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Abstract: Development of effective and environmentally friendly disinfectants, or 

virucidal agents, should help prevent the spread of infectious diseases through human 

contact with contaminated surfaces. These agents may also be used, if non-toxic to cells 

and tissues, as chemotherapeutic agents against infectious diseases. We have shown that 

arginine has a synergistic effect with a variety of virucidal conditions, namely acidic pH 

and high temperature, on virus inactivation. All of these treatments are effective, however, 

at the expense of toxicity. The ability of arginine to lower the effective threshold of these 

parameters may reduce the occurrence of potential toxic side effects. While it is clear that 

arginine can be safely used, the mechanism of its virus inactivation has not yet been 

elucidated. Here we examine the damages that viruses suffer from various physical and 

chemical stresses and their relations to virus inactivation and aggregation. Based on the 

relationship between the stress-induced structural damages and the infectivity of a virus, 

we will propose several plausible mechanisms describing the effects of arginine on virus 

inactivation using the current knowledge of aqueous arginine solution properties. 
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1. Introduction 

Acquiring specific immunity through vaccination is the most effective way to prevent viral 

infections [1–3]. Daily preventive measures also protect us from various infections. Such preventive 

measures are normally accomplished by the application of disinfectants, or virucidal agents, to 

inactivate viruses on contaminated surfaces or on human fingers and hands. Unfortunately, these 

reagents can be severely toxic to cells and tissues and hence cannot be used as practical chemo-

therapeutic agents [4–9]. Thus, development of a safer and effective disinfectant should be a valuable 

weapon against infectious diseases. We have observed that arginine has a synergistic effect with acidic 

pH, elevated temperature and other virucidal conditions on virus inactivation [10–13]. Arginine 

lowered the threshold of their effective range so that they no longer caused unacceptable side effects. 

This is based on the observation that aqueous arginine solution inactivated herpes simplex and 

influenza A viruses [10–12] and exhibited antiviral activities on several other enveloped viruses 

[10–13]. Due to the reduced safety concerns, aqueous arginine solution may be used not only as a 

disinfectant, i.e., for hand- and mouth-wash, but also as a virucidal agent at the site of infection in the 

form of spray or mist.  

Arginine is one of the twenty natural amino acids and, as a normal cell metabolite, is considered to 

be safe for human use. This amino acid has been found to have very unique properties; i.e., arginine is 

highly effective in suppressing protein aggregation [14–16], increasing the solubility of proteins 

[17,18], interacting with lipids [19,20], and weakening protein binding in a number of column 

chromatography methods [21–27]. Stimulated by such unique nature of arginine, we have been 

exploring its capability as a virucidal agent. Conventional virus inactivation processes include 

moderate heating, so called pasteurization, for intravenous immunoglobulin and low pH treatment for 

recombinant mammalian-derived biopharmaceuticals [28,29]. We have observed a synergistic effect of 

arginine with heating and low pH to enhance virus inactivation [10–13] and postulated that such 

enhanced virus inactivation may be utilized in vivo for topical infectious diseases. Here we review both 

the in vitro and in vivo virus inactivation effects of arginine, the mechanism of various stresses that 

cause virus inactivation, and propose a plausible mechanism by which arginine inactivates viruses.  

2. Summary of Virucidal Activities of Arginine 

2.1. In vitro virus inactivation 

In vitro virus inactivation effects of aqueous arginine solution were evaluated by incubating the 

virus preparations with various solvents as a function of pH or temperature. After incubation, the 

surviving infectious viruses were determined by infecting appropriate host cells with viruses and 

measuring the plaque formation of the infected cells. With enveloped viruses, arginine has consistently 

shown a synergistic effect with solution pH and temperature on virus inactivation. Typical inactivation 

data with an enveloped virus, HSV-2 (herpes simplex virus type-2), are shown in Figure 1 [30]. 

Similar trend has been observed for other enveloped viruses, including HSV-1 (HSV type-1) and 

influenza virus [10–13], and at various incubation temperatures. The results in Figure 1 were obtained 

following incubation of the virus with the indicated solvents as a function of pH at 20 ºC for 5 min. 

Virus inactivation was enhanced at a higher temperature and longer incubation time. Acid titration was 
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conducted using 0.1 M citrate and the pH was adjusted by NaOH. As shown in Figure 1, virus 

inactivation was marginal at pH 4.2 (open triangle), below which a sharp decrease in virus yield was 

observed. Nearly 5 log10 reduction was observed at pH 3.8. Neither the increased citrate concentration 

at 0.7 M (open square) nor the addition of 0.6 M NaCl (closed triangle) resulted in a shift on the pH 

titration curve. Although marginal, higher concentration of citrate and NaCl appeared to suppress pH-

induced virus inactivation above pH 4.2.  

Figure 1. In vitro inactivation of HSV-2 by acidic solvents as a function of pH. 

 
HSV-2 was incubated with the indicated solvents at 20 °C for 5 min. The surviving virus was 
determined by plaque assay as described in the original manuscript [30]. Symbols, 0.7 M  
arginine (○), 0.1 M citrate (∆), 0.1 M citrate/0.6 M NaCl (▲) and 0.7 M citrate (□). Reformatted 
from reference [30]. 

The above results indicate that neither 0.6 M NaCl nor excess citrate (i.e., 0.6 M) have a synergistic 

effect with pH (i.e., 0.1 M citrate) on virus inactivation. Conversely, arginine demonstrated synergy 

with pH in inactivating viruses. Figure 1 shows pH titration of virus inactivation in 0.7 M arginine 

(arginine HCl solution titrated with HCl). It is evident from the figure that the pH dependence was 

shifted to a higher pH, by about 0.3–0.4 pH unit. This suggests that to achieve a 5 log10 reduction, the 

solution pH can be maintained at ~4.0–4.1 in the presence of 0.7M arginine, while the same reduction 

in infectivity can only be achieved at a pH of ~3.8–3.9 in its absence. Although this difference in 

effective pH range appears to be marginal, the difference could have a significant impact on patient 

safety if these acidic solutions are utilized in circumstances that require application for human body 

surface, or perhaps accidental contact. Similar synergistic effects of arginine with a variety of 

environmental conditions (i.e., pH and temperature) have been observed with several other enveloped 

viruses [32,33].  
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Figure 2. Inactivation of HSV-1 by arginine at neutral pH as a function of temperature. 

 
HSV-1 was incubated with arginine solution in 10 mM phosphate, pH 7.0, at the indicated 
concentration and temperature for 5 min. The surviving virus was determined by plaque assay as 
described in the original manuscript [12]. Reformatted from reference [12].  

 

Arginine at neutral pH also demonstrates synergy with temperature in inactivating viruses [12,13]. 

Figure 2 shows an example of HSV-1 inactivation with temperature (This sentence was moved here 

from the top of Figure 2). In phosphate-buffered saline (PBS), HSV-1 was stable up to 40 ºC, above 

which the infectivity of the virus decreased sharply. There were few surviving viruses at 50 ºC. The 

temperature dependence of virus inactivation was gradually shifted to lower temperatures with 

increasing arginine concentration at neutral pH. In the presence of 1.2 M arginine, there was already 

50% virus inactivation observed at 30 ºC. The temperatures at which 50 (second column) and 90% 

virus inactivation (fourth column) occurred are summarized in Table 1.  

Table 1. Temperature of 50 and 90% virus inactivation with either aqueous arginine or 

NaCl solution buffered with 10 mM phosphate, pH 7.0. The concentration of both arginine 

and NaCl are indicated in the table. 

Solvent Temperature at 50% inactivation Temperature at 90% inactivation 

0 (PBS) 47 

             Arginine           NaCl 

50 

             Arginine         NaCl 

0.5 M  -2                    0                    -3 

0.75 M  -7                   -4 -5                 -2 

1.0 M  -10                 -6                   -10 

1.2 M  -17                 -7                   -16                 -4 

HSV-1 was incubated for 5 min with arginine solution at pH 7.0 at the indicated concentration. The 
data are extracted from Figure 2. Inactivation temperature in PBS (phosphate-buffered saline) was 
subtracted from the temperature in test solvents. Reformatted from reference [12]. 
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Both temperatures decreased with increasing arginine concentration, leading to 16–17 ºC lower 

temperatures in 1.2 M arginine. Table 1 contains the inactivation data with NaCl. Aqueous NaCl 

solutions at the indicated concentrations (0.5–1.2 M) also decreased the inactivation temperature, but 

to a lesser extent. For example, 1.2 M NaCl reduced the temperatures of 50 and 90% inactivation only 

by 7 (third column) and 4 ºC (fifth column).  The results with NaCl suggest that increasing ionic 

strength is responsible for inactivating the virus. At least a part of virus inactivation by arginine may 

be due to its ionic property, although virus inactivation by NaCl and arginine may be due to an entirely 

different mechanism. We will analyze the possible mechanism of arginine effects from the types of 

damages that viruses suffer and how arginine, or ionic strength, may interrelate to these damages. 

2.2. In vivo virus inactivation 

The results described above were obtained in the test tubes. It would be a challenging idea to test 

the effects of arginine in vivo. The time course of inactivation demonstrated that inactivation occurred 

shortly after the exposure of the virus to arginine solution, suggesting that even a brief exposure of the 

virus to arginine solution is sufficient. Such a fast action of virus inactivation suggests the potential 

usefulness of arginine as a non-irritative disinfectant. Conventional disinfectants generally cannot be 

used on the mucosal membranes or on the injured sites of the body due to their severe cell and tissue 

toxicities. We anticipated that arginine, being a natural product of lower toxicity, would have 

insignificant adverse effects on these surfaces upon topical applications and hopefully may exhibit 

some efficacy. To our surprise, viruses were significantly inactivated by acidic arginine solution on the 

body surface in two model systems, i.e., HSV-1 infection on epithelial keratinocytes and HSV-2 

genital infection [31]. 

In an epithelial keratinocyte model, HSV-1 was inoculated in the cornea of rabbit eyes and treated 

with an acidic arginine solution. Those eyes treated with saline (negative control: eyes without 

treatment) showed severe lesion. In contrast, the eyes treated with a commercially available 

acycloguanosine ointment demonstrated potent efficacy with no lesion. The application of an acidic 

arginine solution onto the infected eyes resulted in lesion on the cornea, however to a lesser extent than 

those treated with saline alone. Citrate of the same acidity did not exhibit such a clear suppression. 

Although the concentration and pH of the acidic arginine solution were not at physiological conditions, 

it should be noted that no apparent injuries to the cornea of the treated rabbit’s eyes were observed [31]. 

The decreased efficacy and toxicity may be in part due to the dilution of acidic arginine solution, upon 

administration, by the massive liquid secretions. Nevertheless, these results indicate that arginine can 

suppress the occurrence of infection and the development of keratinocytic symptom by HSV-1 

infection in rabbit’s cornea and may warrant further investigation on a more effective formulation and 

administration route. 

We then examined the effects of arginine treatment on the establishment of genital infection with 

HSV-2 [31]. HSV-2 is also sensitive to the virucidal effects of arginine, significantly more so than 

HSV-1 [30]. BALB/c mice are sensitive to HSV-2 infection and the virus first multiplies at the site of 

infection in the vagina, then invades into the central nervous system through the sacral ganglia 

neuronal cells, and finally causing lethal encephalitis at the brain stem. Mice, if untreated, start dying 

at 8 days post infection. The infected mice treated with 1.5 M arginine solution (pH 3.5) demonstrated 

a greatly enhanced survival rate [31]. These results clearly show that the treatment with acidic arginine 
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effectively suppressed the establishment and development of HSV-2 infection in the genital organs of 

mice, suggesting its potential development as a human therapeutic against genital HSV-2 infection. 

3. Mechanism of Virus Inactivation by Physical and Chemical Stresses 

It is evident that virus inactivation by arginine can only be observed in the presence of other stresses, 

which may include pH, temperature, freezing, drying, and the presence of antibodies/proteins: so far 

only pH and temperature were tested. In other words, arginine may synergize with these stresses; in the 

previous section, the stresses described were heat and acidification. It is important to understand the 

impact of these stresses on viruses in order to evaluate the synergistic effects of arginine. In general, 

when both temperature and pH were varied, each virus demonstrated a range of solution pH values in 

which it was stable and a temperature threshold below which it exhibited structural stability. The most 

important parameter that is affected by the stresses may be the presence of a viral envelope. Enveloped 

viruses, such as measles virus and RSV (respiratory syncytial virus), demonstrate increased stability 

under alkaline conditions [32,33], while non-enveloped viruses, such as adenovirus and Norwalk VLP 

(virus-like particle), exhibit stability under acidic conditions [34–36]. In order to understand how 

arginine inactivates viruses, we will review the effects of these stresses on the viruses. The main cause 

of virus inactivation is perturbation of viral surface proteins, as schematically depicted in Figure 3. 

Low pH alone, or in combination with high temperature, induces conformational changes in the viral 

proteins, and as a consequence, virus inactivation (Mechanism-1).  

Figure 3. Virus inactivation mechanism-1: synergistic effect of arginine with other stresses 

causes structural changes in viral spike proteins leading to aggregation. 
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The physical properties of the virus may also have a profound impact on determining its stability, 

with respect to changes in solution pH and temperature. One critical physical parameter is virus 

aggregation, as also depicted in Figure 3. Virus aggregation frequently occurs upon application of 

stress, such as pH shift and increasing temperature. It is thus possible that such aggregation may 

augment virus inactivation, resulting from changes in viral structure. If the aggregated virus is simply a 

consequence of inactivation by the stresses [34–36], then Mechanism-1 is responsible for virus 

inactivation. However, if aggregation occurs on viruses that are still infectious, then the effects of 

stresses may differ from those in the absence of aggregation.  

Mechanism-2 is related to aggregation of infectious viruses (Figure 4). Specific antibodies have 

been shown to induce virus aggregation, often without causing structural changes of virion 

components [37]. Those viruses are still infectious, upon release from the aggregated clumps, and 

resistant to various stresses commonly causing inactivation. Virus inactivation by these three different 

mechanisms is summarized below.  

Figure 4. Virus inactivation mechanism-2: arginine in the presence of other stresses causes 

aggregation or dissociation of virus particles depending on their initial physical state. 

 
 

Certain stresses can affect membrane lipids or protein-lipid interface. These stresses may cause 

conformational changes in proteins, which in turn lead to alteration in membrane properties. 

Alternatively, they can directly damage membrane lipids, as was the case for defensins, which were 

shown to induce pore formation in the viral lipids, leading to exposure of viral core genome [38,39]. 

These observations are summarized in Mechanism-3 (Figure 5). 
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Figure 5. Virus inactivation mechanism-3: synergistic effect of arginine with other stresses 

causes pore formation in the lipidic viral envelope. 

 

3.1. Mechanism-1 

Low pH alone, or in combination with elevated temperature, has been implicated as the major factor 

influencing the structure of viral proteins and virus infectivity. Adenovirus 2 (Ad2) underwent a 

structural transition at elevated temperatures, accompanied by the loss of penton bases and their fibres 

at the icosahederal vertices, which are required for the maintenance of viral infectivity [34]. While this 

structural change caused Ad2 aggregation, the structure change, not the aggregation, appeared to be 

the direct cause of virus inactivation (Figure 3). This temperature-induced structure change was greater 

at increasing pH.  

Similarly, Ad5 (Adenovirus 5) demonstrated structural change of capsid with increasing 

temperature, which was enhanced further at higher pH [35]. Using a fluorescence probe, the 

temperature dependence of fluorescence showed that increasing temperature resulted in initial 

loosening of the capsid structure and then more complete capsid disassembly, both leading to virus 

inactivation. Although these capsid structure changes led to virus aggregation, it appears that the 

structure changes themselves were responsible for inactivation. Since both cases are concerned with 

non-enveloped viruses, the effects of temperature are primarily on viral proteins.  

Norwalk virus like particles (VLP), a non-enveloped virus, demonstrates a unique dependence on 

pH and temperature stresses. When the virus preparation was brought to pH 8.0, intact VLP virus 

disappeared, most likely due to changes in the local conformational changes of the viral proteins [36]. 

When this preparation was brought back to pH 7.0, fully assembled infectious virus was recovered: 

i.e., pH-induced structure change is reversible. However, response to high temperature stress is 

different. Both the local structural changes of the proteins and the capsid structure upon heating were 

irreversible. It appears that this irreversible heat-induced change is due to aggregation of viral proteins.  

Another stress that causes virus inactivation is dehydration, which can occur both in vitro and in 

vivo. Measles virus is unstable in the dried state at elevated temperatures [40]. Although spray drying 

procedure causes little changes in its viral infectivity, virus was rapidly inactivated during storage 

at 37 ºC [41]. Since drying itself had no effect on virus infectivity, there must be a stress or several 

stresses in the storage condition responsible for time-dependent virus inactivation. Arginine at 0.23 M 

in pre-drying concentration, insufficient by itself to cause virus inactivation, resulted in the protection 

of the virus during storage in the dried state [41]. In this case, arginine did not demonstrate synergy 

with stress (i.e., dehydration) to cause virus inactivation. 
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3.2. Mechanism-2 

Aggregation of virus is a common observation [42], although its relation to inactivation may depend 

on how the virus samples are prepared (see Figure 4). Virus aggregation can now be more readily and 

accurately characterized using modern technologies, including AUC (analytical ultracentrifugation), 

DLS (dynamic light scattering) and FFF (field flow fractionation). For example, sedimentation 

velocity analysis (using AUC) showed that adenovirus aggregates into highly heterogeneous sizes with 

the monomer population accounting for only ~50% (Alliance Protein Laboratories homepage, 

www.ap-lab.com). 

Aggregation of infectious poliovirus has been extensively studied [37]. A monoclonal antibody, 

MoAb 35-1f4, was shown to cause polymerization of poliovirus, presumably through its effects on 

surface proteins, i.e., bivalent binding and/or consequent conformational changes. This polymerization 

resulted in loss of infectivity. As the size of oligomers increased, infectivity was reduced (e.g. the 

dimeric virus has 50% reduced infectivity), suggesting that the loss of infectivity was due to steric 

hindrance of virus accessibility to the host cells and not due to irreversible damages that the virus has 

suffered from the bound antibody. This was confirmed by the release of infectious virus from the 

polymerized structure through papain treatment. Polymerization of poliovirus was at least in part due 

to bivalent antibody binding, as excess antibody resulted in monomeric virion particles: this is 

expected from a large excess of antibody per binding site on viral particle [43]. Aggregation of 

infectious viruses is problematic for inactivation. Aggregated viruses are often non-neutralizable by 

antiserum and cause persistent and delayed infectivity [44]. In this case, viruses may have to be 

disaggregated for efficient virus inactivation, as will be discussed later. 

Structural damages on viruses are often accompanied by virus aggregation. In such cases, virus 

inactivation and aggregation are associated with each other and hence it is difficult to distinguish 

between damage-induced inactivation and aggregation-induced inactivation, as illustrated in the 

following examples. Pinto et al. have used DLS to study the aggregation behavior of MS2 

bacteriophage, which ranged in size up to 500 nm, and have correlated aggregation to its reduced 

efficacy [45]. DLS was also employed to correlate the aggregation of influenza virus particles to loss 

in antigen activity [46]. Furthermore, a 2-log decrease in infectivity of baculovirus was reported to 

occur concurrently with virus aggregation, upon incubation above 45 ºC [47]. The size of the virus 

particle was shown to increase from 150 to 250 nm by DLS measurements. Both low pH and high 

temperature have been shown to be the major factors responsible for virus inactivation associated with 

aggregation. Measles virus (MV) was shown to aggregate by DLS measurements immediately upon 

lowering the solution pH from 6 to 4 [32]. With increasing temperature, both the aggregate size and 

measurement variability of MV increased further. The cause of aggregation is still unknown, however 

membrane destabilization due to the instability of the membrane proteins, and thus the lipid-protein 

interaction, may help to explain the observation. Thermally-induced changes in the secondary structure 

of MV viral proteins was detected using circular dichroism (CD) at 222nm as a function of 

temperature, and the temperature at which this transition occurred was decreased by more than 30 ºC 

upon lowering the pH from 6 to 4. Namely, low pH may cause the conformational changes of MV 

viral proteins at physiological temperatures, which in turn affect membrane structure of MV and lead 

to virus aggregation.  
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In another example of low pH-mediated aggregation, respiratory syncytial virus (RSV) underwent 

extensive aggregation under acidic conditions; aggregation of RSV at pH 3–5 during dialysis was 

confirmed by elevated optical density values [33]. Further evidence of membrane destabilization 

leading to aggregation was obtained from the intrinsic fluorescence data; the temperature at which the 

changes in the tertiary structure of viral proteins was detected correlated with the temperature at which 

increases in turbidity occurred, which suggest that the exposure of the apolar tryptophan (Trp) residues 

led to aggregation of RSV particles. CD analysis revealed that the temperature (Td) at which the RSV 

membrane proteins lost secondary structural content varied depending on the solution pH; significant 

loss was observed below 40 ºC at pH 3–5 and in between 40–60 ºC for solution pH between 6 and 8. 

FTIR (Fourier transform infrared spectroscopy) analysis indicated that the cause of this shift in Td was 

primarily due to the formation of intermolecular -sheets, which may be due to aggregation.  Thus, 

there is an abundance of data implicating the structural instability of viral proteins to be the main cause 

for virus aggregation, which consequently leads to its inactivation. It is still unclear, however, why the 

viral membrane is unstable under acidic condition and not under alkaline condition.   

3.3. Mechanism-3 

Freezing causes loss of infectivity of enveloped viruses [48], suggesting that ice crystal formation 

damages membrane lipids, as depicted in Figure 5 [49,50]. Consistent with this notion, DMSO 

(dimethyl sulfoxide), which is commonly used to preserve cultured cells, protected several viruses 

form freezing-induced loss of infectivity [51].  

Defensins, which comprise a family of broad-spectrum antimicrobial peptides, are among the key 

mediators of the innate immune system. One of the defensin family member, human neutrophil peptide 

(HNP-1), was shown to be effective in inactivating several viruses, including HSV types 1 and 2, 

cytomegalovirus, vesicular stomatitis virus, and influenza virus A/WSN [38]. Similarly to arginine, an 

enhancement in HNP-1’s virucidal efficacy was observed upon modifying either the solution pH or the 

temperature; increasing the incubation temperature from 10 to 40 ºC resulted in >3Log10 reduction in 

infectivity of HSV-1 in the presence of 25 g/mL HNP-1 at pH 7.4, while increasing the pH from 6 to 

8 in the presence of HNP-1, reduced the infectivity by >1 Log10 at 37 ºC. Defensins are not effective 

against all viruses, however. HNP-1 was not effective against echovirus and reovirus, which are both 

non-enveloped viruses. Similarly, arginine was shown to be ineffective against poliovirus, a non-

enveloped virus [10]. The difference in susceptibility observed between enveloped and non-enveloped 

viruses suggests that the viral envelope may be the target of both defensins and arginine, as described 

later. The correlation between reduction in infectivity and the interaction of these classes of 

compounds to the viral envelope suggests that the interaction leads to a breach in the integrity of the 

viral envelope.  Evidence to support this statement can be found in a study that was conducted to 

determine the effect of human defensin HNP-2 on the integrity of unilamellar vesicles [39]. A 

fluorescence quenching study, utilizing ANTS-DPX (8-aminonaphthalene-1,3,6 trisulfonic acid - p-

xylene-bis-pyridinium bromide) system encapsulated within a POPG (palmitoyloleoylphosphatidylglycerol) 

vesicle, was conducted to observe the effect of increasing HNP-2 concentration on the integrity of the 

liposome. The addition of 1.3 M HNP-2 to POPG vesicles resulted in enhanced fluorescence, which 

further increased with incubation time. Decreasing the HNP-2 concentration from 1.3 to 0.3 M 

resulted in a decrease in both the fluorescence signal and the release kinetics, suggesting that the 



Molecules 2010, 15          
         

 

1418

 

interaction is concentration dependent. The similarity observed between arginine and defensins may 

not be unexpected, as mature neutrophil defensins are reported to comprise of high arginine content [39].  

4. Mechanism of the Virus Inactivation Effects of Arginine 

As the surface of enveloped viruses is composed of spike proteins and membrane lipids, these are 

the most likely targets of arginine. However, any preparations of viruses used for in vitro and in vivo 

experiments are usually heterogeneous, containing cell debris, aggregated particles, and chemically or 

physically modified viruses. Thus, the observed virus inactivation effects of arginine can be 

complicated by the heterogenous nature of virus preparation. 

It appears that pH and temperature are the major cause of alteration in the structure of spike 

proteins, leading to virus inactivation often accompanied by aggregation. Does arginine further 

enhance structural changes in viral proteins (See Figure 3, Mechanism-1)? Arginine has been shown to 

have little impact on the native structure of globular proteins under physiological conditions [16,17], 

consistent with its inability to inactivate viruses at neutral pH and room temperature. Would then the 

synergistic effects of arginine be due to its ability to enhance the pH or temperature-induced 

conformational changes of the viral proteins? Arginine has been shown to have small effects on the 

melting temperature of globular proteins as summarized in Table 2 [14,16]. Even at 1-2 M arginine, 

the observed decrease in melting temperature was at most 3 ºC, much smaller than the observed 

decrease in virus inactivation temperature upon arginine addition (Table 1). Arginine also does not 

significantly affect the pH-induced conformational changes of antibodies (unpublished information): 

note that antibodies also consist of globular immunoglobulin domains. It is possible that arginine may 

have qualitatively different effects on viral proteins.  

Table 2. Change in melting temperature. 

Arginine Concentration / M Lysozyme/°C RNase/°C 
0.1 0 0 
0.2  -1 
0.5 -1 -1 
1.0 -1 -3 
2.0 0 -3 

Melting temperature was determined from the temperature dependent absorbance changes as 
described in the original manuscript [14]. Melting temperature in the absence of arginine was 
subtracted from that in the test solvents. RNase, ribonuclease. Reformatted from reference [14]. 

Arginine suppresses protein-protein interactions and aggregation [15–17]. If pH- or temperature-

induced virus inactivation involves the alteration of protein-protein interactions, it is possible that the 

suppressive effects of arginine on the interactions may augment virus inactivation (see Figure 5). As 

stated above, these two stresses (pH and temperature) often lead to virus aggregation, which may be 

the protective mechanism employed by the viruses to shield themselves from further damages by the 

stresses encountered [43,44]. As arginine has been shown to suppress virus aggregation, its addition 

may enhance the damages caused by pH or temperature stress on the disaggregated virus particles.   

Although unrelated to virus aggregation, arginine can also inhibit agglutination processes. Certain 

viruses induce agglutination of erythrocytes, and the effects of solvents on agglutination may 
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potentially mimic virus inactivation processes. Namely, the solvents that alter viral protein structure, 

and consequently reduce agglutination, may cause virus inactivation. Measles, EMC and NDV viruses 

associate with erythrocyte cell membrane and induce hamagglutination [52]. These interactions are 

readily dissociated by 0.1–1 M arginine at pH 7.0, leading to the recovery of virus infectivity. 

Furthermore, this condition is insufficient for virus inactivation. Nevertheless, hemagglutination may 

be used to screen solvents for their ability to alter the structure of viral proteins. 

Aggregated viruses may respond to pH and temperature differently. They are persistent to virus 

inactivation [43,44]. As schematically depicted in Figure 4, arginine may dissociate viruses, which on 

one hand may increase the number of infectious viral particles, while on the other hand, may make the 

virus more susceptible to pH or temperature stress. The effects of arginine on aggregated infectious 

viruses may be determined by the fine balance between dissociation-induced virus activation and 

stress-induced damages on dissociated viruses. 

Arginine has also been shown to suppress the interactions of proteins with non-polar surfaces 

[24,53,54]. Such effects may have an impact on the protein-lipid interface of virus particles. As 

described above, pH- and temperature-induced changes in viral proteins affect membrane stability. 

Arginine can affect both protein-lipid and lipid-lipid interactions. In fact, arginine has been shown to 

suppress the formation of oil droplets [20], and peptides containing multiple arginines, as in defensins 

and twin-arginine transporters, have been reported to penetrate membranes [55–57]. Arginine-

containing peptides have been demonstrated to bind to the surface of the lipid membrane and create 

transient pores across the bilayer. Small arginine peptides can be inserted into the membrane while 

large peptides could be efficiently internalized. Although the precise mechanism of the interaction 

between arginine and lipid is not clear, arginine has been proposed to bind to phosphate groups 

[58,59]. This binding does not require charged arginine to move into non-polar environment of low 

dielectric constant. However, penetration of arginine peptides requires the transfer of arginine side 

chain to low dielectric media of membrane, and hence, high energy interaction. Recently, arginine 

residues have been shown to be incorporated into lipidic environments as charged species, which for 

unknown reason is not energetically unfavorable [60,61]. This does, however, cause perturbation of 

lipid-lipid interactions. Both effects of arginine, i.e., binding to phosphate and insertion into lipid 

membrane, may be responsible for the virus inactivation observed upon the addition of arginine, as 

depicted in Figure 5 (Mechanism-3).  

The effects of arginine are due to weak interactions with virion components, independent of the 

inactivation mechanisms. This is evident from the requirement of high concentrations of arginine. 

Such weak, but extensive interactions of arginine and many other compounds have been shown to 

occur with a variety of proteins and macromolecules [62–66]. NaCl is one example and demonstrated 

dual effects on proteins, i.e., electrostatic ionic binding and weak salting-out effects [64]. The observed 

synergistic effect of NaCl with elevated temperature on influenza virus inactivation (Table 1) may be 

due to its ionic property. This may also explain the effect observed with ionic arginine. However, virus 

inactivation by NaCl may be due to its salting-out effect [64]. In such a case, NaCl and arginine, which 

exhibit salting-in effects, must have an entirely different mechanism for influenza virus inactivation. In 

other words, influenza virus can be inactivated by both salting-out mechanism of NaCl (for example, 

due to virus aggregation) and salting-in mechanisms of arginine (suppression of interactions). Such 

weak interactions are also involved in stabilization of viruses. For example, 1 M NaCl stabilized the 
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Ad5 viruses against heat stress due to its stabilizing effect of the viral proteins. It is interesting to note 

that the addition of NaCl can both destabilize (i.e., influenza virus) and stabilize (i.e., Ad5) a virus 

against the same stress, heat, in this case. Similarly, sucrose stabilized RSV [67]. When 20% sucrose 

was added to the preparation of RSV, heat-induced virus aggregation was inhibited by 66%, which 

was ascribed to the stabilization of viral glycoproteins. Arginine also stabilized the RSV against heat 

stress, presumably due to its salting-in effects. It appears that arginine prevents the aggregation of 

thermally unfolded viral proteins. 

Figure 6. High affinity binding of specific antiviral drug and weak arginine binding. 

 

Weak interactions have two important implications. Binding of arginine is normally reversible. 

When arginine concentration is reduced, it dissociate from the complexes. The consequence of binding 

can be, however, irreversible as in the case of virus inactivation. This implies that arginine could be 

less toxic than those disinfectants that strongly (and irreversibly) bind. Another important implication 

is that multiple arginine binding at different sites on a virus will unlikely cause drug resistance. It 

would be a daunting task for the virus to mutate all of the potential targets of arginine (see Figure 6). 

On the other hand, conventional antiviral drugs strongly bind to the target enzymes and proteins at the 

specific sites and often lead to drug resistance, as depicted in Figure 6. 

5. Conclusions 

We have shown three possible modes that cause virus inactivation: structural changes of viral spike 

proteins, virus aggregation and pore formation in virus envelope. Arginine can inactivate viruses 

synergistically with other stresses, e.g., elevated temperature or acidic pH through any one or 

combinations of these modes. The mechanism by which arginine exerts its virus inactivation effect is 

most likely due to the suppression of protein interactions with other molecules or surfaces. More 
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importantly, such effect of arginine is due to its weak interactions, which are unlikely to lead to the 

development of virus resistance against arginine. 

References 

1. Ellebedy, A.H.; Webby, R.J. Influenza vaccines. Vaccine 2009, 27, D65–D68. 

2. Toplak, N.; Avcin, T. Influenza and autoimmunity. Ann. N. Y. Acad. Sci. 2009, 1173, 619–626. 

3. Mathews, J.D.; Chesson, J.M.; McCaw, J.M.; McVerson, J. Understanding influenza transmission, 

immunity and pandemic threats. Influenza Other Respir. Viruses 2009, 3, 143–149. 

4. Wanaratana, S.; Tantilertcharoen, R.; Sasipreeyajan, J.; Pakpinyo, S. The inactivation of avian 

virus subtype H5N1 isolated from chickens in Thailand by chemical and physical treatments. Vet. 

Microbiol. 2009, 140, 43–48. 

5. Patnayak, D.P.; Prasad, A.M.; Malik, Y.S.; Ramakrishnan, M.A.; Goyal, S.M. Efficacy of 

disinfectants and hand sanitizers against respiratory viruses. Avian Dis. 2008, 52, 199–202. 

6. Grayson, M.L.; Melvani, S.; Druce, J.; Barr, I.G.; Ballard, S.A.; Johnson, P.D.; Mastorakos, T.; 

Birch, C. Efficacy of soap and water and alcohol-based hand-rub preparations against live H1N1 

influenza virus on the hands of human volunteers. Clin. Infect. Dis. 2009, 48, 285–291. 

7. Lombardi, M.E.; Ladman, B.S.; Alphin, R.L.; Benson, E.R. Inactivation of avian influenza virus 

using common detergents and chemicals. Avian Dis. 2008, 52, 118–123. 

8. Alphin, R.L.; Johnson, K.J.; Ladman, B.S.; Benson, E.R. Inactivation of avian influenza virus 

using four common chemicals and one detergent. Poult. Sci. 2009, 88, 1181–1185. 

9. Rennie, O.; Bowtell, P.; Hull, D.; Charbonneau, D.; Lambkin-Williams, R.; Oxford, J. Low pH 

gel intranasal sprays inactivate influenza viruses in vitro and protect ferrets against influenza 

infection. Respir. Res. 2007, 8, 38. 

10. Yamasaki, H.; Tsujimoto, K.; Koyama, A.H.; Ejima, D.; Arakawa, T. Arginine facilitates 

inactivation of enveloped viruses. J. Pharm. Sci. 2008, 97, 3063–3073. 

11. Katsuyama, Y.; Yamasaki, H.; Tsujimoto, K.; Koyama, A.H.; Ejima, D.; Arakawa, T. Butyroyl-

arginine as a potent virus inactivation agent. Int. J. Pharm. 2008, 361, 92–98. 

12. Utsunimoya, H.; Ichinose, M.; Tsujimoto, K.; Katsuyama, Y.; Yamasaki, H.; Koyama, A.H.; 

Ejima, D.; Arakawa, T. Co-operative thermal inactivation of herpes simplex virus and influenza 

virus by arginine ans NaCl. Int. J. Pharm. 2009, 366, 99–102. 

13. Arakawa, T.; Kita, Y.; Koyama, A.H. Synergistic virus inactivation effects of arginine. Biotechnol. 

J. 2009, 4, 174–178. 

14. Arakawa, T.; Tsumoto, K. The effects of argnine on refolding of aggregated proteins: not 

facilitate refolding, but suppress aggregation. Biochem. Biophys. Res. Commun. 2003, 304, 

148–152. 

15. Tsumoto, K.; Ejima, D.; Kita, Y.; Arakawa, T. Review: why is arginine effective in suppressing 

aggregation? Protein Pept. Lett. 2005, 12, 613–619. 

16. Arakawa, T.; Kita, Y.; Tsumoto, K.; Fukada, H.; Ejima, D. Aggregation suppression of proteins 

by arginine during thermal unfolding. Protein Pept. Lett. 2006, 13, 921–927. 

17. Shiraki, K.; Kudou, M.; Fujiwara, S.; Imanaka, T.; Takagi, M. Biophysical effect of amino acids 

on the prevention of protein aggregation. J. Biochem. 2002, 132, 591–595. 



Molecules 2010, 15          
         

 

1422

 

18. Tsumoto, K.; Umetsu, M.; Kumaga, I.; Ejima, D.; Arakawa, T. Solubilization of active green 

fluorescent protein from insoluble particles by guanidine and arginine. Biochem. Biophys. Res. 

Commun. 2003, 312, 1382–1386. 

19. Sakai, N.; Takeuchi, T.; Futaki, S.; Matile, S. Direct observation of anion-mediated translocation 

of fluorescent oligoarginine carriers into and across liquid and anionic bilayer membranes. 

ChemBioChem 2005, 6, 114–122. 

20. Hirai, A.; Kawasaki, H.; Tanaka, S.; Nemoto, N.; Suzuki, M.; Maeda, H. Effects of L-arginine on 

aggregate of fatty-acid/potassium soap in the aqueous media. Colloid. Polym. Sci. 2006, 284, 

520–528. 

21. Arakawa, T.; Philo, J.S.; Tsumoto, K.; Yumioka, R.; Ejima, D. Elution of antibodies from a 

Protein-A column by aqueous arginine solution. Protein Expression Purif. 2004, 36, 244–248. 

22. Ejima, D.; Yumioka, R.; Tsumoto, K.; Arakawa, T. Effective elution of antibodies by arginine 

and arginine derivatives in affinity colum chromatography. Anal. Biochem. 2005, 345, 250–257. 

23. Tsumoto, K.; Ejima, D.; Nagase, K.; Arakawa, T. Arginine improves protein elution in 

hydrophobic interaction chromatography. The cases of human interleukin-6 and activin-A. J. 

Chromatogr. A 2007, 1154, 81–86. 

24. Ejima, D.; Yumioka, R.; Arakawa, T.; Tsumoto, K. Arginine as an effective additive in gel 

permeation chromatography. J. Chromatogr. A 2005, 1094, 49–55. 

25. Arakawa, T.; Tsumoto, K.; Nagase, K.; Ejima, D. The effects of arginine on protein binding and 

elution in hydrophobic interaction and ion-exchange chromatography. Protein Expr. Purif. 2007, 

54, 110–116. 

26. Abe, R.; Kudou, M.; Tanaka, Y.; Arakawa, T.; Tsumoto, K. Immobilized metal affinity 

chromatography in the presence of arginine. Biochem. Biophys. Res. Commun. 2009, 381,  

306–310. 

27. Futatsumori-Sugai, M.; Abe, R.; Watanabe, M.; Kudou, M.; Yamamoto, T.; Ejima, D.; Arakawa, 

T.; Tsumoto, K. Utilization of Arg-elution method for FLAG-tag based chromatography. Protein 

Expr. Purif. 2009, 67, 148–155.  

28. Brorson, K.; Norling, L. Current and future approaches to ensure the viral safety of 

biopharmaceuticals. Dev. Biol. 2004, 118, 17–29. 

29. Yap, P.L. The viral safety of intravenous immune globulin. Clin. Exp. Immunol. 1996, 104, 35–42. 

30. Tsujimoto, K.; Uozaki, M.; Yamazaki, H.; Utsunomiya, H.; Ichinose, M.; Koyama, A.H.; 

Arakawa, T. Solvent-induced virus inactivation by acidic arginine solution. Int. J. Mol. Med. 

2010, 25, 433–437. 

31. Ikeda, K.; Yamasaki, H.; Minami, S.; Naito, T.; Irie, H.; Arakawa, T.; Koyama, A.H. Virucidal 

ability of arginine and its possible application as an antiherpetic agent. In From the Hallowed 

Halls of Herpesvirology; Baines, J.; Blaho, J., Eds.; Imperial College Press: London, UK, 2009; in 

press. 

32. Kissmann, J.; Ausar, S.F.; Rudolph, A.; Braun, C.; Cape, S.P.; Sievers, R.E.; Federspiel, M.J.; 

Joshi, S.B.; Middaugh, C.R. Stabilization of measles virus for vaccine formulation. Human 

Vaccines 2008, 4, 350–359. 



Molecules 2010, 15          
         

 

1423

 

33. Ausar, S.F.; Rexroad, J.; Frolov, V.G.; Look, J.L.; Konar, N.; Middaugh, C.R. Analysis of the 

thermal and pH stability of human respiratory syncytial virus. Molecular Pharma. 2005, 2,  

491–499. 

34. Rexroad, J.; Martin, T.T.; McNeilly, D.; Godwin, S.; Middaugh, C.R. Thermal stability of 

adenovirus 2 as a function of pH. J. Pharm. Sci. 2006, 95, 1469–1479. 

35. Rexroad, J.; Evans, R.K.; Middaugh, C.R. Effect of pH and ionic strength on the physical stability 

of adenovirus type 5. J. Pharm. Sci. 2006, 95, 237–247. 

36. Ausar, S.F.; Foubert, T.R.; Hudson, M.H.; Vedvick, T.S.; Middaugh, C.R. Conformational 

stability and disassembly of Norwalk virus like particles: effect of pH and temperature. J. Biol. 

Chem. 2006, 281, 19478–19488. 

37. Thomas, A.A.M.; Brioen, P.; Boeye, A. A monoclonal antibody that neutralizes poliovirus by 

cross-linking virions. J. Virol. 1985, 54, 7–13. 

38. Daher, K.A.; Selsted, M.E.; Lehrer, R. Direct inactivation of viruses by human granulocyte 

defensins. J. Virol. 1986, 60, 1068–1074. 

39. Wimley, W.C.; Selsted, M.E.; White, S.H. Interactions between human defensins and lipid 

bilayers: evidence for formation of multimeric pores. Protein Sci. 1994, 3, 1362–1373. 

40. Peetermans, J.; Colinet, G.; Stephenne, J.; Bouillet, A. Stability of freeze-dried and reconstituted 

measles vaccines. Dev. Biol. Stand. 1978, 41, 259–264. 

41. Ohtake, S.; Martin, R.A.; Yee, L.; Chen, D.; Kristensen, D.D.; Lechuga-Ballesteros, D.; Truong-

Le, V. Heat-stable measles vaccine produced by spray drying. Vaccine In Press. 

42. Ver, B.A.; Melnick, J.L.; Wallis, C. Efficient filtration and sizing of viruses with membrane filters. 

J. Virol. 1968, 2, 21–25. 

43. Thomas, A.A.M.; Vrijsen, R.; Boeye, A. Relationship between poliovirus neutralization and 

aggregation. J. Virol. 1986, 59, 479–485. 

44. Wallis, C.; Melnick, J.L. Virus aggregation as the cause of the non-neutralizable persisted fraction. 

J. Virol. 1967, 1, 478–488. 

45. Pinto, F.; Maillard, J.Y.; Denyer, S.P.; McGeechan, P. Polyhexamethylene biguanide exposure 

leads to viral aggregation. J. Appl. Microbiol. In Press. 

46. Kim, Y.C.; Quan, F.S.; Compans, R.W.; Kang, S.M.; Prausnitz, M.R. Formulation and coating of 

microneedles with inactivated influenza virus to improve vaccine stability and immunogenicity. J. 

Control. Release 2010,142, 187-195. 

47. Michalsky, R.; Pfromm, P.H.; Czermak, P.; Sorensen, C.M.; Passarelli, A.L. Effects of 

temperature and shear force on infectivity of the baculovirus Autographa californica M 

nucleopolyhechovirus. J. Virol. Methods 2008, 153, 90–96. 

48. Melnick, J.L. Preservation of viruses by freezing. Federation Proc. 1965, 15, 280–283. 

49. Watson, D.H.; Wildy, O. Some serological properties of herpesvirus particles studied by the 

electron microscope. Virology 1963, 21, 100–110. 

50. Merryman, H.T. Mechanics of freezing in living cells and tissues. Science 1956, 124, 515–521. 

51. Wallis, C.; Melnick, J.L. Stabilization of enveloped virus by dimethyl sulfoxide. J. Virol. 1968, 2, 

953–954. 

52. Lebon, P.; Protat, A.; Molinie, P. L-arginine elution of measles virus adsorbed on monkey 

erythrocytes. Infect. Immunity 1975, 11, 1407–1408. 



Molecules 2010, 15          
         

 

1424

 

53. Yumioka, R.; Sato, H.; Tomizawa, H.; Yamasaki, Y.; Ejima, D. Mobile phase containing arginine 

provides more reliable SEC condition for aggregation analysis. J. Pharm. Sci. 2010, 99, 618–620. 

54. Arakawa, T.; Ejima, D.; Li, T.; Philo, J.S. The critical role of mobile phase composition in size 

exclusion chromatography of protein pharmaceuticals. J. Pharm. Sci.2010, 99, 1674–1692. 

55. Herce, H.D.; Garcia, A.E.; Litt, K.; Kane, R.S.; Martin, P.; Enrique, N.; Rebolledo, A.; Milesi, V. 

Arginine-rich peptides destabilize the plasma membrane, consistent with a pore formation 

translocation mechanism of cell penetrating peptides. Biophys. J. 2009, 97, 1917–1925. 

56. Bouchet, A.; Lairion, F.; Disalvo, E.A. Role of guanidinium group in the interaction of l-arginine 

in DMPE and DMPC lipid interphases. Biochim. Biophys. Acta 2009, 1798, 616–623. 

57. Schmidt, N.; Mishra, A.; Lai, G.H.; Wong, G.C. Arginine-rich cell-penetrating peptides. FEBS 

Lett. 2009, doi:10.1016/j.febslet.2009.11.046.   

58. Fukuyama, K.; Abdel-Mequid, S.S.; Johnson, J.E.; Rossmann, M.G. Structure of a T = 1 

aggregate of alfalfa mosaic virus coat protein seen at 4.5 A resolution. Mol. Biol. 1983, 167, 

873–894. 

59. Rould, M.A.; Perona, J.J.; Steitz, T.A. Structure of E. coli glutaminyl-tRNA synthetase 

complexed with tRNA(Gln) and ATP at 2.8 A resolution. Science 1989, 246, 1135–1142. 

60. Xu, S.; Zheng, W.; Radisic, D.; Bowen, K.H., Jr. The stabilization of arginine’s zwitterions by 

dipole-binding of an excess electron. J. Chem. Phys. 2005, 122, 091103. 

61. Yoo, J.; Cui, Q. Does arginine remain protonated in the lipid membrane? Insight from 

microscopic pKa calculations. Biophys. J. 2008, 94, L61–L63. 

62. Kita, Y.; Arakawa, T.; Lin, T.Y.; Timasheff, S.N. Contribution of the surface free energy 

perturbation to protein-solvent interactions. Biochemistry 1994, 33, 15178–15189. 

63. Schneider, C.P.; Trout, B.L. Investigation of cosolute-protein preferential interaction coefficients: 

new insight into the mechanism by which arginine inhibits aggregation. J. Phys. Chem. 2009, 113, 

2050. 

64. Arakawa, T.; Timasheff, S.N. Preferential interactions of proteins with salts in concentrated 

solutions. Biochemistry 1982, 21, 6545–6552. 

65. Arakawa, T.; Timasheff, S.N. The mechanism of action of Na glutamate, lysine HCl, and 

piperazine-N,N’-bis(2-ethanesulfonic acid) in the stabilization of tubulin and microtuble 

formation. J. Biol. Chem. 1984, 259, 4979–4986. 

66. Arakawa, T.; Timasheff, S.N. The stabilization of proteins by osmolytes. Biophys. J. 1985, 47, 

411–414. 

67. Ausar, S.F.; Espina, M.; Brock, J.; Thyagarayapuran, N.; Repetto, R.; Khandke, L.; Middaugh, 

C.R. High-throughput screening of stabilizers for respiratory syncytial virus. Human Vaccines 

2007, 3, 68–77. 

© 2010 by the authors; licensee Molecular Diversity Preservation International, Basel, Switzerland. 

This article is an open-access article distributed under the terms and conditions of the Creative 

Commons Attribution license (http://creativecommons.org/licenses/by/3.0/). 


