. J 
Gen Virol 1994; 75:2863-2971. 

(296) McCance SG, Menhart N, Castellino FJ. Amino-Acid-Residues of the Kringle-4 
and Kringle-5 Domains of Human Plasminogen That Stabilize Their Interactions 
with Omega-Amino Acid Ligands 1. Journal of Biological Chemistry 1994; 
269(51):32405-32410.  

 
(297) McCoy HE, Broder CC, Lottenberg R. Streptokinases produced by pathogenic 

group C streptococci demonstrate species-specific plasminogen activation 1. J 



 161 

Infect Dis 1991; 164(3):515-521. 
 
(298) McGeoch DJ, Dolan A, Ralph AC. Toward a comprehensive phylogeny for 

mammalian and avian herpesviruses 1. J Virol 2000; 74(22):10401-10406. 
 
(299) McKay DG, Margaretten W. Disseminated intravascular coagulation in virus 

diseases 1. Arch Intern Med 1967; 120(2):129-152. 
 
(300) McMahon B, Kwaan HC. The Plasminogen Activator System and Cancer. 

Pathophysiology of Haemostasis and Thrombosis 2007; 36(3-4):184-194. 

(301) McMillan TN, Johnson DC. Cytoplasmic domain of herpes simplex virus gE 
causes accumulation in the trans-Golgi network, a site of virus envelopment 
and sorting of virions to cell junctions 1. Journal of Virology 2001; 75(4):1928-
1940. 

 
(302) Mcmillin CR, Walton AG. Elucidation of Secondary Structure and Activation of 

Blood Factor-Xii (Hageman-Factor) 8. Federation Proceedings 1974; 
33(5):1473. 

 
(303) McMullen BA, Fujikawa K. Amino-Acid Sequence of the Heavy-Chain of Human 

Alpha-Factor-Xiia (Activated Hageman-Factor) 3. Journal of Biological 
Chemistry 1985; 260(9):5328-5341. 

 
(304) McSorley J, Shapiro L, Brownstein MH, Hsu KC. Herpes simplex and varicella-

zoster: comparative histopathology of 77 cases. Int J Dermatol 1974; 13:69-75. 

(305) Medved L, Nieuwenhuizen W. Molecular mechanisms of initiation of fibrinolysis by 
fibrin. Thromb Haemost 2003; 89:409-419. 

(306) Medved L, Tsurupa G, Yakovlev S. Conformational changes upon conversion of 
fibrinogen into fibrin - The mechanisms of exposure of cryptic sites 1. 
Fibrinogen 2001; 936:185-204.   

 
(307) Melnick JL, Adam E, DeBakey ME. Possible role of cytomegalovirus in 

atherogenesis. JAMA 1990; 263:2204-2207. 
 
(308) Melnick JL, Petrie BL, Dreesman GR, Burek J, McCollum CH, DeBakey ME. 

Cytomegalovirus antigen within human arterial smooth muscle cells. Lancet 
1983; 2:644-647. 

(309) Melnick JL, Schattner A. Viruses and Atherosclerosis. Isr J Med Sci 1992; 28:463-
465. 

(310) Menell JS, Cesarman GM, Jacovina AT, McLaughlin MA, Lev EA, Hajjar KA. 
Annexin II and bleeding in acute promyelocytic leukemia. New Eng J Med 
1999; 340:994-1004. 

(311) Menhart N, Sehl LC, Kelley RF, Castellino FJ. Construction, Expression, and 



 162 

Purification of Recombinant Kringle-1 of Human Plasminogen and Analysis of 
Its Interaction with Omega-Amino Acids 3. Biochem 1991; 30(7):1948-1957. 

 
(312) Mettenleiter TC. Pathogenesis of neurotropic herpesviruses: role of viral 

glycoproteins in neuroinvasion and transneuronal spread 1. Virus Res 2003; 
92(2):197-206.  

 
(313) Mettenleiter TC, Klupp BG, Granzow H. Herpesvirus assembly: An update 4. 

Virus Res 2009; 143(2):222-234. 
 
(314) Mettinger KL. A study of hemostasis in ischemic cerebrovascular disease. V. A 

multivariate evaluation of risk indicators and predictors. Early results of a 
longitudinal study 1. Thromb Res 1982; 28(4):521-532. 

 
(315) Miles LA, Castellino FJ, Gong Y. Critical role for conversion of Glu-plasminogen to 

Lys-plasminogen for optimal stimulation of plasminogen activation on cell 
surfaces. Trends Cardiovasc Med 2003; 13:21-30. 

(316) Miles LA, Hawley SB, Baik N, Andronicos NM, Castellino FJ, Parmer RJ. 
Plasminogen receptors: The sine qua non of cell surface plasminogen 
activation 1. Frontiers in Bioscience 2005; 10:1754-1762. 

 
(317) Miller G, Silverberg M, Kaplan AP. Autoactivatability of Human Hageman-Factor 

(Factor-Xii) 27. Biochem Biophys Res Comm 1980; 92(3):803-810. 
 
(318) Miyata T, Iwanaga S, Sakata Y, Aoki N. Plasminogen Tochigi: inactive plasmin 

resulting from replacement of alanine-600 by threonine in the active site 1. Proc 
Natl Acad Sci U S A 1982; 79(20):6132-6136. 

 
(319) Monroe DM, Hoffman M, Roberts HR. Transmission of a procoagulant signal from 

tissue factor-bearing cells to platelets 5. Blood coagulation & fibrinolysis 1996; 
7(4):459-464. 

 
(320) Monroy V, Ruiz BH. Participation of the dengue virus in the fibrinolytic process. 

Virus Genes 2000; 21(3):197-208. 

(321) Montgomery RI, Warner MS, Lum BJ, Spear PG. Herpes simplex virus-1 entry 
into cells mediated by a novel member of the TNF/NGF receptor family. Cell 
1996; 87:427-436. 

(322) Morris AJ, Malbon CC. Physiological regulation of G protein-linked signaling 1. 
Physiol Rev 1999; 79(4):1373-1430. 

 
(323) Morrissey HH, Neuenschwander PF, Huang QL, Cccallum CD, Su BX, Johnson 

AE. Factor VIIa Tissue Factor: Functional importance of protein-membrane 
interactions. Thromb Haemost 1997; 78:112-116. 

(324) Mortele KJ, Barish MA, Yucel KE. Fulminant herpes hepatitis in an 
immunocompetent pregnant woman: CT imaging features 5. Abdominal 



 163 

Imaging 2004; 29(6):682-684. 
 
(325) Mosesson MW. Thrombin Interactions with Fibrinogen and Fibrin 122. Seminars 

in Thrombosis and Hemostasis 1993; 19(4):361-367. 
 
(326) Moss SE, Morgan RO. The annexins 12. Genome Biology 2004; 5(4). 
 
(327) Mossman KL, Smiley JR. Truncation of the C-terminal acidic transcriptional 

activation domain of herpes simplex virus VP16 renders expression of the 
immediate-early genes almost entirely dependent on ICP0 447. Journal of 
Virology 1999; 73(12):9726-9733. 

 
(328) Motta G, Rojkjaer R, Hasan AAK, Cines DB, Schmaier AH. High molecular weight 

kininogen regulates prekallikrein assembly and activation on endothelial cells: 
A novel mechanism for contact activation 6. Blood 1998; 91(2):516-528. 

(329) Muamoto Y, Ozaki H, Takada A, Park C-H, Sunden Y., Umemura T et al. Highly 
pathogenic H5N1 influenza virus causes coagulopathy in chickens. Microbio 
Immunol 2006; 50:73-81. 

(330) Muller F, Mutch NJ, Schenk WA, Smith SA, Esterl L, Spronk HM et al. Platelet 
Polyphosphates Are Proinflammatory and Procoagulant Mediators In Vivo 5. 
Cell 2009; 139(6):1143-1156. 

 
(331) Muller I, Klocke A, Alex M, Kotzsch M, Luther T, Morgenstern E et al. 

Intravascular tissue factor initiates coagulation via circulating microvesicles and 
platelets 22. Faseb Journal 2003; 17(1):476-+. 

 
(332) Nagashima M, Werner M, Wang M, Zhao L, Light DR, Pagila R et al. An inhibitor 

of activated thrombin-activatable fibrinolysis inhibitor potentiates tissue-type 
plasminogen activator-induced thrombolysis in a rabbit jugular vein 
thrombolysis model 1. Thromb Res 2000; 98(4):333-342. 

 
(333) Naghavi M, Barlas Z, Siadaty S, Naguib S, Madjid M, Casscells W. Association of 

influenza vaccination and reduced risk of recurrent myocardial infarction 1. 
Circulation 2000; 102(25):3039-3045. 

 
(334) Naito K, Fujikawa K. Activation of Human Blood Coagulation Factor-XI 

Independent of Factor-XII - Factor-XI Is Activated by Thrombin and Factor-XIa 
in the Presence of Negatively Charged Surfaces. J Biol Chem 1991; 266:7353-
7358. 

(335) Nemerson Y. Tissue factor and hemostasis. Blood 1988; 71:1-8. 

(336) Nesheim ME, Mann KG. Thrombin-Catalyzed Activation of Single Chain Bovine 
Factor-V 5. Journal of Biological Chemistry 1979; 254(4):1326-1334. 

 
(337) Ng R, Kellen JA. The Role of Plasminogen Activators in Metastasis. Medical 

Hypotheses 1983; 10(3):291-293. 



 164 

(338) Nicholson AC, Hajjar DP. Herpesviruses in atherosclerosis and thrombosis - 
Etiologic agents or ubiquitous bystanders 2. Arteriosclerosis Thrombosis and 
Vascular Biology 1998; 18(3):339-348. 

 
(339) Nicholson AC, Hajjar DP. Herpesvirus and thrombosis: activation of coagulation 

on the endothelium. Clin Chim Acta 1999; 286(1-2):23-29. 

(340) Nielsen LS, Kellerman GM, Behrendt N, Picone R, Dano K, Blasi F. A 55,000-
60,000 Mr Receptor Protein for Urokinase-Type Plasminogen-Activator - 
Identification in Human-Tumor Cell-Lines and Partial-Purification 11. Journal of 
Biological Chemistry 1988; 263(5):2358-2363. 

 
(341) Nieto FJ, Adam E, Sorlie P, Farzadegan H, Melnick JL, Comstock GW et al. 

Cohort study of cytomegalovirus infection as a risk factor for carotid intimal-
medial thickening, a measure of subclinical restenosis. Circulation 1996; 
94:922-927. 

(342) Nieto FJ, Sorlie P, Comstock GW, Wu K, Adam E, Melnick JL et al. 
Cytomegalovirus infection, lipoprotein(a), and hypercoagulability: An 
atherogenic link. Arterioscler Thrombo Vasc Biol 1997; 17:1780-1785. 

(343) Nilius B, Gerke V, Prenen J, Szucs G, Heinke S, Weber K et al. Annexin II 
modulates volume-activated chloride currents in vascular endothelial cells. J 
Biol Chem 1996; 271:30631-30636. 

(344) Novokhatny VV, Matsuka YV, Kudinov SA. Analysis of Ligand-Binding to Kringles-
4 and Kringles-5 Fragments from Human-Plasminogen 1. Thromb Res 1989; 
53(3):243-252. 

 
(345) Nowlin DM, Cooper NR, Compton T. Expression of a human cytomegalovirus 

receptor correlates with infectibility of cells. J Virol 1991; 65:3114-3121. 

(346) O'Donnell J, Tuddenham EG, Manning R, Kemball-Cook G, Johnson D, Laffan M. 
High prevalence of elevated factor VIII levels in patients referred for 
thrombophilia screening: role of increased synthesis and relationship to the 
acute phase reaction 1. Thromb Haemost 1997; 77(5):825-828. 

 
(347) Offermanns S. Activation of platelet function through G protein-coupled 

receptors1. Circ Res 2006; 99(12):1293-1304. 
 
(348) Ofosu F, Cassidy K, Blajchman MA, Hirsh J. Immunodepletion of Human-Plasma 

Factor-Viii 1. Blood 1980; 56(4):604-607. 
 
(349) Ofosu FA. The blood platelet as a model for regulating blood coagulation on cell 

surfaces and its consequences 3. Biochemistry-Moscow 2002; 67(1):47-55. 
 
(350) Oliver JJ, Webb DJ, Newby DE. Stimulated tissue plasminogen activator release 

as a marker of endothelial function in humans 1. Arteriosclerosis Thrombosis 
and Vascular Biology 2005; 25(12):2470-2479. 



 165 

 
(351) Olwill SA, McGlynn H, Gilmore WS, Alexander HD. Annexin II cell surface and 

mRNA expression in human acute myeloid leukaemia cell lines 2. Thromb Res 
2005; 115(1-2):109-114. 

 
(352) Orloff SL, Streblow DN, Soderberg-Naucler C, Yin Q, Kreklywich C, Corless CL et 

al. Elimination of donor-specific alloreactivity prevents cytomegalovirus-
accelerated chronic rejection in rat small bowel and heart transplants 1. 
Transplantation 2002; 73(5):679-688. 

 
(353) Osborn M, Johnsson N, Wehland J, Weber K. The submembranous location of 

p11 and its interaction with the p36 substrate of pp60 src kinase in situ. Exp 
Cell Res 1988; 175(1):81-96. 

(354) Ossovskaya VS, Bunnett NW. Protease-activated receptors: Contribution to 
physiology and disease 1. Physiological Reviews 2004; 84(2):579-621. 

 
(355) Ossowski L, Reich E. Antibodies to Plasminogen-Activator Inhibit Human-Tumor 

Metastasis 4. Cell 1983; 35(3):611-619. 
 
(356) Page JD, Colman RW. Localization of Distinct Functional Domains on 

Prekallikrein for Interaction with Both High-Molecular-Weight Kininogen and 
Activated Factor-Xii in A 28-Kda Fragment (Amino-Acids 141-371) 3. Journal of 
Biological Chemistry 1991; 266(13):8143-8148. 

 
(357) Page JD, You JL, Harris RB, Colman RW. Localization of the Binding-Site on 

Plasma Kallikrein for High-Molecular-Weight Kininogen to Both Apple-1 and 
Apple-4 Domains of the Heavy-Chain 2. Archives of Biochemistry and 
Biophysics 1994; 314(1):159-164. 

 
(358) Parry MAA, Zhang XC, Bode W. Molecular mechanisms of plasminogen 

activation: bacterial cofactors provide clues. TIBS 2000; 25:53-59. 

(359) Pawlak K, Zolbach K, Borawski J, Mysliwiec M, Kovalchuk O, Chyczewski L et al. 
Chronic viral hepatitis C, oxidative stress and the coagulation/fibrinolysis 
system in haemodialysis patients. Thromb Res 2008; 123(1):166-170. 

(360) Pennica D, Holmes WE, Kohr WJ, Harkins RN, Vehar GA, Ward CA et al. Cloning 
and Expression of Human Tissue-Type Plasminogen-Activator Cdna in 
Escherichia-Coli 3. Nature 1983; 301(5897):214-221. 

 
(361) Perera L, Darden TA, Pedersen LG. Predicted solution structure of zymogen 

human coagulation FVII 10. Journal of Computational Chemistry 2002; 
23(1):35-47. 

 
(362) Peterson EA, Sutherland MR, Nesheim ME, Pryzdial EL. Thrombin induces 

endothelial cell surface exposure of the plasminogen receptor annexin 2. J Cell 
Sci 2003; 116(Pt 12):2399-2408. 



 166 

(363) Phinney PR, Fligiel S, Bryson YJ, Porter DD. Necrotizing vasculitis in a case of 
disseminated neonatal herpes simplex infection. Arch Pathol Lab Med 1982; 
106:64-67. 

(364) Pieters J, Lindhout T, Hemker HC. Insitu-Generated Thrombin Is the Only 
Enzyme That Effectively Activates Factor-Viii and Factor-V in Thromboplastin-
Activated Plasma 1. Blood 1989; 74(3):1021-1024. 

 
(365) Pittman DD, Kaufman RJ. Proteolytic requirements for thrombin-activation of anti-

hemophilic factor (factor VIII). Proc Natl Acad Sci USA 1988; 85:2429-2433. 

(366) Pittman DD, Millenson M, Marquette K, Bauer K, Kaufman RJ. A2 Domain of 
Human Recombinant-Derived Factor-Viii Is Required for Procoagulant Activity 
But Not for Thrombin Cleavage 3. Blood 1992; 79(2):389-397. 

 
(367) Pixley RA, Schapira M, Colman RW. The Regulation of Human Factor-Xiia by 

Plasma Proteinase-Inhibitors 5. Journal of Biological Chemistry 1985; 
260(3):1723-1729. 

 
(368) Pixley RA, Stumpo LG, Birkmeyer K, Silver L, Colman RW. A Monoclonal-

Antibody Recognizing An Icosapeptide Sequence in the Heavy-Chain of 
Human Factor-Xii Inhibits Surface-Catalyzed Activation 2. Journal of Biological 
Chemistry 1987; 262(21):10140-10145. 

 
(369) Ponting CP, Marshall JM, Cederholmwilliams SA. Plasminogen - A Structural 

Review 1. Blood coagulation & fibrinolysis 1992; 3(5):605-614. 
 
(370) Powers JF, Bedri S, Hussein S, Salomon RN, Tischler AS. High prevalence of 

herpes simplex virus DNA in temporal arteritis biopsy specimens 1. Am J Clin 
Pathol 2005; 123(2):261-264. 

 
(371) Preissner KT. Physiological-Role of Vessel Wall Related Antithrombotic 

Mechanisms - Contribution of Endogenous and Exogenous Heparin-Like 
Components to the Anticoagulant Potential of the Endothelium 10. 
Haemostasis 1990; 20:30-49. 

 
(372) Pryzdial ELG, Wright JF. Prothrombinase assembly on an enveloped virus: 

evidence that the cytomegalovirus surface contains procoagulant phospholipid. 
Blood 1994; 84:3749-3757. 

(373) Quinton TM, Kim S, Derian CK, Jin JG, Kunapuli SP. Plasmin-mediated activation 
of platelets occurs by cleavage of protease-activated receptor 4. Journal of 
Biological Chemistry 2004; 279(18):18434-18439. 

(374) Radcliffe R, Bagdasarian A, Colman R, Nemerson Y. Activation of Bovine Factor-
Vii by Hageman-Factor Fragments 1. Blood 1977; 50(4):611-617. 

(375) Ragni MV, Sinha D, Seaman F, Lewis JH, Spero JA, Walsh PN. Comparison of 
Bleeding Tendency, Factor-Xi Coagulant Activity, and Factor-Xi Antigen in 25 
Factor-Xi-Deficient Kindreds 5. Blood 1985; 65(3):719-724. 



 167 

 
(376) Rahman A, True AL, Anwar KN, Ye RD, Voyno-Yasenetskaya TA, Malik AB. G 

alpha(q) and G beta gamma regulate PAR-1 signaling of thrombin-induced NF-
kappa B activation and ICAM-1 transcription in endothelial cells 120. Circ Res 
2002; 91(5):398-405. 

 
(377) Ramachandran R, Hollenberg MD. Proteinases and signalling: pathophysiological 

and therapeutic implications via PARs and more. British Journal of 
Pharmacology 2008; 153:S263-S282. 

(378) Ramakrishnan V, Patthy L, Mangel WF. Conformation of Lys-plasminogen and 
the kringle 1-3 fragment of plasminogen analyzed by small-angle neutron 
scattering 1. Biochem 1991; 30(16):3963-3969. 

 
(379) Rand MD, Lock JB, vantVeer C, Gaffney DP, Mann KG. Blood clotting in 

minimally altered whole blood 1. Blood 1996; 88(9):3432-3445. 
 
(380) Rapaport SI, Yettra M, Patch MJ, Proctor RR. Mode of Inheritance of Pta 

Deficiency - Evidence for Existence of Major Pta Deficiency and Minor Pta 
Deficiency 1. Blood 1961; 18(2):149-&. 

 
(381) Rapraeger AC, Ott VL. Molecular interactions of the syndecan core proteins 1. 

Current Opinion in Cell Biology 1998; 10(5):620-628. 
 
(382) Rau JC, Beaulieu LM, Huntington JA, Church FC. Serpins in thrombosis, 

hemostasis and fibrinolysis 1. J Thromb Haemost 2007; 5 Suppl 1:102-115. 
 
(383) Raum D, Marcus D, Alper CA, Levey R, Taylor PD, Starzl TE. Synthesis of 

Human-Plasminogen by the Liver 1. Science 1980; 208(4447):1036-1037. 
 
(384) Raynor CM, Wright JF, Waisman DM, Pryzdial ELG. Annexin II enhances 

cytomegalovirus binding and fusion to phospholipid membranes. Biochem 
1999; 38:5089-5095. 

(385) Reddy KN, Markus G. Mechanism of activation of human plasminogen by 
streptokinase. Presence of active center in streptokinase-plasminogen 
complex1. J Biol Chem 1972; 247(6):1683-1691. 

 
(386) Renne T, Gailani D, Meijers JC, Muller-Esterl W. Characterization of the H-

kininogen-binding site on factor XI: a comparison of factor XI and plasma 
prekallikrein 1. J Biol Chem 2002; 277(7):4892-4899. 

 
(387) Renne T, Pozgajova M, Gruner S, Schuh K, Pauer HU, Burfeinf P et al. Defective 

thrombus formation in mice lacking coagulation factor XII. J Exp Med 2005; 
202:271-281. 

(388) Revak SD, Cochrane CG. Relationship of Structure and Function in Human 
Hageman-Factor - Association of Enzymatic and Binding Activities with 
Separate Regions of Molecule 3. Journal of Clinical Investigation 1976; 



 168 

57(4):852-860. 
 
(389) Revak SD, Cochrane CG, Bouma BN, Griffin JH. Surface and Fluid Phase 

Activities of 2 Forms of Activated Hageman-Factor Produced During Contact 
Activation of Plasma 2. J Exp Med 1978; 147(3):719-729. 

 
(390) Revak SD, Cochrane CG, Griffin JH. Binding and Cleavage Characteristics of 

Human Hageman-Factor During Contact Activation - Comparison of Normal 
Plasma with Plasmas Deficient in Factor-Xi, Prekallikrein, Or High Molecular-
Weight Kininogen 2. Journal of Clinical Investigation 1977; 59(6):1167-1175. 

(391) Riddel JP, Jr., Aouizerat BE, Miaskowski C, Lillicrap DP. Theories of blood 
coagulation. J Pediatr Oncol Nurs 2007; 24(3):123-131. 

(392) Riewald M, Kravchenko VV, Petrovan RJ, O'Brien PJ, Brass LF, Ulevitch RJ et al. 
Gene induction by coagulation factor Xa is mediated by activation of protease 
activated receptor-1. Blood 2001; 97(10):3109-3116. 

(393) Riewald M, Ruf W. Mechanistic coupling of protease signaling and initiation of 
coagulation by tissue factor 1. Proc Natl Acad Sci U S A 2001; 98(14):7742-
7747. 

 
(394) Rijken DC, Lijnen HR. New insights into the molecular mechanisms of the 

fibrinolytic system 1. J Thromb Haemost 2009; 7(1):4-13. 
 
(395) Robbie LA, Booth NA, Brown PAJ, Bennett B. Inhibitors of fibrinolysis are 

elevated in atherosclerotic plaque 2. Arteriosclerosis Thrombosis and Vascular 
Biology 1996; 16(4):539-545. 

 
(396) Robbins KC, Summaria L, Hsieh B, Shah RJ. The peptide chains of human 

plasmin. Mechanism of activation of human plasminogen to plasmin 1. J Biol 
Chem 1967; 242(10):2333-2342. 

 
(397) Robert W Colman. CONTACT ACTIVATION (KALLIKREIN-KININ) PATHWAY: 

MULTIPLE PHYSIOLOGIC AND PATHOPHYSIOLOGIC ACTIVITIES. In: 
Robert W Colman, Victor J Marder, Alexander W Clowes, James N George, 
Samuel Z Goldhaber, editors. Hemostasis and Thrombosis Basic Principles 
And Clinical  Practice. Philadelphia: LIPPINCOT WILLIAMS & WILKINS, 2006: 
107-130. 

(398) Roberts HR. Molecular-Biology of Hemophilia-B 6. Thromb Haemostasis 1993; 
70(1):1-9. 

 
(399) Roberts HR, Hoffman M, Monroe DM. A cell-based model of thrombin generation. 

Semin Thromb Hemost 2006; 32:32-38. 

(400) Rodger G, Boname J, Bell S, Minson T. Assembly and organization of 
glycoproteins B, C, D, and H in herpes simplex virus type 1 particles lacking 
individual glycoproteins: No evidence for the formation of a complex of these 
molecules 1. J Virol 2001; 75(2):710-716. 



 169 

 
(401) Roizman B. Herpesviridae: A brief introduction. In: Fields BN, Knipe DM, Chanock 

RM, Hirsch MS, Melnick JL, Monath TP et al., editors. Fields Virology. New 
York: Raven Press, 1990: 1787-1793. 

(402) Roizman B, Sears AE. An inquiry into the mechanisms of herpes simplex virus 
latency 1. Annu Rev Microbiol 1987; 41:543-571. 

 
(403) Roizman B, Sears AE. Herpes simplex viruses and their replication. In: Fields BN, 

Knipe DM, Chanock RM, Hirsch MS, Melnick JL, Monath TP et al., editors. 
Fields Virology. New York: Raven Press, 1990: 1795-1841. 

(404) Roizman B, Sears AE. Herpes simplex viruses and their replication. In: Roizman 
B, Whitley RJ, Lopez C, editors. The human herpesviruses. New York: Raven 
Press, 1993: 11-68. 

(405) Roizman B, Whitley RJ, Lopez C. The human herpesviruses. New York: Raven 
Press, 1993. 

(406) Rojkjaer R, Hasan AAK, Motta G, Schousboe I, Schmaier AH. Factor XII does not 
initiate prekallikrein activation on endothelial cells 2. Thromb Haemostasis 
1998; 80(1):74-81. 

 
(407) Rojkjaer R, Schousboe I. The surface-dependent autoactivation mechanism of 

factor XII 7. European Journal of Biochemistry 1997; 243(1-2):160-166. 
 
(408) Rosendaal FR, Varekamp I, Smit C, Brocker-Vriends AH, van Dijck H, 

Vandenbroucke JP et al. Mortality and causes of death in Dutch haemophiliacs, 
1973-86 1. Br J Haematol 1989; 71(1):71-76. 

 
(409) Ruf W, Dorfleutner A, Riewald M.  Specificity of coagulation factor signaling. 

Journal of Thrombosis and Haemostasis 2003; 1:1495-1503. 

(410) Ryzhova EV, Vos RM, Albright AV, Harrist AV, Harvey T, Gonzalez-Scarano F. 
Annexin 2: A novel human immunodeficiency virus type 1 Gag binding protein 
involved in replication in monocyte-derived macrophages. Journal of Virology 
2006; 80(6):2694-2704. 

(411) Sagripanti A, Carpi A. Antithrombotic and prothrombotic activities of the vascular 
endothelium 4. Biomedicine & Pharmacotherapy 2000; 54(2):107-111. 

 
(412) Sahni SK. Endothelial cell infection and hemostasis 2. Thromb Res 2007; 

119(5):531-549.  
 
(413) Saito H, Hamilton SM, Tavill AS, Louis L, Ratnoff OD. Production and Release of 

Plasminogen by Isolated Perfused Rat-Liver 6. Proceedings of the National 
Academy of Sciences of the United States of America-Biological Sciences 
1980; 77(11):6837-6840. 

 



 170 

(414) Schafer BM, Maier K, Eickhoff U, Todd RF, Kramer MD. Plasminogen Activation 
in Healing Human Wounds 1. American Journal of Pathology 1994; 
144(6):1269-1280. 

 
(415) Schaller J, Gerber SS. The plasmin-antiplasmin system: structural and functional 

aspects 7. Cellular and Molecular Life Sciences 2011; 68(5):785-801. 
 
(416) Schambeck CM, Hinney K, Gleixner J, Keller F. Venous thromboembolism and 

associated high plasma factor VIII levels: linked to cytomegalovirus infection?1. 
Thromb Haemost 2000; 83(3):510-511. 

 
(417) Schaumburg-Lever G, Saffold OE, Orfanos CE, Lever WF. Herpes gestationis. 

Histology and ultrastructure. Archives of Dermatology 1973; 107:888-892. 

(418) Schielen WJ, Voskuilen M, Tesser GI, Nieuwenhuizen W. The sequence A alpha-
(148-160) in fibrin, but not in fibrinogen, is accessible to monoclonal 
antibodies1. Proc Natl Acad Sci U S A 1989; 86(22):8951-8954. 

 
(419) Schousboe I. Contact Activation in Human Plasma Is Triggered by Zinc Ion 

Modulation of Factor-Xii (Hageman-Factor)1. Blood coagulation & fibrinolysis 
1993; 4(5):671-678. 

 
(420) Schousboe I. Factor XIIa activation of plasminogen is enhanced by contact 

activating surfaces and Zn2+34. Blood coagulation & fibrinolysis 1997; 8(2):97-
104. 

 
(421) Schousboe I. Pharmacological regulation of factor XII activation may be a new 

target to control pathological coagulation 21. Biochemical Pharmacology 2008; 
75(5):1007-1013. 

 
(422) Schousboe I, Fedderson K, Röjkjær R. Factor XIIa is a kinetically favorable 

plasminogen activator. Thrombosis and Hemostasis 1999; 82:1041-1046. 

(423) Schrader J, Gallimore MJ, Eisenhauer T, Isemer FE, Schoel G, Warneke G et al. 
Parameters of the Kallikrein-Kinin, Coagulation and Fibrinolytic Systems As 
Early Indicators of Kidney-Transplant Rejection 9. Nephron 1988; 48(3):183-
189. 

 
(424) SCHREIBE.AD, Kaplan AP, Austen KF. Inhibition by Ci/Barinh of Hageman-

Factor Fragment Activation of Coagulation, Fibrinolysis, and Kinin Generation3. 
Journal of Clinical Investigation 1973; 52(6):1402-1409. 

 
(425) Schwartz BS, Bradshaw JD. Differential Regulation of Tissue Factor and 

Plasminogen-Activator Inhibitor by Human Mononuclear-Cells 2. Blood 1989; 
74(5):1644-1650. 

 
(426) Scott CF, Liu CY, Colman RW. Human-Plasma Prekallikrein - Rapid High-Yield 

Method for Purification 1. European Journal of Biochemistry 1979; 100(1):77-
83. 



 171 

 
(427) Sebastiani P, Ramoni MF, Nolan V, Baldwin CT, Steinberg MH. Genetic 

dissection and prognostic modeling of overt stroke in sickle cell anemia6. 
Nature genetics 2005; 37(4):435-440. 

 
(428) Seligsohn U, Osterud B, Brown SF, Griffin JH, Rapaport SI. Activation of Human 

Factor-Vii in Plasma and in Purified Systems - Roles of Activated Factor-Ix, 
Kallikrein, and Activated Factor-Xii 4. Journal of Clinical Investigation 1979; 
64(4):1056-1065. 

 
(429) Shattil SJ, Hoxie JA, Cunningham M, Brass LF. Changes in the Platelet 

Membrane Glycoprotein-Iib-Iiia Complex During Platelet Activation4. Journal of 
Biological Chemistry 1985; 260(20):1107-1114. 

 
(430) Sheaffer AK, Newcomb WW, Gao M, Yu D, Weller SK, Brown JC et al. Herpes 

simplex virus DNA cleavage and packaging proteins associate with the 
procapsid prior to its maturation 1. Journal of Virology 2001; 75(2):687-698. 

 
(431) Sheehan J, Kearney PM, Sullivan SO, Mongan C, Kelly E, Perry IJ. Acute 

coronary syndrome and chronic infection in the Cork coronary care case-
control study 1. Heart 2005; 91(1):19-22. 

 
(432) Shors Teri. Herpesviruses. Understanding Viruses. Subbury MA: Jones and 

Bartlett, 2009: 408-435. 

(433) Shukla D, Liu J, Blaiklock P, Shworak NW, Bai XM, Esko JD et al. A novel role for 
3-O-sulfated heparan sulfate in herpes simplex virus 1 entry 1. Cell 1999; 
99(1):13-22. 

 
(434) Silverberg SA, Nemerson Y, Zur M. Kinetics of the activation of bovine 

coagulation factor X by components of the extrinsic pathway. Kinetic behavior 
of two-chain factor VII in the presence and absence of tissue factor. J Biol 
Chem 1977; 252:8481-8488. 

(435) Simanek AM, Dowd JB, Aiello AE. Persistent pathogens linking socioeconomic 
position and cardiovascular disease in the US 2. International Journal of 
Epidemiology 2009; 38(3):775-787. 

 
(436) Simpson GR, Schulz TF, Whitby D, Cook PM, Boshoff C, Rainbow L et al. 

Prevalence of kaposis sarcoma associated herpesvirus infection measured by 
antibodies to recombinant capsid protein and latent immunofluorescence 
antigen. Lancet 1996; 348:1133-1138. 

(437) Simpson ML, Goldenberg NA, Jacobson LJ, Bombardier CG, Hathaway WE, 
Manco-Johnson MJ. Simultaneous thrombin and plasmin generation capacities 
in normal and abnormal states of coagulation and fibrinolysis in children and 
adults 4. Thromb Res 2011; 127(4):317-323. 

 
(438) Siscovick DS, Schwartz SM, Corey L, Grayston JT, Ashley R, Wang SP et al. 



 172 

Chlamydia pneumoniae, herpes simplex virus type 1, and cytomegalovirus and 
incident myocardial infarction and coronary heart disease death in older adults - 
The Cardiovascular Health Study. Circulation 2000; 102:2335-2340. 

(439) Skepper JN, Whiteley A, Browne H, Minson A. Herpes simplex virus 
nucleocapsids mature to progeny virions by an envelopment --> 
deenvelopment --> reenvelopment pathway 1. J Virol 2001; 75(12):5697-5702. 

 
(440) Slinger E, Langemeijer E, Siderius M, Vischer HF, Smit MJ. Herpesvirus-encoded 

GPCRs rewire cellular signaling. Molecular and Cellular Endocrinology 2011; 
331(2):179-184. 

(441) Smibert CA, Johnson DC, Smiley JR. Identification and Characterization of the 
Virion-Induced Host Shutoff Product of Herpes-Simplex Virus Gene Ul41 1. 
Journal of General Virology 1992; 73:467-470. 

 
(442) Smith SA, Mutch NJ, Baskar D, Rohloff P, Docampo R, Morrissey JH. 

Polyphosphate modulates blood coagulation and fibrinolysis 47. Proceedings of 
the National Academy of Sciences of the United States of America 2006; 
103(4):903-908. 

 
(443) Soares MM, King SW, Thorpe PE. Targeting inside-out phosphatidylserine as a 

therapeutic strategy for viral diseases 1. Nat Med 2008; 14(12):1357-1362. 
 
(444) Sodeik B, Ebersold MW, Helenius A. Microtubule-mediated transport of incoming 

herpes simplex virus 1 capsids to the nucleus 2. J Cell Biol 1997; 136(5):1007-
1021. 

 
(445) Sorlie PD, Nieto FJ, Adam E, Shahar E, Massing M. A prospective study of 

cytomegalovirus, herpes simplex virus 1 and coronary heart disease. Archives 
Int Med 2000; 160:2027-2032. 

(446) Span AHM, Grauls G, Bosman F, Vanboven CPA, Bruggeman CA. 
Cytomegalovirus infection induces vascular injury in the rat. Atherosclerosis 
1992; 93:41-52. 

(447) Speir E, Modali R, Huang ES, Leon MB, Shawl F, Finkel T et al. Potential role of 
human cytomegalovirus and p53 interaction in coronary restenosis. Science 
1994; 265:391-394. 

(448) Speir E, Shibutani T, Yu ZX, Ferrans V, Epstein SE. Role of reactive oxygen 
intermediates in cytomegalovirus gene expression and in the response of 
human smooth muscle cells to viral infection. Circ Res 1996; 79:1143-1152. 

(449) Staras SAS, Dollard SC, Radford KW, Flanders WD, Pass RF, Cannon MJ. 
Seroprevalence of cytomegalovirus infection in the United States, 1988-1994 1. 
Clinical Infectious Diseases 2006; 43(9):1143-1151. 

 
(450) Stavrou E, Schmaier AH. Factor XII: What does it contribute to our understanding 



 173 

of the physiology and pathophysiology of hemostasis & thrombosis 9. Thromb 
Res 2010; 125(3):210-215. 

 
(451) Stead N, Kaplan AP, Rosenberg RD. Inhibition of Activated Factor-Xii by 

Antithrombin-Heparin Cofactor 1. Journal of Biological Chemistry 1976; 
251(21):6481-6488. 

 
(452) Strickland S, Reich E, Sherman MI. Plasminogen Activator in Early 

Embryogenesis - Enzyme-Production by Trophoblast and Parietal Endoderm1. 
Cell 1976; 9(2):231-240. 

 
(453) Sun Y, Gailani D. Identification of a factor IX binding site on the third apple 

domain of activated factor XI 1. J Biol Chem 1996; 271(46):29023-29028. 
 
(454) Sutherland MR, Friedman HM, Pryzdial ELG. Herpes Simplex Virus Infection of 

Endothelial Cells Is Enhanced by Thrombin. Blood 2004; 104:1926. 

(455) Sutherland MR, Friedman HM, Pryzdial ELG. Thrombin enhances herpes simplex 
virus infection of cells involving protease-activated receptor 1. J Thromb 
Haemost 2007; 5:1055-1061. 

(456) Sutherland MR, Friedman HM, Pryzdial ELG. Herpes simplex virus type 1-
encoded glcoprotein C enhances coagulation factor VIIa activity on the virus. 
Thromb Haemost 2004; 92:947-955. 

(457) Sutherland MR, Raynor CM, Leenknegt H, Wright JF, Pryzdial ELG. Coagulation 
initiated on herpesviruses. Proc Natl Acad Sci USA 1997; 94:13510-13514. 

(458) Sutherland MR, Ruf W, Pryzdial EL. Factor Xa and Factor VIIa Utilize Herpes 
Simplex Virus-Associated Tissue Factor to Increase Infection through Cellular 
Protease Activated Receptor 2. Journal of Thrombosis and Haemostasis , 
2130. 12-3-2009.  Ref Type: Generic 

 
(459) Szklo M, Ding JZ, Tsai MY, Cushman M, Polak JF, Lima J et al. Individual 

pathogens, pathogen burden and markers of subclinical atherosclerosis: the 
Multi-Ethnic Study of Atherosclerosis 6. Journal of Cardiovascular Medicine 
2009; 10(10):747-751. 

 
(460) Takase T, Rotbi F, Goodall AH, Kernoff PBA, Middleton S, Chand S et al. 

Production of Factor-Viii Deficient Plasma by Immunodepletion Using 3 
Monoclonal-Antibodies 3. British Journal of Haematology 1987; 66(4):497-502. 

 
(461) Tal-Singer R, Peng C, Ponce de Leon M, Abrams WR, Banfield BW, Tufaro F et 

al. Interaction of herpes simplex virus glycoprotein gC with mammalian cell 
surface molecules. J Virol 1995; 69:4471-4483. 

(462) Talbot K, Meixner SC, Pryzdial ELG. Enhanced fibrinolysis by proteolysed 
coagulation factor Xa. biochem biophys acta 2010; 1804(4):723-730. 



 174 

(463) Tan DH, Kaul R, Walsmley S. Left out but not forgotten: Should closer attention 
be paid to coinfection with herpes simplex virus type 1 and HIV? 1. Can J Infect 
Dis Med Microbiol 2009; 20(1):e1-e7. 

 
(464) Tans G, Rosing J, Griffin JH. Sulfatide-Dependent Autoactivation of Human-Blood 

Coagulation Factor-Xii (Hageman-Factor) 3. Journal of Biological Chemistry 
1983; 258(13):8215-8222. 

 
(465) Tantivejkul K, Loberg RD, Mawocha SC, Day LL, St John L, Pienta BA et al. 

PAR1-mediated NF kappa B activation promotes survival of prostate cancer 
cells through a Bcl-xL-dependent mechanism 1. J Cell Biochem 2005; 
96(3):641-652. 

 
(466) Thiel C, Osborn M, Gerke V. The tight association of the tyrosine kinase substrate 

annexin II with the submembranous cytoskeleton depends on intact p11- and 
Ca(2+)-binding sites. J Cell Sci 1992; 103:733-742. 

(467) Thompson RE, Mandle R, Kaplan AP. Association of Factor-Xi and High 
Molecular-Weight Kininogen in Human-Plasma 1. Journal of Clinical 
Investigation 1977; 60(6):1376-1380. 

(468) Toole JJ, Knopf JL, Wozney JM, Sulttzman LA, Buecker JL, Pittman DD et al. 
Molecular cloning of a cDNA encoding human antihaemophilic factor. Nature 
1984; 312:342-347. 

(469) Triemstra M, Rosendaal FR, Smit C, Vanderploeg HM, Briet E. Mortality in 
Patients with Hemophilia - Changes in A Dutch Population from 1986 to 1992 
and 1973 to 1986 1. Ann Intern Med 1995; 123(11):823-&. 

 
(470) Turcotte S, Letellier J, Lippe R. Herpes simplex virus type 1 Capsids transit by the 

trans-golgi network, where viral glycoproteins accumulate independently of 
capsid egress 2. Journal of Virology 2005; 79(14):8847-8860. 

 
(471) van Dam-Mieras MCE, Bruggeman CA, Muller AD, Debie WHM, Zwaal RFA. 

Induction of endothelial cell procoagulant activity by cytomegalovirus infection. 
Thromb Res 1987; 47:69-75. 

(472) van Dam-Mieras MCE, Muller AD, van Hinsbergh VWM, Mullers WJHA, Bomans 
PHH, Bruggeman CA. The procoagulant response of cytomegalovirus infected 
endothelial cells. Thromb Haemostasis 1992; 68:364-370. 

(473) Van der Meijden PEJ, Munnix ICA, Auger JM, Govers-Riemslag JWP, Cosemans 
JMEM, Kuijpers MJE et al. Dual role of collagen in factor XII-dependent 
thrombus formation 10. Blood 2009; 114(4):881-890. 

 
(474) van der GF, Koedam JA, Griffin JH, Bouma BN. Interaction of human plasma 

kallikrein and its light chain with C1 inhibitor 1. Biochem 1983; 22(20):4860-
4866. 

 
(475) van der PT. Tissue factor as an initiator of coagulation and inflammation in the 



 175 

lung 1. Crit Care 2008; 12 Suppl 6:S3. 
 
(476) van Geelen AG, Slobbe-van Drunen ME, Muller AD, Bruggeman CA, Dam-Mieras 

MC. Membrane related effects in endothelial cells induced by human 
cytomegalovirus 1. Arch Virol 1995; 140(9):1601-1612. 

 
(477) Van Hal S, Senanayake S, Hardiman R. Splenic infarction due to transient 

antiphospholipid antibodies induced by acute Epstein-Barr virus infection. J Clin 
Virol 2005; 32:245-247. 

(478) van Zonneveld AJ, Veerman H, Pannekoek H. On the interaction of the finger and 
the kringle-2 domain of tissue-type plasminogen activator with fibrin. Inhibition 
of kringle-2 binding to fibrin by epsilon-amino caproic acid 1. J Biol Chem 1986; 
261(30):14214-14218. 

 
(479) van d, V, van Diest R, Hamulyak K, Maes M, Bruggeman C, Appels A. Herpes 

viruses, cytokines, and altered hemostasis in vital exhaustion 1. Psychosom 
Med 2003; 65(2):194-200. 

 
(480) Vandergraaf F, Tans G, Bouma BN, Griffin JH. Isolation and Functional-

Properties of the Heavy and Light-Chains of Human-Plasma Kallikrein 1. 
Journal of Biological Chemistry 1982; 257(23):4300-4305. 

 
(481) Vandieijen G, Vanrijn JLML, Goversriemslag JWP, Hemker HC, Rosing J. 

Assembly of the Intrinsic Factor-X Activating Complex Interactions Between 
Factor-Ixa, Factor-Viiia and Phospholipid 6. Thromb Haemostasis 1985; 
53(3):396-400. 

 
(482) Vangenderen IL, Brandimarti R, Torrisi MR, Campadelli G, Vanmeer G. The 

Phospholipid-Composition of Extracellular Herpes-Simplex Virions Differs from 
That of Host-Cell Nuclei 18. Virology 1994; 200(2):831-836. 

 
(483) Vanmourik JA, Lawrence DA, Loskutoff DJ. Purification of An Inhibitor of 

Plasminogen-Activator (Anti-Activator) Synthesized by Endothelial-Cells 1. 
Journal of Biological Chemistry 1984; 259(23):4914-4921. 

 
(484) Vassalle C, Masini S, Bianchi F, Zucchelli GC. Evidence for association between 

hepatitis C virus seropositivity and coronary artery disease 5. Heart 2004; 
90(5):565-566. 

 
(485) Vehar GA, Keyt B, Eaton D, Rodriguez H, O BDP, Rotblatt F et al. Structure of 

human factor VIII. Nature 1984; 312:337-342. 

(486) Vercellotti GM. Proinflammatory and procoagulant effects of herpes simplex 
infection on human endothelium. Blood Cells 1990; 16:209-216. 

(487) Vercellotti GM. Effects of viral activation of the vessel wall on inflammation and 
thrombosis. Blood Coag Fibrinol 1998; 9(S2):S3-S6. 



 176 

(488) Virgin HW, Weck KE, Dal Canto AJ, Gould JD, Latreille P, Speck SH. Novel 
murine gamma-herpesvirus (HV68) model of vasculitis and oncogenesis. Am 
Soc Virol 1997; 16th Meeting (abstr):178. 

(489) Vishwanatha JK, Chiang YP, Kumble KD, Hollingsworth MA, Pour PM. Enhanced 
Expression of Annexin-Ii in Human Pancreatic-Carcinoma Cells and Primary 
Pancreatic Cancers 87. Carcinogenesis 1993; 14(12):2575-2579. 

 
(490) Vishwanatha JK, Kumble S. Involvement of Annexin-Ii in Dna-Replication - 

Evidence from Cell-Free-Extracts of Xenopus Eggs 3. Journal of Cell Science 
1993; 105:533-540. 

 
(491) Visser MR, Tracy PB, Vercellotti GM, Goodman JL, White JG, Jacob HS. 

Enhanced thrombin generation and platelet binding on herpes simplex virus-
infected endothelium. Proc Natl Acad Sci USA 1988; 85:8227-8230. 

(492) Visser MR, Vercellotti GM. Herpes simplex virus and athersclerosis. Eur Heart J 
1993; 14 (Suppl K):39-42. 

(493) Visseren FL, Bouwman JJ, Bouter KP, Diepersloot RJ, de Groot PH, Erkelens 
DW. Procoagulant activity of endothelial cells after infection with respiratory 
viruses 1. Thromb Haemost 2000; 84(2):319-324. 

 
(494) Vlot AJ, Koppelman SJ, Bouma BN, Sixma JJ. Factor VIII and von Willebrand 

factor 1. Thromb Haemostasis 1998; 79(3):456-465. 
 
(495) Vu T-KH, Hung DT, Wheaton VI, Coughlin SR. Molecular cloning of a functional 

thrombin receptor reveals a novel proteolytic mechanism of receptor activation. 
Cell 1991; 64:1057-1068. 

(496) Waisman DM. Annexin II tetramer: structure and function. Mol Cell Biochem 1995; 
149/150:301-322. 

(497) Wald A, Huang M-L, Carrell D, Selke S, Corey L. Polymerase chain reaction for 
detection of herpes simplex virus (HSV) DNA on mucosal surfaces: 
Comparison with HSV isolation in cell culture. J Inf Dis 2003; 188:1345-1351. 

(498) Walker JB, Nesheim ME. The molecular weights, mass distribution, chain 
composition, and structure of soluble fibrin degradation products released from 
a fibrin clot perfused with plasmin 1. Journal of Biological Chemistry 1999; 
274(8):5201-5212. 

 
(499) Walsh PN, Griffin JH. Contributions of Human-Platelets to the Proteolytic ctivation 

of Blood-Coagulation Factor-Xii and Factor-Xi 1. Blood 1981; 57(1):106-118. 
 
(500) Wang DL, Pan YT, Wang JJ, Cheng CH, Liu CY. Demonstration of A Functionally 

Active Tpa-Like Plasminogen-Activator in Human Platelets 11. Thromb 
Haemostasis 1994; 71(4):493-498. 

 



 177 

(501) Wang W, Boffa PB, Bajzar L, Walker JB, Nesheim ME. A study of the mechanism 
of inhibition of fibrinolysis by activated thrombin-activable fibrinolysis inhibitor 8. 
Journal of Biological Chemistry 1998; 273(42):27176-27181. 

 
(502) Warren-Gash C, Smeeth L, Hayward AC. Influenza as a trigger for acute 

myocardial infarction or death from cardiovascular disease: a systematic 
review1. Lancet Infectious Diseases 2009; 9(10):601-610. 

 
(503) Wasif M, Greenberg B. HIV and Thrombosis: A review. AIDS Patient Care and 

STDs 2001; 15:15-24. 

(504) Weber K, Johnsson N, Plessmann U, Van PN, Soling HD, Ampe C et al. The 
amino acid sequence of protein II and its phosphorylation site for protein kinase 
C; the domain structure Ca2+-modulated lipid binding proteins. EMBO J 1987; 
6:1599-1604. 

(505) Weck KE, Dal Canto AJ, Gould JD, O'Guin AK, Roth KA, Saffitz JE et al. Murine 
gamma-herpesvirus 68 causes severe large-vessel arteritis in mice lacking 
interferon-gamma responsiveness: a new model for virus-induced vascular 
disease. Nature (Medicine) 1997; 3:1346-1353. 

(506) Weisel JW, Medved L. The structure and function of the alpha C domains of 
fibrinogen 4. Fibrinogen 2001; 936:312-327. 

 
(507) Whelihan MF, Orfeo T, Gissel MT, Mann KG. Coagulation procofactor activation 

by factor XIa 2. Journal of Thrombosis and Haemostasis 2010; 8(7):1532-1539. 
 
(508) Whitbeck JC, Peng C, Lou H, Xu R, Willis SH, de Leon MP et al. Glycoprotein D 

of herpes simplex virus binds directly to HVEM, a member of the tumor 
necrosis factor receptor superfamily and mediator of HSV entry. J Virol 1997; 
71:6083-6093. 

(509) Wiggins RC, Cochrane CC. Auto-Activation of Rabbit Hageman-Factor 1. J Exp 
Med 1979; 150(5):1122-1133. 

 
(510) Wijngaards G, Kluft C, Groeneveld E. Demonstration of Urokinase-Related 

Fibrinolytic-Activity in Human-Plasma 5. British Journal of Haematology 1982; 
51(1):165-169. 

 
(511) WILLIAMS JR. The fibrinolytic activity of urine 1. Br J Exp Pathol 1951; 32(6):530-

537. 
 
(512) Wilson EL, Becker ML, Hoal EG, Dowdle EB. Molecular species of plasminogen 

activators secreted by normal and neoplastic human cells 1. Cancer Res 1980; 
40(3):933-938. 

 
(513) Wirl G, Schwartz-Albiez R. Collagen-binding proteins of mammary epithelial cells 

are related to Ca2(+)- and phospholipid-binding annexins. J Cell Physiol 1990; 
144:511-522. 



 178 

(514) Witz M, Lehman J, Korzets Z. Acute brachial artery thrombosis as the initial 
manifestation of human immunodeficiency virus infection. Am J Hematol 2000; 
64:137-139. 

(515) Wright JF, Kurosky A, Pryzdial ELG, Wasi S. Host cellular protein annexin II is 
associated with cytomegalovirus particles isolated from cultured human 
fibroblasts. J Virol 1995; 69:4784-4791. 

(516) Wright JF, Kurosky A, Wasi S. An endothelial cell surface form of annexin II binds 
human cytomegalovirus. Biochem Biophys Res Comm 1994; 198:983-989. 

(517) Wu TC, Hruban RH, Ambinder RF, Pizzorno M, Cameron DE, Baumgartner WA 
et al. Demonstration of cytomegalovirus nucleic acids in the coronary arteries of 
transplanted hearts. Am J Pathol 1992; 140:739-747. 

(518) Wuepper KD, Cochrane CG. Plasma Prekallikrein - Isolation, Characterization, 
and Mechanism of Activation 6. J Exp Med 1972; 135(1):1-&. 

 
(519) Xu FJ, Schillinger JA, Sternberg MR, Johnson RE, Lee FK, Nahmias AJ et al. 

Seroprevalence and coinfection with herpes simplex virus type 1 and type 2 in 
the United States, 1988-1994 153. J Infect Dis 2002; 185(8):1019-1024. 

 
(520) Yarnell JWG, Sweetnam PM, Rumley A, Lowe GDO. Lifestyle and hemostatic risk 

factors for ischemic heart disease - The Caerphilly Study 5. Arteriosclerosis 
Thrombosis and Vascular Biology 2000; 20(1):271-279. 

(521) Yeatman TJ, Updyke TV, Kaetzel MA, Dedman JR, Nicolson GL. Expression of 
annexins on the surface of non-metastatic and metastatic human and rodent 
tumor cells. Clin Exp Metastasis 1993; 11:37-44. 

(522) Youd P, Main J, Jackson E. Cytomegalovirus infection and thrombosis: A 
causative association? J Inf Dis 2003; 46:141-142. 

(523) Zhou YF, Guetta E, Yu ZX, Finkel T, Epstein SE. Human cytomegalovirus 
increases modified low density lipoprotein uptake and scavenger receptor 
mRNA expression in vascular smooth muscle cells. J Clin Inv 1996; 98:2129-
2138. 

(524) Zhou YF, Leon MB, Waclawiw MA, Popma JJ, Yu ZX, Finkel T et al. Association 
between prior cytomegalovirus infection and the risk of restinosis after coronary 
atherectomy. New Eng J Med 1996; 335:624-630. 

(525) Zhou ZH, Dougherty M, Jakana J, He J, Rixon FJ, Chiu W. Seeing the 
herpesvirus capsid at 8.5 angstrom 2. Science 2000; 288(5467):877-880. 

 
(526) Zhu J, Nieto FJ, Horne BD, Anderson JL, Muhlestein JB, Epstein SE. Prospective 

study of pathogen burden and risk of myocardial infarction or death. Circulation 
2001; 103:45-51. 

(527) Zito F, Drummond F, Bujac SR, Esnouf MP, Morrissey JH, Humphries SE et al. 
Epidemiological and genetic associations of activated factor XII concentration 



 179 

with factor VII activity, fibrinopeptide A concentration, and risk of coronary heart 
disease in men 1. Circulation 2000; 102(17):2058-2062. 

 
(528) Zito F, Lowe GDO, Rumley A, McMahon AD, Humphries SE. Association of the 

factor XII 46C > T polymorphism with risk of coronary heart disease (CHD) in 
the WOSCOPS study 1. Atherosclerosis 2002; 165(1):153-158. 

 
(529) Zwaal RF, Schroit AJ. Pathophysiologic implications of membrane phospholipid 

asymmetry in blood cells. Blood 1997; 89(4):1121-1132. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



 180 

 

APPENDIX 

Appendix A: Clinical studies correlating herpesviruses to vascular pathology 

 

Melnick J, 1983 

Lancet 

CMV antigen detected in cells cultured from arterial tissue 

surgically removed from atherosclerotic patients.  

Gyorkey F 1984 

Exp Mol Pathol. 

Herpesvirus particles were identified by electron microscopy 

in aortic tissue from 10 of 60 atherosclerosis patients.   

Adam E 1987 

Lancet 

In patients undergoing cardiovascular surgery 57% of them 

had high level of CMV titers versus 26% in control group. 

(Population size=157 pairs) 

Petrie B, 1987 

J Infec Dis 

CMV antigen in cultured SMCs from arterial plaques  

Yamashiroya H 

1988 

Am J Pathol 

HSV or CMV antigen detected in eight of 20 specimens from 

coronary arteries of young trauma victims. 

Grattan MT 1989 

JAMA 

In transplant recipients; CAD incidence was 10% in patients 

with no evidence of CMV versus 30% in those with CMV 

infection 

Increased graft rejection, as a consequence of accelerated 

atherosclerosis was 69% in patients with CMV infection. 

CMV seropositive patients, who received a seronegative 

organ, had higher risk of transplant atherosclerosis. 

(Population size=301 pairs)  
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McDonald K 1989 

Am J Cardiol 

In transplant recipients, CMV infection occurred in 62% of 

patients with Coronary Artery Disease (CAD) and in only 

25% of those without. (p = 0.007) (Population size=102) 

Havlik RJ 1989 

Arteriosclerosis. 

The Framingham Heart Study of 658 male and 919 female 

(ages 58 to 89) found no association of "fever blisters or 

cold sores" to coronary heart disease. However in a 

subgroup of women with recurrent cold sore infection, a 

very mild risk 1.5 was noted. 

Hendrix M, 1990 

Am J Pathol. 

CMV genome in 90% of samples obtained from patients 

with severe atherosclerosis compared with only 53% in 

patients with minimal or no atherosclerosis.  

Tanaka S, 1992 

J Vasc Surg. 

CMV DNA was detected in 88% (7 of 8) of inflammatory 

aortic lesions, including 5 of 6 aortic aneurysms, and 61% 

(20 of 33) of atherosclerotic aneurysms, but only 31% (5 of 

16) autopsy samples without inflammation or 

atherosclerosis. 

Koskinen P 1994 

Am J Pathol. 

CMV infection associated with subendothelial inflammation 

in atherosclerosis of coronary allografts. 

Koskinen P 1993 

J Heart Lung 

Transplant.  

29/53 recipients developed CMV infection during the first 

post transplant year. CMV-infection was associated to 

increases intimal thickening and accelerated cardiac 

allograft vasculopathy in comparison to CMV negative 

Paavonen T 1993 

J Heart Lung 

CMV infection contributed to the development of 

endothelialitis and accelerated arteriosclerosis in heart 
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Transplant. transplant recipients. 

Koskinen P, 1993 

J Heart Lung 

Transplant 

CMV infection occurred in 27 of 46 patients, shown by 

CMV-antigenemia test. Acute rejection episodes were 

diagnosed in 15 of 27 patients with CMV and in 9 of 19 

patients free of CMV. 

Skowronski EW, 

1993 J Heart Lung 

Transplant 

8/15 heart transplant recipients had CMV exposure of which 

3 had atherosclerosis. CMV genome detected in coronary 

artery specimens in a single patient with known CMV 

exposure, but no evidence of atherosclerosis. 

Melnick JL 1994 

J Med Virol 

In a study of 135 patients with atherosclerosis,  89% had 

CMV DNA present in the arterial tissue 

Sorlie PD 1994 

J Med Virol 

The case-control odds ratio for CMV antibodies was 1.55 (P 

= .03), for HSV1 1.41 (P = .07), and for HSV2 0.91 (P = .63) 

as a marker for carotid artery thickening.  (Population 

size=340 pairs) 

Speir E 1994 

Science 

CMV genome detected in 60% of human restenosis lesions 

Gulizia J1995 

Am J Pathol 

A low frequency of CMV genome in accelerated coronary 

artery disease. (Study size = coronary artery segments from 

41 allograft recipients and 22 donor matched controls. 

Zhou FY 1996 

N Eng J Med 

In a study of 75 patients undergoing coronary atherectomy 

for CAD, prior CMV infection 

 21/23 (91%) of restenosis patients were CMV seropositive 

Nieto FJ 1997 CMV seropositivity correlated to hypercoagulability and 
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ATVB reduced fibrinolysis in a large study of Atherosclerosis Risk 

in Communities. 

Chiu B 1997 

Circulation 

CMV in atherosclerotic plaques for 35.5% patients with 

carotid artery stenosis. 

Siscovick 2000 

Circulation 

A 2-fold increased risk of myocardial infarction and coronary 

heart disease mortality in HSV1 seropositive patients as 

compared to HSV1 seronegative in 213 cases and  405 

matched controls 

Zhu J 2001 

Circulation 

Increased risk for myocardial infarction and coronary heart 

disease mortality of 2 and 1.5 fold, respectively for CMV and 

HSV2 seropositive. (Population= 809 coronary angiography 

patients) 

Klein E 2002 

Circulation 

CMV and HSV-2 seropositivity  associated with advanced 

atherosclerosis (P<0.01) (Population=572 ) 

PowerJF 2005 

Am J Clin Pathol 

HSV genome detected in 21/24 biopsy specimens of 

cerebro-vasculitis of temporal artery. 

Sheehan J 2005 

Heart. 

No significant association between chronic infection and 

cumulative burden of infection and acute coronary 

syndrome. Cases and controls did not differ significantly in 

seropositivity to CMV and HSV. there was no evidence of 

an increasing risk for acute coronary syndrome with 

increasing burden of infection. 

Ibrahim AI 2005 J 

Clin Virol 

HSV-1 DNA was detected significantly more frequently in 

plaques (35%) than in control veins (9%, P = 0.006). CMV 
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and EBV DNA were exclusively found in plaques but not in 

controls, with 10% for CMV (P = 0.06 versus veins, P = 0.17 

versus graft arteries) and 2% for EBV (P = 1.0), 

respectively. No HSV-2 detected in plaques or in controls. 

Herpes viral DNA was significantly associated only with 

arterial hypertension but not with other classical risk factors 

(P = 0.02)  

Cankovic 2006 

Cardiovasc Pathol 

No herpesvirus genome associated with cerebro-vasculitis 

of temporal artery. (Population=35 biopsy specimens) 

Kilic A, 2006 

Pol J Microbiol 

CMV DNA was found in 37.9% atherosclerotic and 32.7% 

non-atherosclerotic vascular wall specimens with no 

statistically significant differences (P > 0.05).  

Ozdemir FN 2007 

Transplantation 

Proceedings 

CMV infection may be a triggering factor for AE in renal 

transplant recipients. 

Lijfering 2008 

Thromb Haemost 

Prior CMV infection (2- fold risk) and seroconversion (1.7-

fold) in renal transplantation recipients was associated with 

recurrent venous thrombosis. (Population size = 606) 

Y Ono 2008 

Transplantation 

Proceedings 

15/34 renal transplantation recipients were positive for CMV 

DNA  

Yi L 2008 Acta 

Virol. 2008. 

Levels of HCMV IE gene/protein were significantly higher in 

the stroke group than in control group detected by the three 

methods (IHC 34.3% vs. 10.0%; HIS 40.0% vs. 10.0; PCR 
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60.0% vs. 30.0%). Population= 35 patients with ischemic 

stroke and from 20 control 

Szklo 2009 

J Cadriovasc Med 

No association between atherosclerosis and herpesviruses 

(HSV and CMV).  (Multi- Ethnic Study of Athersclerosis = 

1056 individuals 

Elkind 2010 

Stroke 

CMV seropositivity (P=0.009) was strongly associated to 

carotid plaque thickness but not HSV1 or HSV2 ( 

Population= 3298) 

Roberts et al. 2010 

Am J Epidemiol.  

Population size = 1,468. High CMV IgG antibody titers( 

highest quartile v/s with lower quartiles) in adjusted models  

all-cause mortality was 1.43 times higher over 9 years and, 

the hazard of CVD mortality was also elevated (hazard ratio 

= 1.35) 

Simanek 2011 

PLoS One. 

CMV seropositive together with high CRP levels showed a 

30.1% higher risk for all-cause mortality and 29.5% higher 

risk for CVD-related mortality compared to CMV 

seropositive individuals with low CRP level. Population 

Size= 33994 subjects   more than 25 years of age (range 

24-90years of age)  

 

 


