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ABSTRACT 
 

The doctoral thesis focuses on utilising whey fermentation products for 

antimicrobial modification of biodegradable polymers. The theoretical part 

describes the latest advances in biodegradable polymers, as well as potential 

application of whey as a fermentation medium for producing substances with 

antibacterial properties. Description is given on antimicrobial alteration of 

polymers and on modifying polymer systems with bacteriocins. The 

experimental part of work is dedicated to preparation of novel, biodegradable, 

PLA-based polymer systems – modified with bacteriocin nisin – in the form of 

blend films or microparticles. The author investigates the general characteristics 

of structural, thermal and mechanical properties, as well as the effect of the 

given polymer matrix on the release profile of nisin, through the employ of 

chromatographic separation techniques. As for the antibacterial properties of the 

materials, these are evaluated by three different testing methods. Finally, the 

activity exhibited by the systems containing nisin is gauged for stability over the 

long-term and stability under conditions of high temperature.  
 

 

ABSTRAKT 
 

Předložená disertační práce se zaměřuje na využití fermentačních produktů 

syrovátky pro antimikrobiální modifikace biorozložitelných polymerů. 

Teoretická část práce přináší přehled současného stavu poznání v oblasti 

biorozložitelných polymerů a potenciálu využití syrovátky jako fermentačního 

média pro získávání látek s antibakteriálními vlastnostmi. Dále jsou popsány 

antimikrobiální modifikace polymerů a především pak polymerní systémy 

modifikované bakteriocinem nisinem. Experimentální část práce je věnována 

přípravě nových biorozložitelných polymerních systémů na bázi polylaktidu 

modifikovaných nisinem ve formě filmů a mikročástic. Mimo obecné 

charakterizace strukturních, tepelných a mechanických vlastností byl účinnek 

dané polymerní matrice na profil uvolňování nisinu zkoumán pomocí 

chromatografických separačních technik. Hodnocení antibakteriálních vlastností 

bylo prováděno třemi rozdílnými testovacími metodami. V neposlední řadě byla 

testována také dlouhodobá a vysoko-tepelná stabilita aktivity připravených 

systémů s inkorporovaným nisinem. 
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INTRODUCTION 

Nowadays, plastics are an indispensable part of modern life. They play an 

essential role in providing, protecting and delivering high-quality products in 

every market segment. However, the growing environmental awareness of 

consumers, as well as the knowledge about the finite nature of the planet’s fossil 

resources, are the reasons for increased demand for bioplastic materials [1]. 

According to European Bioplastics, a plastic material is defined as a 

bioplastic if it is either bio-based, biodegradable or features both properties [1]. 

According to the European Standard EN 16575:2014, the term ‘bio-based’ 

means that the material or product is derived from biomass – material of 

biological origin (whole or parts of plants, trees, algae, marine organisms, 

micro-organisms, animals, etc.) [2]. On the other hand, biodegradable polymers 

are defined as ‘degradable plastics in which the degradation results from the 

action of naturally occurring organisms, bacteria, fungi and algae’, according to 

ASTM D6400-04 standard [3]. With this in mind, it is obvious that the property 

of biodegradation does not depend on the resource basis of a material but is 

rather linked to its chemical structure.  

The development and use of biodegradable polymers have been significantly 

growing over recent years, especially in the environmental and medical fields 

[4–7]. The former mainly relates to disposable packaging, while the latter 

pertains to medical devices and drug-delivery systems. It is clear that capacity 

for degradation by living organisms cannot be the sole feature of these materials. 

Indeed, other ‘added value’ functionality is needed in order to increase their 

competitiveness on the market. An example of such added value in developing 

materials is enhancement with antibacterial activity, a desirable property to the 

packaging, textile, automotive and medical sectors, among others [8–10]. 

Although many different chemicals of organic and inorganic origin have been 

successfully used for antimicrobial modifications of polymers [11–13], there are 

also limitations to their use employing the safety aspects in connection with 

residual toxicity as well as potentially carcinogenic and teratogenic effects [14]. 

Therefore, in alignment with new trends, stress is increasingly being put on the 

need to apply naturally derived biocides [8]. As a consequence, the use of whey 

fermentation products as natural bioactive substances seems to be advantageous. 

The presented thesis is devoted to the preparation of biodegradable polymer 

systems modified with products of processed whey, which is known as a waste 

from the dairy industry. The first part summarises the current state of 

advancement in this area. It deals with the following: introduction of 

biodegradable polymers, whey and its potential use, antimicrobial modifications 

to specimens and bioactive polymer systems modified by nisin. That builds a 

foundation for the experimental part, where attention is paid to the utilisation of 

nisin, a bacteriocin, for modification of biodegradable polymers in order to 

achieve the bioactive material with antibacterial properties. 
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1. THEORETICAL BACKGROUND 
 

1.1 Biodegradable polymers 

In polymer chemistry, biodegradation can be simply described as a process 

involving the cleavage of hydrolytically or enzymatically sensitive bonds in the 

polymer resulting in polymer erosion (Fig. 1) [6]. 

Exact terms and definitions of biodegradability are then specified in various 

standards (e.g. ASTM Standard test method D5488-94d or European Standards 

EN 13432:2000 and EN 14995:2006) [15,16]. 

 

 
 

 Figure 1. Illustration of the chemistry pertaining to biodegradation [5]. 

 
The biodegradable polymers can be classified based on various criteria, for 

example, according to their origin,  chemical composition, synthesis method, 

processing method, application, economic importance, etc. [6,17]. In the present 

thesis, biodegradable polymers are divided, according to their origin, into two 

groups and four subgroups (Fig. 2). The main groups are a) natural polymers, 

which are directly obtained from natural resources, and b) synthetic polymers, 

which can be produced from bio-derived monomers or synthetic monomers from 

petrochemical products. Further subclassification is performed on the basis of 

the method by which are they obtained [17]:  

 polymers directly extracted from biomass such as agro-polymers from 

agro-resources (e.g. starch, cellulose), 

 polymers obtained by microbial production (e.g. polyhydroxy-

alkanoates, bacterial cellulose), 

 polymers conventionally and chemically synthesised from bio-derived 

monomers (e.g. polylactic acid), 

 polymers synthesised from fossil resources. 
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Figure 2. Chart with classifications of biodegradable polymers. 

 

 

The application possibilities of biodegradable polymers are very high. As 

shown in Figure 3, they can be found in many market segments, from 

packaging, agriculture and horticulture, electronics, consumer goods, 

automotive to textile industry and a number of other segments. It is obvious that 

the largest field of applications of biodegradable polymers remains packaging 

(often associated with food applications), with almost 60% of the total 

biodegradable plastics market in 2017 [1]. 

Moreover, biodegradable polymers offer great potential in biomedical 

applications such as drug delivery, tissue engineering, gene therapy, 

regenerative medicine, temporary implantable devices, etc. [4,5,18]. 
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Figure 3. Levels of production of biodegradable plastics in 2017 (by market segment) 

(European Bioplastics, nova-Institute, 2017) [1]. 

 
Global production capacities of biodegradable plastics in 2017 and prediction 

for the year 2022 are given in Figure 4. As can be seen, according to the latest 

market data compiled by European Bioplastics in collaboration with the  

nova-Institute, the largest share in global production took starch blends, PLA, 

PBAT, PBS and PHA. Moreover, the global production capacities of 

biodegradable plastics are predicted to grow from around 900 thousand tonnes 

in 2017 to approximately 1.1 million tonnes by 2022, where PLA and PHA will 

be the major growth driver in this field [1]. 

 

 
Figure 4. Global levels of production of biodegradable plastics in 2017 and 2022  

(European Bioplastics, nova-Institute, 2017) [1]. 
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Natural biodegradable polymers 

Natural biodegradable polymers are formed in nature during the growth 

cycles of all organisms, therefore they are also referred to as biopolymers or 

agro-polymers [6,17]. The synthesis of natural polymers generally involves 

enzyme-catalysed, chain growth polymerisation reactions of activated 

monomers, which are generally formed within cells by complex metabolic 

processes [6,19]. 

The most widespread natural polymers directly extracted from biomass are 

polysaccharides such as cellulose and starch, but also lignin, chitin and 

chitosans, proteins and others find several applications [18,20]. 

 The second class of natural polymers consists of polymers produced directly 

by microorganisms. The main representatives of this group are bacterial 

cellulose and polyhydroxy-alkanoates. 

 
Synthetic biodegradable polymers 

Synthetic biodegradable polymers can be distinguished according to the 

origin of the monomers from which are they synthesised, i.e. bio-derived 

monomers, monomers of the petrochemical industry (fossil resources) or their 

combination. 

A typical trait for synthetic biodegradable polymers is the presence of 

hydrolysable bonds (heterochains containing oxygen or nitrogen) within the 

backbone, such as ester, orthoester, anhydride, urethane or amide [4,21]. 

However, the most widespread group is represented by polyesters and their 

copolymers, such as polylactic acid (PLA), polyglycolic acid (PGA), 

polycaprolactones (PCL), polybutylene succinate (PBS), polybutylene adipate 

terephthalate (PBAT), etc. In the case of polyurethanes and polyamides, which 

have a higher resistance to degradation compared to polyesters, the degradability 

can be supported, for example by introducing the hydrolytically sensitive bond 

to form polyester-urethanes and polyester-amides, respectively [4]. 

Another, less numerous group of synthetic biodegradable polymers includes 

polymers with a C–C backbone chain. Typical examples of this group are 

polyvinyl acetate (PVAc) and polyvinyl alcohol (PVA) [6]. 

However, one of the most promising and most widely produced 

biodegradable synthetic polymers is polylactide acid (see Fig. 4), which has the 

additional advantage of being based on renewable sources. 

 

Polylactic acid (PLA) 

Polylactic acid, or polylactide, is a biodegradable aliphatic polyester 

synthesised from a lactic acid. Chemically, lactic acid occurs as two optical 

isomers, L(+) and D(-) stereoisomers. The majority of lactic acid is obtained by 

fermentation of simple sugars; however, it can be also obtained from 

petrochemicals [22,23]. 
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This means that not only is PLA biodegradable and biocompatible, but also 

primarily produced from renewable resources of non-fossil origin, through the 

fermentation of polysaccharides sourced from common raw, plant materials  

(e.g. potato, corn, sugar beet and sugar cane) [23–25].  

Polylactide production proceeds through direct condensation polymerisation, 

azeotropic dehydrative condensation polymerisation or ring-opening 

polymerisation through a lactide intermediate (Fig. 5) [22,25]. 

 

 

 
 

Figure 5. Primary methods for the synthesis of PLA [23]. 

 
Polylactide properties are strongly dependent on the molecular weight and 

stereochemistry. Depending on the enantiomer’s composition and thermal 

history, PLA can be amorphous or semi-crystalline in its solid state. Generally, 
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The crystallinity of PLA has benefits that include improved chemical and heat 

resistance, stiffness and permeability. In this context, with decreasing 

crystallinity (higher D-isomer content) Tm and mechanical properties are also 

decreasing and it has been reported that the degradation is faster. Therefore, for 

biomedical devices, amorphous PLA is mostly preferred, whereas semi-

crystalline PLA is predominantly used in applications where higher mechanical 

properties are desired [22]. 

In the terms of mechanical properties, PLA is generally characterised as a 

hard polymer exhibiting a high Young´s modulus (~2–3 GPa) and the tensile 

strength of 50–70 MPa. These characteristics are comparable with or even 

exceed those of non-biodegradable conventional plastics (i.e. PET, PS, PP and 

PE). Nevertheless, PLA is relatively brittle, with less than 10% elongation at 

break which constitutes a factor limiting its use in applications necessitating 

plastic deformation under high stress [22–25]. 

As a consequence, considerable efforts have been made to improve the 

properties of PLA, with the aim of obtaining a more flexible material at a lower 

cost. This can be achieved either by modifying PLA with biocompatible 

plasticisers or by blending it with other biodegradable or non-biodegradable 

polymers [25,28]. 

 

 

1.2 Whey and potential of its use 

Whey (milk whey or cheese whey) is a yellowish liquid remaining after the 

production of cheese. It is obtained after casein precipitation by the action of 

acids (acid whey) or enzymes (sweet whey). Whey composition is variable and 

depends on several factors, including the origin and composition of milk, the 

type of processed cheese, the method of casein precipitation, thermal treatment, 

storage of product, etc. [29–31]. The main constituents of both sweet and acid 

whey are water (~93% of total volume), lactose, whey proteins, and minerals 

(>50% is represented by NaCl, KCl and calcium salts). Whey also contains 

small quantities of other components, such as lactic and citric acids, non-protein 

nitrogen compounds and B-group vitamins [32,33].  

World production of whey is estimated at around 190 000 000 ton/year, with 

a yearly increase in volume rate of approximately 2%, but only around 50% is 

processed [29,32]. Such a high volume of whey as a biological waste is 

considered harmful to the environment, which is the reason why the disposal of 

whey by dumping in water bodies is now prohibited in most dairy producing 

nations by strict environmental legislation [30,32].  

On the other hand, this dairy stream also represents an excellent source of 

bioactive substances, especially proteins and peptides, which have helped 

transform whey from a waste material to a valuable product containing a 

multitude of components available for exploitation in the agri-food, 

biotechnology, medical, pharmaceutical and related markets [30,33–36].  



13 

Although there has been an obvious increase in the use of whey produced in 

recent decades, a significant portion of the whey is still discarded or clearly 

underutilised. Moreover, the processing has been envisaged mostly for protein 

recovery, despite the fact that the lactose amount is seven times higher in the 

whey [31]. Therefore, utilisation of whey as a source of valuable substances 

seems to be still an interesting subject of research. Examples of technological 

alternatives for whey utilisation are shown in Figure 6. 

 

 
 

Figure 6. Technical scheme for whey utilisation and upgrading [31]. 
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biodegradable polymers (polyhydroxy-alkanoates) are all due to the 

bioconversion of lactose/whey [31,32,37]. 
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In the field of antimicrobial modification of polymers, the utilisation of lactic 

acid bacteria (LAB) and especially their metabolites seems to be beneficial.  

LAB are a heterogeneous group of strains of different genera, which 

synthesise lactic acid as the major product of sugar fermentations. The genera 

that comprise LAB are at the core Lactobacillus, Lactococcus, Leuconostoc, 

Pediococcus, Streptococcus and others. LAB are classified into two groups 

according to their hexose metabolic pathways. Homofermentative LAB produce 

lactic acid as their only fermentation product. On the other hand, 

heterofermentative LAB may form acetic acid, ethanol, aroma compounds and 

CO2 besides lactic acid. The advantage of using LAB is undoubtedly the fact 

that they have a ‘generally recognized as safe (GRAS) status’ as defined by the 

US Food and Drug Administration Agency [37–39]. 

As mentioned, besides lactic acid, many LAB strains produce a significant 

amount of non-specific compounds, such as organic acids, diacetyl, hydrogen 

peroxide, reuterin, bacteriocins, etc., which define the spectrum of their 

antimicrobial activity [39,40]. The major microbial metabolites that restrict the 

growth of pathogenic contaminants are given in Table 1. 

 
Table 1. Antimicrobial fermentation metabolites [39] 

Compound Sensitive microbiota MIC or pH levels 

Lactic acid All microorganisms pH dependent; pKa 5.2 

Acetic acid All microorganisms pH dependent; pKa 4.75 

Ethanol All microorganisms 
At concentrations 

approximately ≥ 10% 

CO2 Most microorganisms 
Aqueous: at pH ≥ 6 

Gas: at 20–50% 

Diacetyl 
Yeasts, Gram-negative bacteria 

Non-LAB, Gram-positive bacteria 

At 200 ppm 

At 300 ppm 

Hydrogen peroxide All microorganisms 500 ppm 

Reuterin Many bacteria and fungi  

Bacteriocins (i.e. nisin) Gram-positive bacteria 50–100 ppm 

*MIC = Minimum inhibitory concentration 

 
Since  whey is a renewable agro-industrial by-product, it represents a valuable 

substrate for producing of antimicrobial metabolites with the potential for  

subsequent widespread application [41]. However, out of all the fermentation 

metabolites outlined in Tab. 1, lactic acid and bacteriocins comprise the most 

promising compounds with antimicrobial properties in the preparation and/or 

modification of polymers. 
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Lactic acid (LA) 

Lactic acid (2-hydroxypropanoic acid) is a colourless organic acid. It belongs 

to α-hydroxy acids with an asymmetric carbon atom and exists as L(+) or D(-) 

stereoisomer (Figure 6). The chemical behaviour of LA is determined by its 

physico-chemical properties, among which are i) acidic character in an aqueous 

medium, ii) bifunctional reactivity associated with the presence of a carboxyl 

and hydroxyl group (great reaction versatility), and iii) asymmetric optical 

activity [23,42,43]. 

The majority of LA produced today is obtained by fermentation of simple 

sugars, using homofermentative bacterial strains of the genus Lactobacilli, 

however, it can be also obtained chemically from renewable resources such as 

ethanol, acetaldehyde or from petrochemicals [22,23].  

When LA is produced by fermentation, it is composed mainly of L-lactic 

acid, generally 99.5% L-isomer and 0.5% D-isomer. On the other hand, when 

LA is generated from petrochemicals, it exists in the meso-form (50/50 mixture 

of the L- and D-isomer). It means that the production of LA by fermentation has 

advantages over chemical synthesis, as desirable optically pure lactic acid could 

be produced [22,37]. 

 

Bacteriocins 

Bacteriocins are ribosomally synthesised antimicrobial peptides produced by 

bacteria that inhibit the growth of similar or closely related bacterial strains. 

They are natural substances well-known for exhibiting antibacterial properties 

even at low concentrations. A number of bacteriocins from a wide variety of 

bacteria have been discovered, and their diverse structures have been reported 

[44–46]. To date (October 2018), BACTIBASE, which is an open-access 

database designed for the characterisation of bacteriocins, contains 230 

bacteriocin sequences, most of which are the products of Gram-positive bacteria 

[47]. 

In the past few years, interest in bacteriocin research, particularly from the 

lactic acid bacteria (LAB), has gained great momentum. LAB bacteriocins have 

a number of positive attributes that have made them attractive for various 

applications, especially in food science, pharmaceutics and clinical medicine. 

The main advantage is that they are frequently produced by commercially 

applicable bacterial strains generally recognised as safe (GRAS) for human 

consumption [41,44,45,48,49]. 

Bacteriocins are occasionally confused in the literature with antibiotics, 

although the two differ fundamentally from each other in several characteristic 

respects; e.g. synthesis, the spectrum of bioactivity and intensity, the mode of 

action, stability, degradability, toxicity and resistance mechanisms (Tab. 2) [50].  
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Table 2. Characteristics of  LAB bacteriocins compared to antibiotics [44,49] 

Characteristic Bacteriocins Antibiotics 

Bioactivity spectra Mostly narrow Mostly broad 

Intensity of bioactivity nM – μM  μM – mM 

Synthesis Ribosomal Secondary metabolite 

Proteolytic enzyme 

degradability 
High Moderate-to-none 

Thermal stability High Low 

Active pH range Wide Narrow 

Mode of action 

Pore formation, 

inhibition of cell wall 

biosynthesis 

Cell membrane or intercellular 

targets, inhibition of cell wall 

biosynthesis 

Toxicity towards 

eukaryotic cells 
None known Yes  

 
Over the years, different kind of schemes have been proposed to classify 

bacteriocins from Gram-positive bacteria including LAB [40,44,45,51,52]. 

According to Cotter et al., bacteriocins are grouped into three categories 

(Tab. 3): lantibiotics (class I), non-lanthionine-containing bacteriocins (class II) 

and non-bacteriocin lytic proteins (bacteriolysins) [51].  

The best known and most widely characterised bacteriocin is nisin, which is 

described in more detail in the following chapter. 

 
Table 3. Classifications of  LAB bacteriocins [51] 

Classification Remarks Examples 

Class I (Lantibiotics)   

Lanthionine-containing 

bacteriocins 

Subdivided into 11 

subgroups based on the 

sequences of the 

unmodified pro-peptides 

nisin, epidermin, streptin, 

pep5, mersacidin,  

lacticin 481, lacticin 3147, 

cytolysin, lactocin S 

Class II    

Non-lanthionine-containing 

bacteriocins 

IIa) pediocin-like pediocin PA1, leucocin A, 

IIb) two-peptide  lacticin F 

IIc) cyclic enterocin AS48, reuterin 6 

IId) non-pediocin single 

linears peptides 
lactococcin A, divergicin A  

Bacteriolysins   

Non-bacteriocin lytic 

proteins 

Large, heat-labile 

proteins, often murein 

hydrolases 

lysostaphin, enterolysin A 
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1.3 Bacteriocin nisin 

Nisin is the most well-known and extensively studied bacteriocin. This 

antimicrobial peptide is produced by a group of Gram-positive bacteria, and 

constitutes the main representative of the class of lantibiotics. As shown 

in Figure 7, nisin was discovered in 1928 and first commercially marketed in 

1953 as an antimicrobial agent. In 1969, nisin was recognised as biologically 

safe and approved for use as an antimicrobial agent in food stuffs by a joint 

committee on food additives, formed of the Food and Agriculture Organisation 

and World Health Organisation (FAO/WHO). Nearly 20 years on, in 1988, nisin 

was approved in the United States by the Food and Drug Administration (FDA) 

as GRAS [53–55]. 

 

 

 

Figure 7. Timeline of nisin development [53]. 

 
Currently, nisin is permitted as a food additive (E324) in over 50 countries, 

including European Union countries, the USA, South America, Australia and  

Russia, etc. Due to the antibacterial effect it exhibits against Listeria 

monocytogenes, clostridia spores and other bacteria associated with spoiling  

food, nisin has made a significant impact in the food industry as a natural 

biopreservative for various types of food [49,54,55]. 

Over the past two decades, research revealed another potential use for nisin, 

as a useful therapeutic agent in biomedical applications. It has been reported that 

nisin can prevent the growth of drug-resistant bacterial strains and other 

pathogens associated with disease. Moreover, nisin has been shown to possess 

anti-biofilm properties and the selective cytotoxicity against cancer cells has 

been explored [44,48,53]. In addition, nisin is employed by the veterinary 

industry as a preventive drug or a cure for bovine mastitis [56], and its 

utilisation in cosmetics has also been reported [44,57].  

Nisin is effective against a broad spectrum of Gram-positive vegetative 

bacteria, encompassing numerous foodborne pathogens and spoilage bacteria 

(e.g. the bacterial genera Bacillus, Bronchothrix, Clostridium, Enterococcus, 

Lactobacillus, Desulfotomaculum, Leuconostoc, Listeria, Micrococcus, 
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Pediococcus and Staphylococcus), and is particularly effective against bacterial 

spores. Under normal circumstances, nisin does not significantly inhibit  

Gram-negative bacteria, yeasts or moulds. However, when in combination with 

a chelating agent, such as ethylenediaminetetraacetic acid (EDTA), and exposed 

to heat treatment, freezing, hydrostatic pressure, a pulsed electric field or any 

treatment causing alteration to the cell wall, nisin also proves effective against a 

variety of Gram-negative bacteria and yeasts [54,55,58]. 

Studies have shown that the mode of action of nisin against bacteria involves 

inhibiting of cell wall biosynthesis and pore formation in the cytoplasmic 

membrane (Fig. 8). Both processes are based on interaction with the lipid II cell 

wall precursor. Nisin binds with a high affinity to said lipid II, a hydrophobic 

carrier of peptidoglycan monomers. The occurrence of a nisin-lipid II complex 

leads to the inhibition of peptidoglycan synthesis and to  formation of the highly 

specific pore exhibited, thereby facilitating the efflux of ions or essential cellular 

components resulting in inhibition or death of the bacteria [59–61]. 

 

 

Figure 8. Schematic representation of the mechanisms of nisin action [55]. 

 

  

To date, at least eight natural nisin variants have been discovered, and quite a 

number of bioengineered forms of nisin have been developed [53]. The natural 

variants include nisin A, nisin Z, nisin F and nisin Q, which have been isolated 

from Lactococcus lactis, nisins U and U2, from Streptococcus uberis, nisin P, 

which is encoded on nisin operons present in both Streptococcus gallolyticus 

subsp. pasteurianus and Streptococcus suis and most recently described nisin H, 

which is produced from Streptococcus hyointestinalis [62]. 

The chemical structure of the variant first discovered, nisin A, together with 

an indication of sites of amino acid substitutions for natural variants of nisin, are 
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given in Figure 9. As illustrated, nisin is composed of 34 amino acids, including 

several unusual modified residues – dehydroalanine (Dha) and dehydrobutyrine 

(Dhb). These unsaturated amino acid residues can react further with 

neighbouring nucleophilic groups, and potentially form thioether bridges with 

cysteine residues [63]. The reaction product of cystein residue and Dha is called 

lanthionine (Ala–S–Ala), and the reaction product of the same with Dhb is  

β-methyllanthionine (Ala–S–Abu; where Abu refers to aminobutyric acid). 

Consequently, nisin represents a polycyclic structure containing thioether 

bridges in five positions (shown in red). 

 

 
 

 
 

Figure 9. Chemical structure of nisin A; arrows indicate the sites of amino acid 

substitutions for natural variants of nisin [53]. 
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The activity or potency of nisin can be expressed in terms of International 

Units (IU), and 1 g of pure nisin is usually equivalent to 40106 IU (meaning 

1 IU ≈ 0.025 μg of pure nisin) [54,58]. 

Commercially available nisin preparations generally do not exceed 2.5 wt. % 

of pure nisin, and they are standardised to 106 IUg-1, with the remainder made 

up of added salts (primarily NaCl) and milk solids derived from fermentation of 

a modified medium by lactic acid bacteria. It can be said that the growth of LAB 

for industrial production of nisin requires complex nutritional conditions, 

thereby raising production costs and complicating steps for purification [55]. 

The method most commonly utilised for nisin quantification is the agar 

diffusion bioassay [64]. This is based on the measurement of inhibition zones in 

agar seeded with nisin-sensitive microorganisms. Although the assay is the most 

widely one applied, agar diffusion techniques have many limitations, such as 

low sensitivity due to interfering substances in food extracts, long microbial 

culture times or possible formation of false inhibitory zones [65]. 

Other more sensitive techniques for quantifying nisin also exist, examples 

being chemiluminescence [66], electrophoresis [67,68], flow cytometry [69] and 

the enzyme-linked immunosorbent assay (ELISA) [70,71]. However, these 

methods also present some limitations. 

Currently, high-performance liquid chromatography (HPLC) [68,72], 

especially in combination with mass spectrometry (LC-MS) [63,65,73], appears 

to be a very promising and effective method, which permit accurate molecular 

mass determination of target nisin molecules in crude samples. 

 
Stability of nisin 

The activity and stability of nisin depend on various factors. In its dry state, 

nisin powder is highly stable under the given recommended storage conditions 

(i.e. at temperatures below 25°C, in a dark, dry area). However, the solubility 

and stability of nisin solutions – especially concerning thermal stress – are 

largely reliant on pH. For instance, nisin solutions are at their most stable for 

autoclaving (121°C for 15 min) within the pH range 3.0–3.5 (<15% activity 

loss); values of pH below outside of this range induce a significant decrease in 

activity (>90% loss in activity at pH 1 or 7) [54,55,58,74]. 

Other factors that may affect nisin activity include proteolytic enzymes, such 

as pancreatin and α-chymotrypsin, which have the capacity to break the peptidic 

chain [75]. Similarly, degradation of nisin may occur in the presence of certain 

food additives, e.g. titanium dioxide (a whitener) or sodium metabisulphite (an 

antioxidant, bleach and antimicrobial agent) [54,58]. 

Regarding conditions in vivo, bacteriocins are generally liable to degrade in 

the gastrointestinal tract, tissue, serum and organs such as the liver and kidneys 

[76]. However, a few studies report that cerain bacteriocins, including nisin, 

may survive in vivo and still inhibit bacterial growth [77–79]. 
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1.4 Antimicrobial modifications of polymers 

For some applications, in addition to the passive function of polymer products 

(e.g. packaging or structural function), the active function (e.g. protective or/and 

indicative) is also required. In this sense, the polymeric materials with resistance 

to microbial colonisation and with the potential to control the growth of spoilage 

and pathogenic microorganisms (antimicrobial polymers) have been one of the 

examples of the active material functionality [9,80]. 

Research on incorporating antimicrobial agents into polymers has gained in 

importance in order to aid development of active and intelligent packaging 

material. Moreover, the antibacterial activity demonstrated by such material 

represents a desirable property for the medical sector (medical devices, drug 

delivery, hospital surfaces/furniture and surgical equipment), as well as in other 

areas – e.g. textiles, automotive or hygienic purposes [11–13,81–86].  

 
Mechanisms and types of antimicrobial polymers 

Several options exist for classifying polymeric materials that exhibit 

antimicrobial properties. Depending on the mechanism of action, antimicrobial 

activity of polymers can be categorised as either passive or active (Fig. 10). 

 

 
 

Figure 10. Mechanisms of action of antimicrobial polymers [87]. 

 
Passive action means that the material can prevent adhesion of bacteria on its 

surface through repulsion. Largely as a consequence of the hydrophobic and 

negatively-charged properties of microbes, passive polymers should be 

hydrophilic, negatively-charged or possess low surface free energy [87,88].  

In contrast, antimicrobial polymers displaying an active mechanism of action 

function by killing bacteria directly. According to the type of polymeric system, 

they are generally divided into three categories (Fig. 11) [12,89,90]: 

 biocidal polymers (polymers with intrinsic antimicrobial activity), 

 polymer biocides (polymers that carry active molecules covalently 

linked to their backbone), 

 biocide-releasing polymers (systems where the polymer acts as a 

delivery platform for transferring small biocides to the environment). 
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Figure 11. Schematic representation of antimicrobial polymeric systems [12,89]. 

 
Notably, surfaces based on biocidal polymers or polymeric biocides kill 

microorganisms upon contact (thereby constituting contact-killing surfaces), in 

contrast with the mechanism of action of releasing systems, i.e. releasing 

surfaces [89].  

Biocide-releasing polymers are usually the most active systems, due to the 

high concentration of biocides realised during release and their proximity to the 

target bacteria cells. However, the toxicity associated with biocide molecules is 

disadvantage of this strategy, and their efficiency reduces significantly over time 

[12,87,90]. Regarding this type of system, a multitude of biocide molecules 

(antimicrobial agents) of organic or inorganic origin have been successfully 

incorporated into or coated onto several types of polymer, e.g. those undergoing 

modifications with some metals (Ag, Cu), metal oxides (ZnO, MgO, TiO2), 

quaternary ammonium compounds, antibiotics, chlorine, nitric oxide, phenols, 

organic acids, essential oils, etc. [9,82,83,89–94]. 

 
Antimicrobial modification of biodegradable polymers 

The development and use of biodegradable polymers have risen significantly 

over the past few years. However, other ‘added value’ functionality is needed in 

order to increase their competitiveness on the market and to facilitate further 

specialised applications.  

Any material with a capacity for degradation by living organisms while 

exhibiting antimicrobial properties is a highly promising one, especially in 

environmental and medical fields.  

Generally, the most relevant areas for application of biodegradable 

antimicrobial materials are those where: a) the biodegradable polymer acts 

partially as protection of the antimicrobial agent and permits controlled release 

of the substance into the environment; or b) disposable products or equipment 

come into contact with microbial contamination. The former of the two mainly 

relates to medicine (drug-delivery, resorbable sutures and implants) [89,95,96] 

or agriculture (biodegradable systems for incorporation of pesticides or 

Biocidal polymer Polymeric biocide Biocide-releasing polymer 

Polymer 

Biocide molecule 
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herbicides) [97], while the latter pertains to disposable packaging (bags or 

containers for perishable food stuffs, medical packaging for single-use products) 

[5,13] or disposable products in medicine (syringes, catheters, tubing,  

non-woven textiles) [9]. 

Indeed, the real-world potential of biodegradable materials enhanced with 

antibacterial activity is considerable. However, the design of these systems can 

be quite challenging in some respects. Regarding the selection of an appropriate 

biodegradable matrix, it is necessary to attend to polymer degradation rates, as 

these affect the release profile of the antimicrobial agent and other properties 

besides (e.g. mechanical), as well as the shelf life of the material. Generally, low 

water soluble matrices degrade slowly but offer better protection from an 

environmental standpoint, although they are not usually effective for long-term 

prevention. Consequently, partially water-soluble matrices (e.g. PLA/PEG 

blends among others) are preferred as they offer better control over the release 

of the antibacterial compound [28,89]. 

 
Polymers modified by whey fermentation antimicrobials 

Although many different chemicals of organic and inorganic origin have been 

successfully employed for antimicrobial modification of polymers [12,13,89], 

legislative restrictions exist regarding the safety of various antibacterial 

additives, pertaining to their toxicity and potential carcinogenic and teratogenic 

effects [14]. Therefore, in alignment with new trends, stress is increasingly 

being put on the need to apply naturally derived antimicrobial compounds, 

especially in food packaging, cosmetics and biomedical applications [8]. 

Examples of beneficial compounds for the antimicrobial modification of 

polymers are whey fermentation products, e.g. lactic acid and bacteriocins. 

 
Polymer systems modified by lactic acid (LA) 

The use of LA for modification of polymers has been investigated in several 

studies. For example, Sedlarik et al. [98] prepared and characterised polymeric 

biodegradable films based on polyvinyl alcohol (PVA) and LA with possible 

multiple applications, such as medical or packaging materials. The films showed 

a rapid increase in elasticity and a decrease in glass transition temperatures due 

to the presence of LA. Moreover, the bacteriostatic effect on Pseudomonas 

putida, Staphylococcus epidermidis and Micrococcus sp. was proved. The total 

biodegradation of samples was not influenced by LA content. This work was 

followed by a study carried out by Hrabalikova et al. [99], where the effect of 

the degree of hydrolysis of PVA under extended interaction with LA was 

investigated. Regarding the antibacterial properties of prepared PVA/LA films, 

the great antibacterial effectiveness of the proposed systems against Escherichia 

coli and Staphylococcus aureus was proved and described by the mathematical 

model. 
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As another example, LA-loaded gelatin microspheres were prepared by the 

chemical cross-linking technique by Dinarvand et al. [100]. Drug release 

experiments showed a distinct biphasic release pattern. That behaviour may be 

desirable for topical drug-delivery since a therapeutic loading dose can be 

provided initially and the sustained drug release could maintain the therapeutic 

drug level. Moreover, the desired LA-release rate can be achieved by controlling 

the amount of the cross-linking agent and the duration of cross-linking time. 

 
Polymer systems modified by bacteriocins 

Considerable attention has been paid to applying bacteriocins in the 

generation of active plastic materials in the past decade. Due to the fact that 

bacteriocins are nonvolatile substances, they can act upon contact with the target 

cell of the given microorganism. The advantage of supplementing a polymer 

matrix with bacteriocins compared to direct incorporation into the food matrix is 

that the bacteriocin is partially protected from direct interaction with food 

components, thereby reducing the risk of its inactivation. Additionally, 

employing encapsulation techniques as well as incorporating bacteriocin directly 

into the polymer matrix can ensure the controlled release of the antimicrobial 

substance. Bacteriocins of various type, such as nisins, lacticins, lactocins, 

enterocins, pediocins and sakacins, have been utilised to modify different 

polymers, both synthetic and natural [85,101,102].  

Considering the scope of the experimental part of the dissertation, the 

following chapter is given over to describing how bacteriocin nisin may be 

employed for the modification of polymer systems. 

 

 

1.5 Polymer systems modified by bacteriocin nisin 

Nisin has been used for the modification of many different polymers, both 

synthetic and natural. For example, in the latter case, polymers such as cellulose 

[103,104], chitosan [105], and protein-based polymers [106,107] were used. In 

contrast, synthetic polymers and copolymers such as polyethylene (PE) [108–

112], ethylene vinyl acetate (EVA) [113–115], polyvinyl chloride (PVC) [116], 

polyvinyl alcohol (PVA) [117,118], and poly(butylene adipate-co-terephthalate 

(PBAT) [119] have been handled to investigate antimicrobial polymer systems 

using nisin. 

However, in relation to biodegradable polymers, the vast majority of works in 

the literature deal with the modification of natural biodegradable polymers for 

utilisation in the food industry. In the case of synthetic biodegradable polymers, 

only a few works have investigated modification with nisin. Examples of these 

systems and brief descriptions of the same are summarized in Table 4.  
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Table 4. Synthetic biodegradable polymers modified with nisin  

Polymer matrix 
Method of 

preparation 
Target microorganism References 

PVA cross-linked 

with glutaric acid 
solvent casting 

Escherichia coli, 

Staphylococcus aureus 

[117] 

(2016) 

PBAT extrusion 

Listeria monocytogenes, 

Staphylococcus aureus, 

Clostridium perfringens 

Bacillus cereus 

[119] 

(2015) 

PLA; PLA/GTA extrusion Escherichia coli O157:H7 
[120] 

(2010) 

PLA; PLA/lactic acid extrusion Listeria monocytogenes 
[121] 

(2009) 

PLA/pectin 
coating method 

(post-extrusion) 
Listeria monocytogenes 

[122] 

(2009) 

PLA solvent casting 

Listeria monocytogenes, 

Escherichia coli O157:H7, 

Salmonella enteritidis 

[123] 

(2008) 

PLA; PLA/pectin 
coating method 

(post-extrusion) 
Lactobacillus plantarum 

[124] 

(2007) 

PVA cross-linked 

with glyoxal 
solvent casting 

Antimicrobial activity was 

not determined 

[118] 

(2003) 

*GTA = glycerol triacetate  

 
For example, immobilisation of nisin into a PVA matrix cross-linked with 

nontoxic glutaric acid was carried out by Hrabalikova et al. [117]. The samples 

were prepared by the solvent casting technique, wherein 150 g.g-1 of pure nisin 

was added into the polymer matrix. Results showed the suitability of glutaric 

acid as an effective cross-linking agent of PVA, which acted synergistically with 

nisin against both of the tested Gram-positive and Gram-negative strains. 

As another example, biodegradable PBAT films were prepared by the melt 

processing technique by Zehetmeyer et al. [119]. It was found that the addition 

of nisin had no demonstrable effect on thermal properties. However, mechanical 

characteristics differed significantly between the samples. Prepared films 

containing 3 wt. % of Nisaplin® displayed antibacterial properties against all the 

tested Gram-positive bacterial strains, indicating that the antibacterial activity of 

nisin was retained after film preparation by melt intercalation at 140°C. 

Regarding the modification of PLA, samples have primarily been prepared by 

the solvent casting method [123] or the post-extrusion coating method 

[122,124]. Only two studies have involved the preparation of PLA with nisin by 

an extrusion process, wherein Liu et al. utilised inclusion of a plasticiser to 

allow extrusion of PLA at a temperature as low as 120°C [120,121]. The earlier 

of the two studies dealt with the preparation of PLA coextruded with lactic acid, 
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lactide or GTA. The prepared film membranes modified with 5 wt. % of 

Nisaplin® were effective against L. monocytogenes, and they possessed 

mechanical properties which matched those of some commercially available 

petroleum-derived plastics [121]. On the other hand, the second study examined 

inclusion of EDTA into the Nisaplin® formulation. The prepared blend systems 

exhibited a synergistic effect of the given components on suppression of  growth 

of the Gram-negative bacteria, E. coli O157:H7 [120]. 

 

Discovering that only a few works in the literature dealt with nisin 

modification of PLA (the best known and most promising bio-based synthetic 

biodegradable polymer) provides an opening for research on nisin incorporation 

into PLA-based polymer matrices and their subsequent detailed characterisation, 

which is necessary for the commercial utilisation of the investigated materials. 

Moreover, biodegradable polymers (both natural and synthetic) modified with 

nisin are generally obtained by carrying out the solvent-casting technique [104–

107,117,118,123] or via surface modification [103,124–126]. From an industrial 

point of view, it is preferable to obtain active polymer films by applying 

standard thermoplastic technological processes, due to the possibility of 

producing large volumes of material in a single step without the use of harmful 

organic solvents, which is also associated with lower production costs. 

Only a few studies have investigated formulating nisin-incorporated 

biodegradable films using thermoplastic processing [119–121]. This fact is 

primarily because bacteriocins as proteins are sensitive to various conditions 

(temperature, pH, water activity, etc.), in addition to which deterioration in 

antimicrobial activity can occur during extrusion at high temperature and high 

shear rates, hence also under high pressure [127].  

According to the literature, the maximal temperature at which nisin can retain 

its bioactivity is 120°C [113]. Nevertheless, Scaffaro et al. [114] reported that 

no reduction in antibacterial activity was observed at even higher processing 

temperatures (140°C and 160°C) in the EVA-based material prepared therein, 

probably as a consequence of the short processing time employed.  

The processing temperature of polymers appears to be an important factor 

affecting the chemical stability of nisin, related to loss of efficacy against food-

spoilage microorganisms. In connection with this, more detailed investigation of 

the effect of high temperatures (approaching the thermoplastic processing 

temperatures of PLA) on antibacterial activity of nisin in polymer systems 

seems to be a potential issue for further research. 

Finally, it is necessary to highlight another important factor limiting the 

effectiveness of nisin as a food preservative. Loss in nisin activity occurs in 

some foods through possible interactions with food components like proteins 

and fat particles. A possible solution for improving the stability and efficiency 

of nisin may be the use of encapsulation techniques and the preparation of novel 

systems, e.g. those based on biodegradable particles or other similar systems. 
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AIMS OF WORK 
 

The doctoral thesis is devoted to utilisation of whey fermentation products for 

antimicrobial modification of biodegradable polymers. The aims of work 

defined based on the state of the art study and conclusions made out of that are 

following: 

 

▪ Preparation of novel biodegradable PLA-based polymer systems modified 

with bacteriocin nisin: 

- in the form of films (solvent casting method) 

- in the form of microparticles (solvent evaporation method) 

 

▪ Characterisation of structural, mechanical, and thermal properties of 

prepared polymer systems 

 

▪ Evaluation of release kinetics of nisin from polymer matrix by 

chromatographic separation techniques (HPLC) 

 

▪ Evaluation of antibacterial properties by different testing methods 

- agar diffusion testing 

- dilution and spread-plate technique 

- measurement of antibacterial activity on plastic surfaces 

(international standard test method) 

 

▪ Evaluation of long-term and high-temperature stability of antibacterial 

activity of nisin-containing polymer systems 

 

 

The results obtained herein shall be presented in scientific journals and  

at international conferences.   
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2. EXPERIMENTAL PART 
 

The doctoral thesis is aimed at the utilisation of whey fermentation products 

(bacteriocins) for antimicrobial modifications of biodegradable polymers. 

 

First of all, the optimisation of bacteriocins production from whey-based 

fermentation media by using a nisin-producing strain Lactococcus lactis subsp. 

lactis was carried out. On this basis, novel alternative extraction of bacteriocin 

nisin from a whey fermentation media and its stabilisation by using polyethylen 

glycol (PEG) as the matrix with high practical applicability was performed [68]. 

Based on these results, the utility model was accepted by Industrial Property 

Office of the Czech Republic. 

 

In the next step, as the main part of the dissertation, novel biodegradable 

PLA-based polymer systems with nisin were prepared in the form of blend films 

and microparticles.  

 

The work regarding the prepared films describes the synergetic effect of 

polyethylene glycol in polylactide blends, wherein the polyether acts as both the 

plasticiser and functional additive. Nisin at concentrations ranging between 

0.02–0.15 wt.% was incorporated into the samples by the solvent cast technique. 

The effect of various PEG on the structural, mechanical, and thermal properties 

of the PLA-based blends was investigated by scanning electron microscopy 

(SEM), Fourier transform infrared spectroscopy (FTIR-ATR), stress-strain 

analysis (according to the ASTM D882-12 standard test method), differential 

scanning calorimetry (DSC) and dynamic mechanical analysis (DMA), 

respectively. Antibacterial activity of the samples was detected by the agar 

diffusion technique against Micrococcus luteus. Furthermore, the antibacterial 

properties of the samples were tested according to the ISO 22196 standard 

against Gram-negative (Escherichia coli) and Gram-positive (Staphylococcus 

aureus, Listeria monocytogenes) bacterial strains. The nisin detection and 

release study were performed by using high-performance liquid chromatography 

(HPLC). 

 

The next part of the work is closely linked to the previous work. Research on 

the thermal stability of nisin in PLA and PLA/PEG blends was carried out by 

exposing the given films to various temperatures (90°C, 120°C, 160°C, and 

180°C) for a duration of up to 48 hours. Assessment of the antibacterial activity 

of the samples was carried out by the agar diffusion method against 

Micrococcus luteus, while structural analysis involved the use of high-

performance liquid chromatography with mass detection (HPLC-QTOFMS). 

Structural changes in the polymer matrix were evaluated by gel permeation 

chromatography (GPC) and scanning electron microscopy (SEM). 
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The last part of work is focused on the preparation of novel porous type of 

core-shell-structured microparticles base on polylactide (shell) and polyvinyl 

alcohol cross-linked with glutaric acid (core) prepared by water-in-oil-in-water 

solvent evaporation technique. The effect of cross-linking and the initial amount 

of nisin on their morphology was investigated using scanning electron 

microscopy (SEM), BET surface area analysis, zeta potential measurements, and 

Fourier transform infrared spectroscopy (FTIR-ATR). Encapsulation efficiency 

and release profile of nisin from the microparticles were studied by high-

performance liquid chromatography (HPLC). Antibacterial activity of prepared 

systems was tested by dilution and spread plate technique.  

 

 

Selected results and conclusions of the experimental work are summarised in 

the next chapter in the following three sections: 

 

▪ Effect of polyethylene glycol plasticiser on long-term antibacterial 

activity and the release profile of bacteriocin nisin from polylactide blends 

(published in Polymers Advanced Technologies, 2018, 1–11) 

▪ Thermal stability of bacteriocin nisin in polylactide-based films 

(submitted to Polymer Degradation and Stability, PDST-D-18-00041) 

▪ Core-shell PLA-PVA porous microparticles as carriers for bacteriocin 

nisin (published in Journal of Microencapsulation, 2017, 34, 243–249) 
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3. SUMMARY OF RESULTS 

3.1 Effect of polyethylene glycol plasticiser on long-term 

antibacterial activity and the release profile of bacteriocin nisin 

from polylactide blends 

Biodegradable polymer blends based on polylactic acid modified by 

polyethylene glycol (20 wt.%) with bacteriocin nisin (0.02–0.15 wt.%) were 

prepared by the solvent casting technique. 

The results show that the incompatibility of the polymer matrices causes the 

formation of a porous structure (Figure 12 c,d), which aids the incorporation of 

nisin and positively affects its diffusion from the prepared blends. 

 

 

Figure 12. SEM micrographs of the cross-sections of the prepared blend systems 

containing a) PLA, b) PLA/nisin, c) PLA/PEG1000/nisin, and d) PLA/PEG6000/nisin 

after leaching in demineralized water. 

 

The presence of PEG as a plasticiser positively influences tensile properties 

by improving the ductility of the blends, while also reducing their tensile 

strength and Young´s modulus. The plasticising effect was seen to heighten 

alongside a parallel decrease in the molecular weight of PEG as proved by DMA 

analysis.  

All samples containing nisin exhibited antibacterial activity against both of 

the Gram-positive bacterial strains tested. The minimal effective concentration 
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of nisin in the PLA/nisin and PLA/PEG/nisin samples was between  

0.02–0.05 wt. % for Staphylococcus aureus and below 0.02 wt. % for 

Listeria monocytogenes. In the case of Gram-negative Escherichia coli, no 

significant antibacterial activity was observed.  

The presence of PEG also affected the release kinetics of nisin (Fig. 13). 

Increase in the molecular weight of PEG led to a concurrent rise in the total 

amount of nisin released from the investigated systems.  

 

 

Figure 13. The release profile of nisin from the prepared blend samples. 

 

Regarding the stability testing, all the prepared biodegradable blends showed 

antibacterial activity – even after 9 months of storage – against both of the 

Gram-positive bacterial strains tested (Tab. 5). 

 

Table 5. Antibacterial activity (R) and efficiency (AE) of samples containing nisin 

against Gram-positive bacterial strains after 9 months of storage 

Sample 

(concentration of nisin)  

Staphylococcus  aureus  Listeria  monocytogenes 

CFUcm-2 R AE (%) 
 

CFUcm-2 R 
AE 

(%) 

0.15 wt. % nisin (i.e.  60 000 IUg-1) 

  PLA 6.3E+05 - -  1.5E+06 - - 

  PLA/nisin <4 5.3 100  <1 6.2 100 

  PLA/PEG1000/nisin 0 5.8 100  0 6.2 100 

  PLA/PEG6000/nisin 0 5.8 100  0 6.2 100 

 

Thus, the prepared PLA/PEG/nisin blends can be conveniently stored at room 

temperature for a long period of time without any adverse effect impacting on 

nisin activity. Consequently, they show potential for antimicrobial application in 

food packaging or biomedicine. 
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3.2 Thermal stability of bacteriocin nisin in polylactide-based films 

The primary aim of this work was to evaluate the thermal stability of 

bacteriocin nisin in PLA and PLA/PEG blend films. The nisin-incorporated PLA 

and PLA/PEG films that were cast underwent treatment at various temperatures 

(90–180°C) for up to 48 hours.  

The results show that the PLA-based films displayed antimicrobial properties 

even when they were thermally treated above the melting temperature of PLA. 

However, antibacterial activity was reduced by about 25% under treatment  

at 160°C for 5 min and by more than 60% under treatment at 180°C for 5 min 

(Fig. 14). 

 

 
Figure 14. Antibacterial activity of PLA/nisin and PLA/PEG/nisin blends treated at  

a) 90°C, b) 120°C, c) 160°C, and d) 180°C for different durations; antibacterial 

activity of thermally untreated samples is taken as 100%. 

 

These results reveal that nisin incorporated in polymer matrix can maintain its 

antibacterial activity at temperatures relevant to processing window of plastics 

used for packaging and/or medical devices production. 

One of the objectives of the present study was to confirm the presence of the 

nisin molecule in the thermally treated samples. For this purpose, the HPLC-

QTOFMS method was optimised and validated. In order to detect the target 

PLA/nisin      

PLA/PEG1000/nisin 

PLA/PEG1000/nisin 
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analyte, the [M+5H]5+ (m/z 671.3163) molecule ion was monitored. The limit of 

detection (LOD) was 50 ngmL-1. Employing the HPLC-QTOFMS method, 

nisin was determined in extracts of the PLA/nisin blend films. The levels of free 

nisin in the extracts of PEG-incorporated samples were under the LOD for the 

method used (the vast proportion of the nisin probably occurred in the form of 

nisin-PEG conjugates). 

The effect of high temperature on structural changes in the polymer matrix 

was investigated using GPC and SEM. It was found that no significant effect 

exerted by the content of nisin was noticeable on the PLA matrix (Fig. 15).  

 

 
 

Figure 15. GPC data on PLA-based blend samples during thermal treatment 

exceeding the Tm of PLA. 

 

On the other hand, despite the fact that PEG improves the stability of nisin in 

long-term storage, and can effectively modify mechanical properties of PLA, the 

adverse effect of PEG on the stability of nisin as well as the polymeric matrix 

treated above 120°C was evident. 

PLA      

PLA/PEG1000/nisin 

PLA/nisin 

PLA/PEG6000/nisin 

PLA      

PLA/PEG1000/nisin 

PLA      

PLA/PEG1000/nisin 

PLA      

PLA/PEG1000/nisin 

PLA/nisin 

PLA/PEG6000/nisin 

PLA/nisin 

PLA/PEG6000/nisin 

PLA/nisin 

PLA/PEG6000/nisin 
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3.3 Core-shell PLA-PVA porous microparticles as carriers for 

bacteriocin nisin 

In this study, microparticles made from PLA shell and cross-linked PVA core 

were prepared for encapsulation and controlled release of the model peptide –
nisin. The microparticles were synthesised via solvent evaporation technique 

with some modifications. PVA was modified by chemical cross-linking reaction 

using GA as the cross-linking agent. FTIR-ATR analysis confirmed the 

formation of an ester bond between the two functional groups.  

It was found that the particle morphology, zeta potential and encapsulation 

efficiency were influenced by GA concentration and the nisin content. With the 

increased nisin concentration, the particle size raised (9–16 m). On the other 

hand, the decreasing encapsulation efficiency value with the increasing nisin 

content arose probably due to the saturation of nisin into microparticles. SEM 

analysis showed the spherical shape and micro dimensions of the particles 

(Fig. 16).  

 

 
 

Figure 16. SEM analysis of a) PLA/PVA/1.5 NIS, b) PLA/PVA/GA/1.5 NIS, 

c) PLA/PVA/3.0 NIS, d) PLA/PVA/GA/3.0 NIS, e) PLA/PVA/5.0 NIS, 

f) PLA/PVA/GA/5.0 NIS, and g) PLA/PVA microparticles. 

 

Futhermore, BET surface analysis reveal that the cross-linked systems exhibit 

lower values of pore diameter, total pore volume and surface area in comparison 

with the non-cross-linked ones. This behaviour could be connected with the 

limited water molecules absorption into the cross-linked PVA during the 

microparticles formation. 

In vitro release study of nisin from PLA/PVA microparticles exhibited 

gradual release depending on the initial nisin concentration (Fig. 17). Due to the 
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presence of larger pores in the non-cross-linked formulations, a larger amount of 

aqueous medium is likely to come in contact with the particles and facilitate the 

release of the nisin from the microparticles. 

 

 
Figure 17. Cumulative release of nisin from microparticles.  

 

Antibacterial activity (AA) of prepared systems was tested by dilution and 

spread plate technique. With the increasing nisin concentration, also AA 

increased in the microparticles (Tab. 6). Exception occurred in the case 

of PLA/PVA/GA/5.0 NIS, where AA decreased likely because of the gradual 

nisin release during the first 24 h from cross-linked microparticles with low 

mean pore diameter and total pore volume. In addition, antibacterial testing 

revealed synergistic effect of nisin and GA against Gram-positive 

Listeria monocytogenes growth. 

 

Table 6. Antibacterial activity (AA) of microparticles containing various amounts of 

nisin and glutaric acid 

Sample AA (%) 

PLA/PVA 0.0 

PLA/PVA/1.5 NIS 42.0 

PLA/PVA/GA/1.5 NIS 76.1 

PLA/PVA/3.0 NIS 59.4 

PLA/PVA/GA/3.0 NIS 79.1 

PLA/PVA/5.0 NIS 64.8 

PLA/PVA/GA/5.0 NIS 42.6 

 

 

  

 
PLA/PVA/5NIS 

PLA/PVA/GA/5NIS 

PLA/PVA/1.5 NIS 

PLA/PVA/GA/1.5NIS 
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CONCLUSIONS 
 

The development and use of biodegradable polymers have been significantly 

growing in the last years, especially in the environmental and medical fields. 

Current demand for bio-based and biodegradable plastics makes polylactide 

(PLA) one of the most promising materials for providing interesting alternatives 

to conventional petrol-based plastics. Besides, enhancement of PLA with 

antibacterial activity can further increase its applicability in the market. 

In alignment with new trends, the use of naturally derived antimicrobial 

compounds obtained by fermentation of whey (e.g. bacteriocins) is very 

advantageous, particularly in food packaging, cosmetics and biomedical 

applications. 

According to the current state of knowledge, the overview of this issue was 

drawn in the theoretical part, and research aims of work were defined. On the 

basis of this, the experimental part of work was devoted to the preparation of 

novel biodegradable PLA-based polymer systems modified with bacteriocin 

nisin in the form of blend films as well as microparticles. 

In the first part, PLA and PLA/PEG blend films with nisin were prepared and 

characterised. The results showed that the incompatibility of the polymer 

matrices caused the formation of a porous structure, which aids the 

incorporation of nisin and positively affects its diffusion from the prepared 

blends. The presence of PEG, besides its plasticising effect, significantly 

enhanced the release profile and sustained the long-term antibacterial activity of 

nisin in a PLA matrix. Thus, the prepared blends can be conveniently stored for 

a long period without any adverse effect impacting on nisin activity. 

Consequently, the prepared PLA/PEG/nisin blend films show potential for 

antimicrobial application in food packaging or biomedicine. 

The second part was focused on the evaluation of thermal stability on 

bacteriocin nisin in PLA and PLA/PEG blends at temperatures of 90°C to 

180°C. The results showed that nisin retained almost 70% of its antibacterial 

activity in the PLA matrix, even after treatment at 160°C for 15 minutes. 

Moreover, it was found that the presence of PEG significantly enhanced the 

degradation of nisin above 120°C. 

The last part of work was dealing with preparation of microparticles based on 

PLA and PVA cross-linked with glutaric acid. Results showed the 

microparticles in size range of 9–16 μm in diameter with spherical multi-hollow 

core-shell structure. The presence of cross-linking agent influenced the release 

profile of nisin and showed the synergistic effect on L. monocytogenes growth 

reduction. The prepared systems provide the effective encapsulation of nisin 

allowing its the controlled release into the environment and showing potential 

for application in biomedicine or agriculture.  
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CONTRIBUTIONS TO SCIENCE AND PRACTICE 
 

The presented doctoral thesis brings novel approaches to modification of 

biopolymers in order to achieve a biodegradable material with antibacterial 

properties, which is the current topic in both academic and industrial research.  

 

Moreover, this work is dealing with the use of antimicrobial substances which 

can be produced from whey (a dairy waste product). This fact is very promising, 

particularly regarding the application in practice. 

 

The main contribution to the science of the reported work can be found in the 

preparation and characterisation of novel biodegradable PLA-based systems 

modified with bacteriocin nisin in the form of: 

 blend films with potential for antimicrobial applications in food 

packaging or biomedicine, 

 core-shell porous microparticles providing controlled release with 

potential in biomedicine or agriculture. 

 

Furthermore, new highly sensitive methods for nisin detection regarding 

chromatographic techniques (e.g. high performance liquid chromatography with 

mass detection – LC-QTOFMS) have been optimised and can be further 

successfully used within the Centre of Polymer Systems infrastructure. 

 

The results reported in this thesis were presented at several national and 

international conferences and were (or will be) published in international 

journals with impact factor. 

Besides, other outputs of applied research have been achieved, such as 

adoption of a utility model (concerning nisin-containing stabilised polymeric 

composition based on PEG as the matrix with high practical applicability) and 

preparation of functional samples for use in cosmetics (in the form of hydrogel 

and an ointment). 

 

 

 

 

 

This work was developed as part of the applied research within the project 

QJ1310254, carried out at the Centre of Polymer Systems at Tomas Bata 

University in Zlín, funded by the Ministry of Agriculture of the Czech Republic.  

 

  



38 

REFERENCES 
 

1.  European Bioplastics, nova-Institute, 2017 Available online: 

http://www.european-bioplastics.org/bioplastics/materials/ (accessed on Feb 

23, 2018). 

2.  EN 16575:2014. Bio-based products - Vocabulary; 

3.  ASTM D6400-04. Standard Specification for Compostable Plastics; 

4.  Ulery, B. D.; Nair, L. S.; Laurencin, C. T. Biomedical applications of 

biodegradable polymers. J. Polym. Sci. Part B Polym. Phys. 2011, 49, 832–

864, doi:10.1002/polb.22259. 

5.  Luckachan, G. E.; Pillai, C. K. S. Biodegradable polymers- A review on 

recent trends and emerging perspectives. J. Polym. Environ. 2011, 19, 637–

676, doi:10.1007/s10924-011-0317-1. 

6.  Ghanbarzadeh, B.; Almasi, H. Biodegradable Polymers. In Biodegradation - 

Life of Science; Chamy, R., Rosenkranz, F., Eds.; InTech: Rijeka, 2013 ISBN 

978-953-51-1154-2. 

7.  Doppalapudi, S.; Jain, A.; Domb, A. J.; Khan, W. Biodegradable polymers 

for targeted delivery of anti-cancer drugs. Expert Opin. Drug Deliv. 2016, 13, 

891–909, doi:10.1517/17425247.2016.1156671. 

8.  Irkin, R.; Esmer, O. K. Novel food packaging systems with natural 

antimicrobial agents. J. Food Sci. Technol. 2015, 52, 6095–6111, 

doi:10.1007/s13197-015-1780-9. 

9.  Sedlarik, V. Antimicrobial Modifications of Polymers. In Biodegradation - 

Life of Science; Chamy, R., Rosenkranz, F., Eds.; InTech: Rijeka, 2013 ISBN 

978-953-51-1154-2. 

10.  Morais, D. S.; Guedes, R. M.; Lopes, M. A. Antimicrobial approaches for 

textiles: From research to market. Materials 2016, 9, 

doi:10.3390/ma9060498. 

11.  Ren, W.; Cheng, W.; Wang, G.; Liu, Y. Developments in antimicrobial 

polymers. J. Polym. Sci. Part Polym. Chem. 2017, 55, 632–639, 

doi:10.1002/pola.28446. 

12.  Santos, M. R. E.; Fonseca, A. C.; Mendonça, P. V.; Branco, R.; Serra, A. C.; 

Morais, P. V.; Coelho, J. F. J. Recent developments in antimicrobial 

polymers: A review. Mater. Basel Switz. 2016, 9, doi:10.3390/ma9070599. 

13.  Appendini, P.; Hotchkiss, J. H. Review of antimicrobial food packaging. 

Innov. Food Sci. Emerg. Technol. 2002, 3, 113–126, doi:10.1016/S1466-

8564(02)00012-7. 



39 

14.  Regulation (EU) No. 528/2012 of the European Parliament and of the 

Council concerning the making available on the market and use of biocidal 

products; 

15.  EN 13432:2000. Requirements for packaging recoverable through 

composting and biodegradation - Test scheme and evaluation criteria for the 

final acceptance of packaging; 

16.  EN 14995:2006. Plastics - Evaluation of compostability - Test scheme and 

specifications; 

17.  Avérous, L.; Pollet, E. Biodegradable Polymers. In Environmental Silicate 

Nano-Biocomposites; Avérous, L., Pollet, E., Eds.; Green Energy and 

Technology; Sringer-Verlag: London, 2012 ISBN 978-1-4471-4101-3. 

18.  Doppalapudi, S.; Jain, A.; Khan, W.; Domb, A. J. Biodegradable polymers—

an overview. Polym. Adv. Technol. 2014, 25, 427–435, doi:10.1002/pat.3305. 

19.  Natural Polymers: Industry Techniques and Applications; Olatunji, O., Ed.; 

Springer International Publishing, 2016; ISBN 978-3-319-26412-7. 

20.  Babu, R. P.; O’Connor, K.; Seeram, R. Current progress on bio-based 

polymers and their future trends. Prog. Biomater. 2013, 2, doi:10.1186/2194-

0517-2-8. 

21.  Pavelková, A. Biodegradable polyesters and polyanhydrides for advanced 

applications [Doctoral thesis] 2015. 

22.  Karamanlioglu, M.; Preziosi, R.; Robson, G. D. Abiotic and biotic 

environmental degradation of the bioplastic polymer poly(lactic acid): A 

review. Polym. Degrad. Stab. 2017, 137, 122–130, 

doi:10.1016/j.polymdegradstab.2017.01.009. 

23.  Domenek, S.; Ducruet, V. Characteristics and Applications of PLA. In 

Biodegradable and Biobased Polymers for Environmental and Biomedical 

Applications; Kalia, S., Avérous, L., Eds.; John Wiley & Sons, Inc., 2016; pp. 

171–224 ISBN 978-1-119-11736-0. 

24.  Murariu, M.; Dubois, P. PLA composites: From production to properties. 

Adv. Drug Deliv. Rev. 2016, 107, 17–46, doi:10.1016/j.addr.2016.04.003. 

25.  Castro-Aguirre, E.; Iñiguez-Franco, F.; Samsudin, H.; Fang, X.; Auras, R. 

Poly(lactic acid)—Mass production, processing, industrial applications, and 

end of life. Adv. Drug Deliv. Rev. 2016, 107, 333–366, 

doi:10.1016/j.addr.2016.03.010. 

26.  Kolstad, J. J.; Vink, E. T. H.; Wilde, B. de; Debeer, L. Assessment of 

anaerobic degradation of IngeoTM polylactides under accelerated landfill 

conditions. Polym. Degrad. Stab. 2012, 97, 1131–1141. 

  



40 

27.  Avérous, L. Polylactic Acid: Synthesis, Properties and Applications. In 

Monomers, Polymers and Composites from Renewable Resources; Belgacem, 

M. N., Gandini, A., Eds.; Elsevier: Amsterdam, 2008; pp. 433–450 ISBN 

978-0-08-045316-3. 

28.  Meaurio, E.; Hernandez-Montero, N.; Zuza, E.; Sarasua, J.-R. Miscible 

Blends Based on Biodegradable Polymers. In Characterization of Polymer 

Blends: Miscibility, Morphology and Interfaces; Thomas, S., Grohens, Y., 

Jyotishkumar, P., Eds.; Wiley-VCH Verlag GmbH & Co. KGaA, 2014; pp. 

7–92 ISBN 978-3-527-64560-2. 

29.  Lievore, P.; Simões, D. R. S.; Silva, K. M.; Drunkler, N. L.; Barana, A. C.; 

Nogueira, A.; Demiate, I. M. Chemical characterisation and application of 

acid whey in fermented milk. J. Food Sci. Technol. 2015, 52, 2083–2092, 

doi:10.1007/s13197-013-1244-z. 

30.  Huffman, L. M.; de Barros Ferreira, L. Whey-Based Ingredients. In Dairy 

Ingredients for Food Processing; Chandan, R. C., Kilara, A., Eds.; Wiley-

Blackwell, 2011; pp. 179–198 ISBN 978-0-470-95916-9. 

31.  Illanes, A. Chapter 1 - Lactose: Production and Upgrading. In Lactose-

Derived Prebiotics: A Process Perspective; Illanes, A., Guerrero, C., Vera, 

C., Wilson, L., Conejeros, R., Scott, F., Eds.; Academic Press: San Diego, 

2016; pp. 1–33 ISBN 978-0-12-802724-0. 

32.  Ryan, M. P.; Walsh, G. The biotechnological potential of whey. Rev. 

Environ. Sci. Biotechnol. 2016, 15, 479–498, doi:10.1007/s11157-016-9402-

1. 

33.  Nishanthi, M.; Vasiljevic, T.; Chandrapala, J. Properties of whey proteins 

obtained from different whey streams. Int. Dairy J. 2017, 66, 76–83, 

doi:10.1016/j.idairyj.2016.11.009. 

34.  Smithers, G. W. Whey and whey proteins—From ‘gutter-to-gold.’ Int. Dairy 

J. 2008, 18, 695–704, doi:10.1016/j.idairyj.2008.03.008. 

35.  Królczyk, J. B.; Dawidziuk, T.; Janiszewska-Turak, E.; Sołowiej, B. Use of 

whey and whey preparations in the food industry – A review. Pol. J. Food 

Nutr. Sci. 2016, 66, 157–165, doi:10.1515/pjfns-2015-0052. 

36.  Yalçin, A. S. Emerging therapeutic potential of whey proteins and peptides. 

Curr. Pharm. Des. 2006, 12, 1637–1643. 

37.  Panesar, P. S.; Kennedy, J. F.; Gandhi, D. N.; Bunko, K. Bioutilisation of 

whey for lactic acid production. Food Chem. 2007, 105, 1–14, 

doi:10.1016/j.foodchem.2007.03.035. 

38.  Nout, M. J. R. Food Technologies: Fermentation. In Encyclopedia of Food 

Safety. Volume 3: Food, Materials, Technologies and Risks; Motarjemi, Y., 

Ed.; Elsevier, 2014; pp. 168–177 ISBN 978-0-12-378613-5. 



41 

39.  Zarour, K.; Vieco, N.; Pérez-Ramos, A.; Nácher-Vázquez, M.; Mohedano, M. 

L.; López, P. Chapter 4 - Food Ingredients Synthesized by Lactic Acid 

Bacteria. In Microbial Production of Food Ingredients and Additives; 

Holban, A. M., Grumezescu, A. M., Eds.; Handbook of Food Bioengineering; 

Academic Press, 2017; pp. 89–124 ISBN 978-0-12-811520-6. 

40.  Stoyanova, L. G.; Ustyugova, E. A.; Netrusov, A. I. Antibacterial metabolites 

of lactic acid bacteria: Their diversity and properties. Appl. Biochem. 

Microbiol. 2012, 48, 229–243, doi:10.1134/S0003683812030143. 

41.  Bali, V.; Panesar, P. S.; Bera, M. B. Trends in utilization of agro-industrial 

byproducts for production of bacteriocins and their biopreservative 

applications. Crit. Rev. Biotechnol. 2016, 36, 204–214, 

doi:10.3109/07388551.2014.947916. 

42.  Reddy, L. V.; Park, J.-H.; Wee, Y.-J. Homofermentative production of 

optically pure L-lactic acid from sucrose and mixed sugars by batch 

fermentation of Enterococcus faecalis RKY1. Biotechnol. Bioprocess Eng. 

2015, 20, 1099–1105, doi:10.1007/s12257-015-0379-3. 

43.  Castillo Martinez, F. A.; Balciunas, E. M.; Salgado, J. M.; Domínguez 

González, J. M.; Converti, A.; Oliveira, R. P. de S. Lactic acid properties, 

applications and production: A review. Trends Food Sci. Technol. 2013, 30, 

70–83, doi:10.1016/j.tifs.2012.11.007. 

44.  Perez, R. H.; Zendo, T.; Sonomoto, K. Novel bacteriocins from lactic acid 

bacteria (LAB): various structures and applications. Microb. Cell Factories 

2014, 13, S3, doi:10.1186/1475-2859-13-S1-S3. 

45.  Nishie, M.; Nagao, J.-I.; Sonomoto, K. Antibacterial peptides “bacteriocins”: 

an overview of their diverse characteristics and applications. Biocontrol Sci. 

2012, 17, 1–16. 

46.  Bali, V.; Panesar, P. S.; Bera, M. B.; Kennedy, J. F. Bacteriocins: Recent 

trends and potential applications. Crit. Rev. Food Sci. Nutr. 2016, 56, 817–

834, doi:10.1080/10408398.2012.729231. 

47.  BACTIBASE a database dedicated to bacteriocins Available online: 

http://bactibase.hammamilab.org/main.php (accessed on Oct 17, 2018). 

48.  Yang, S.-C.; Lin, C.-H.; Sung, C. T.; Fang, J.-Y. Antibacterial activities of 

bacteriocins: application in foods and pharmaceuticals. Front. Microbiol. 

2014, 5, doi:10.3389/fmicb.2014.00241. 

49.  Linares, D. M.; Gómez, C.; Renes, E.; Fresno, J. M.; Tornadijo, M. E.; Ross, 

R. P.; Stanton, C. Lactic acid bacteria and bifidobacteria with potential to 

design natural biofunctional health-promoting dairy foods. Front. Microbiol. 

2017, 8, doi:10.3389/fmicb.2017.00846. 

50.  Cleveland, J.; Montville, T. J.; Nes, I. F.; Chikindas, M. L. Bacteriocins: safe, 

natural antimicrobials for food preservation. Int. J. Food Microbiol. 2001, 71, 

1–20, doi:10.1016/S0168-1605(01)00560-8. 



42 

51.  Cotter, P. D.; Hill, C.; Ross, R. P. Bacteriocins: developing innate immunity 

for food. Nat. Rev. Microbiol. 2005, 3, 777–788, doi:10.1038/nrmicro1273. 

52.  Balciunas, E. M.; Castillo Martinez, F. A.; Todorov, S. D.; Franco, B. D. G. 

de M.; Converti, A.; Oliveira, R. P. de S. Novel biotechnological applications 

of bacteriocins: A review. Food Control 2013, 32, 134–142, 

doi:10.1016/j.foodcont.2012.11.025. 

53.  Shin, J. M.; Gwak, J. W.; Kamarajan, P.; Fenno, J. C.; Rickard, A. H.; Kapila, 

Y. L. Biomedical applications of nisin. J. Appl. Microbiol. 2016, 120, 1449–

1465, doi:10.1111/jam.13033. 

54.  Delves-Broughton, J. Bacteriocins: Nisin. In Encyclopedia of Food 

Microbiology; Batt, C. A., Tortorello, M.-L., Eds.; Elsevier, 2014; pp. 187–

193 ISBN 978-0-12-384730-0. 

55.  Gharsallaoui, A.; Oulahal, N.; Joly, C.; Degraeve, P. Nisin as a food 

preservative: Part 1: Physicochemical properties, antimicrobial activity, and 

main uses. Crit. Rev. Food Sci. Nutr. 2016, 56, 1262–1274, 

doi:10.1080/10408398.2013.763765. 

56.  Kitazaki, K.; Baba, T.; Koga, Y.; Kuwano, G.; Fukuda, H.; Kawada, E.; 

Takasu, Y.; Takehana, H.; Koga, S.; Nagatoshi, K. The use of nisin A in 

preventing bovine mastitis infection. Foods Food Ingradients J. Jpn. 2010, 

449–456. 

57.  Holcapkova, P.; Kolarova Raskova, Z.; Salakova, A.; Sedlarik, V. The use of 

whey fermentation products in cosmetics. In; Frymburk, Czech Republic, 

2015; pp. 109–113. 

58.  Thomas, L. V.; Delves-Broughton, J. Nisin. In Antimicrobials in Food; 

Davidson, P. M., Sofos, J. N., Branen, A. L., Eds.; CRC Press, 2005; pp. 

237–274 ISBN 978-1-4200-2873-7. 

59.  Paiva, A. D.; Breukink, E.; Mantovani, H. C. Role of lipid II and membrane 

thickness in the mechanism of action of the lantibiotic bovicin HC5. 

Antimicrob. Agents Chemother. 2011, 55, 5284–5293, 

doi:10.1128/AAC.00638-11. 

60.  Christ, K.; Wiedemann, I.; Bakowsky, U.; Sahl, H.-G.; Bendas, G. The role 

of lipid II in membrane binding of and pore formation by nisin analyzed by 

two combined biosensor techniques. Biochim. Biophys. Acta BBA - 

Biomembr. 2007, 1768, 694–704, doi:10.1016/j.bbamem.2006.12.003. 

61.  Wiedemann, I.; Breukink, E.; Kraaij, C. van; Kuipers, O. P.; Bierbaum, G.; 

Kruijff, B. de; Sahl, H.-G. Specific binding of nisin to the peptidoglycan 

precursor lipid II combines pore formation and inhibition of cell wall 

biosynthesis for potent antibiotic activity. J. Biol. Chem. 2001, 276, 1772–

1779, doi:10.1074/jbc.M006770200. 

  



43 

62.  O’Connor, P. M.; O’Shea, E. F.; Guinane, C. M.; O’Sullivan, O.; Cotter, P. 

D.; Ross, R. P.; Hill, C. Nisin H is a new nisin variant produced by the gut-

derived strain Streptococcus hyointestinalis DPC6484. Appl. Environ. 

Microbiol. 2015, 81, 3953–3960, doi:10.1128/AEM.00212-15. 

63.  Schneider, N.; Werkmeister, K.; Pischetsrieder, M. Analysis of nisin A, nisin 

Z and their degradation products by LCMS/MS. Food Chem. 2011, 127, 847–

854, doi:10.1016/j.foodchem.2011.01.023. 

64.  Pongtharangkul, T.; Demirci, A. Evaluation of agar diffusion bioassay for 

nisin quantification. Appl. Microbiol. Biotechnol. 2004, 65, 268–272, 

doi:10.1007/s00253-004-1579-5. 

65.  Ko, K. Y.; Park, S. R.; Lee, C. A.; Kim, M. Analysis method for 

determination of nisin A and nisin Z in cow milk by using liquid 

chromatography-tandem mass spectrometry. J. Dairy Sci. 2015, 98, 1435–

1442, doi:10.3168/jds.2014-8452. 

66.  Bouksaim, M.; Fliss, I.; Meghrous, J.; Simard, R.; Lacroix, C. Immunodot 

detection of nisin Z in milk and whey using enhanced chemiluminescence. J. 

Appl. Microbiol. 1998, 84, 176–184. 

67.  Rossano, R.; Del Fiore, A.; D’Elia, A.; Pesole, G.; Parente, E.; Riccio, P. 

New procedure for the determination of nisin in milk. Biotechnol. Tech. 1998, 

12, 783–786, doi:10.1023/A:1008820803070. 

68.  Holcapkova, P.; Kolarova Raskova, Z.; Hrabalikova, M.; Salakova, A.; 

Drbohlav, J.; Sedlarik, V. Isolation and thermal stabilization of bacteriocin 

nisin derived from whey for antimicrobial modifications of polymers. Int. J. 

Polym. Sci. 2017, 3072582, doi:10.1155/2017/3072582. 

69.  Budde, B. B.; Rasch, M. A comparative study on the use of flow cytometry 

and colony forming units for assessment of the antibacterial effect of 

bacteriocins. Int. J. Food Microbiol. 2001, 63, 65–72, doi:10.1016/S0168-

1605(00)00399-8. 

70.  Bouksaim, M.; Lacroix, C.; Bazin, R.; Simard, R. E. Production and 

utilization of polyclonal antibodies against nisin in an ELISA and for 

immuno-location of nisin in producing and sensitive bacterial strains. J. Appl. 

Microbiol. 1999, 87, 500–510, doi:10.1046/j.1365-2672.1999.00842.x. 

71.  Leung, P. P.; Khadre, M.; Shellhammer, T. H.; Yousef, A. E. Immunoassay 

method for quantitative determination of nisin in solution and on polymeric 

films. Lett. Appl. Microbiol. 2002, 34, 199–204, doi:10.1046/j.1472-

765x.2002.01072.x. 

72.  Ji, S.; Lu, J.; Liu, Z.; Srivastava, D.; Song, A.; Liu, Y.; Lee, I. Dynamic 

encapsulation of hydrophilic nisin in hydrophobic poly (lactic acid) particles 

with controlled morphology by a single emulsion process. J. Colloid Interface 

Sci. 2014, 423, 85–93, doi:10.1016/j.jcis.2014.02.025. 



44 

73.  Zendo, T.; Nakayama, J.; Fujita, K.; Sonomoto, K. Bacteriocin detection by 

liquid chromatography/mass spectrometry for rapid identification. J. Appl. 

Microbiol. 2008, 104, 499–507, doi:10.1111/j.1365-2672.2007.03575.x. 

74.  Davies, E. A.; Bevis, H. E.; Potter, R.; Harris, J.; Williams, G. C.; Delves‐
Broughton, J. Research note: The effect of pH on the stability of nisin 

solution during autoclaving. Lett. Appl. Microbiol. 1998, 27, 186–187, 

doi:10.1046/j.1472-765X.1998.t01-1-00401.x. 

75.  Jarvis, B.; Mahoney, R. R. Inactivation of nisin by alpha-chymotrypsin. J. 

Dairy Sci. 1969, 52, 1448–1450, doi:10.3168/jds.S0022-0302(69)86771-8. 

76.  Dicks, L. M. .; van Staden, A. D. P.; Klumperman, B. Bacteriocins and 

Nanotechnology. In Functionalized Nanomaterials for the Management of 

Microbial Infection; Boukherroub, P. M., Szunerits, J. N., Drider, D., Eds.; 

Elsevier, 2017; pp. 267–288 ISBN 978-0-323-41625-2. 

77.  Brand, A. M.; Kwaadsteniet, M. D.; Dicks, L. M. T. The ability of nisin F to 

control Staphylococcus aureus infection in the peritoneal cavity, as studied in 

mice. Lett. Appl. Microbiol. 2010, 51, 645–649, doi:10.1111/j.1472-

765X.2010.02948.x. 

78.  De Kwaadsteniet, M.; Doeschate, K. T.; Dicks, L. M. T. Nisin F in the 

treatment of respiratory tract infections caused by Staphylococcus aureus. 

Lett. Appl. Microbiol. 2009, 48, 65–70, doi:10.1111/j.1472-

765X.2008.02488.x. 

79.  Goldstein, B. P.; Wei, J.; Greenberg, K.; Novick, R. Activity of nisin against 

Streptococcus pneumoniae, in vitro, and in a mouse infection model. J. 

Antimicrob. Chemother. 1998, 42, 277–278, doi:10.1093/jac/42.2.277. 

80.  Suppakul, P. Active and Intelligent Packaging. In Polymers for Packaging 

Applications; Alavi, S., Thomas, S., Sandeep, K. P., Kalarikkal, N., Varghese, 

J., Yaragalla, S., Eds.; Apple Academic Press: New York, 2014 ISBN 978-1-

926895-77-2. 

81.  Joerger, R. D. Antimicrobial films for food applications: a quantitative 

analysis of their effectiveness. Packag. Technol. Sci. 2007, 20, 231–273, 

doi:10.1002/pts.774. 

82.  Galya, T.; Sedlarik, V.; Kuritka, I.; Sedlarikova, J.; Saha, P. Characterization 

of antibacterial polymeric films based on poly(vinyl alcohol) and zinc nitrate 

for biomedical applications. Int. J. Polym. Anal. Charact. 2008, 13, 241–253, 

doi:10.1080/10236660802175790. 

83.  Jandikova, G.; Holcapkova, P.; Hrabalikova, M.; Machovsky, M.; Sedlarik, 

V. Antimicrobial modification of polypropylene with silver nanoparticles 

immobilized on zinc stearate. Mater. Tehnol. 2016, 50, 869–871, 

doi:10.17222/mit.2015.152. 

  



45 

84.  Kolarova Raskova, Z.; Hrabalikova, M.; Sedlarik, V. Effect of sodium 

salicylate on the viscoelastic properties and stability of polyacrylate-based 

hydrogels for medical applications. Int. J. Polym. Sci. 2016, 5614687, 

doi:http://dx.doi.org/10.1155/2016/5614687. 

85.  Mauriello, G.; Villani, F. Bacteriocins in Plastics. In Antimicrobial Polymers; 

Lagarón, J. M., Ocio, M. J., López-Rubio, A., Eds.; John Wiley & Sons, Inc., 

2011; pp. 117–158 ISBN 978-1-118-15088-7. 

86.  Jain, A.; Duvvuri, L. S.; Farah, S.; Beyth, N.; Domb, A. J.; Khan, W. 

Antimicrobial polymers. Adv. Healthc. Mater. 2014, 3, 1969–1985, 

doi:10.1002/adhm.201400418. 

87.  Huang, K.-S.; Yang, C.-H.; Huang, S.-L.; Chen, C.-Y.; Lu, Y.-Y.; Lin, Y.-S. 

Recent advances in antimicrobial polymers: A mini-review. Int. J. Mol. Sci. 

2016, 17, doi:10.3390/ijms17091578. 

88.  Zhang, H.; Chiao, M. Anti-fouling coatings of poly(dimethylsiloxane) 

devices for biological and biomedical applications. J. Med. Biol. Eng. 2015, 

35, 143–155, doi:10.1007/s40846-015-0029-4. 

89.  Álvarez-Paino, M.; Muñoz-Bonilla, A.; Fernández-García, M. Antimicrobial 

polymers in the nano-world. Nanomaterials 2017, 7, 48, 

doi:10.3390/nano7020048. 

90.  Barzic, A. I.; Ioan, S. Antibacterial Drugs — From Basic Concepts to 

Complex Therapeutic Mechanisms of Polymer Systems. In Concepts, 

Compounds and the Alternatives of Antibacterials; Bobbarala, V., Ed.; 

IntechOpen, 2015; Vol. 2015 ISBN 978-953-51-2232-6. 

91.  Siedenbiedel, F.; Tiller, J. C.; Siedenbiedel, F.; Tiller, J. C. Antimicrobial 

polymers in solution and on surfaces: Overview and functional principles. 

Polymers 2012, 4, 46–71, doi:10.3390/polym4010046. 

92.  Gharsallaoui, A.; Joly, C.; Oulahal, N.; Degraeve, P. Nisin as a food 

preservative: Part 2: Antimicrobial polymer materials containing nisin. Crit. 

Rev. Food Sci. Nutr. 2016, 56, 1275–1289, 

doi:10.1080/10408398.2013.763766. 

93.  Quirós, J.; Boltes, K.; Aguado, S.; de Villoria, R. G.; Vilatela, J. J.; Rosal, R. 

Antimicrobial metal–organic frameworks incorporated into electrospun 

fibers. Chem. Eng. J. 2015, 262, 189–197, doi:10.1016/j.cej.2014.09.104. 

94.  Xi, X.; Zhen, W.; Bian, S. Preparation and properties of polylactic acid/N-(2-

hydroxyl) propyl-3-trimethyl ammonium chitosan chloride-intercalated 

saponite nanocomposites. Iran. Polym. J. 2015, 24, 243–252, 

doi:10.1007/s13726-015-0322-7. 

95.  Ivanoff, C. J.; Widmark, G. Nonresorbable versus resorbable sutures in oral 

implant surgery: a prospective clinical study. Clin. Implant Dent. Relat. Res. 

2001, 3, 57–60. 



46 

96.  Kumari, A.; Yadav, S. K.; Yadav, S. C. Biodegradable polymeric 

nanoparticles based drug delivery systems. Colloids Surf. B Biointerfaces 

2010, 75, 1–18, doi:10.1016/j.colsurfb.2009.09.001. 

97.  Zhang, D.; Li, B.; Zhang, X.; Zhang, Z.; Wang, W.; Liu, F. Phoxim 

microcapsules prepared with polyurea and urea-formaldehyde resins differ in 

photostability and insecticidal activity. J. Agric. Food Chem. 2016, 64, 2841–

2846, doi:10.1021/acs.jafc.6b00231. 

98.  Sedlařík, V.; Saha, N.; Kuřitka, I.; Sáha, P. Preparation and characterization 

of poly (vinyl alcohol)/lactic acid compounded polymeric films. Int. J. Polym. 

Anal. Charact. 2006, 11, 253–270, doi:10.1080/10236660600750190. 

99.  Hrabalikova, M.; Merchan, M.; Ganbold, S.; Sedlarik, V.; Valasek, P.; Saha, 

P. Flexible polyvinyl alcohol/2-hydroxypropanoic acid films: effect of 

residual acetyl moieties on mechanical, thermal and antibacterial properties. 

J. Polym. Eng. 2014, 35, 319–327, doi:10.1515/polyeng-2014-0125. 

100.  Dinarvand, R.; Mahmoodi, S.; Farboud, E.; Salehi, M.; Atyabi, F. Preparation 

of gelatin microspheres containing lactic acid--effect of cross-linking on drug 

release. Acta Pharm. Zagreb Croat. 2005, 55, 57–67. 

101.  Mills, S.; Ross, R. P.; Hill, C. Bacteriocins and bacteriophage; a narrow-

minded approach to food and gut microbiology. FEMS Microbiol. Rev. 2017, 

41, S129–S153, doi:10.1093/femsre/fux022. 

102.  Woraprayote, W.; Malila, Y.; Sorapukdee, S.; Swetwiwathana, A.; Benjakul, 

S.; Visessanguan, W. Bacteriocins from lactic acid bacteria and their 

applications in meat and meat products. Meat Sci. 2016, 120, 118–132, 

doi:10.1016/j.meatsci.2016.04.004. 

103.  Luchansky, J. B.; Call, J. E. Evaluation of nisin-coated cellulose casings for 

the control of Listeria monocytogenes inoculated onto the surface of 

commercially prepared frankfurters. J. Food Prot. 2004, 67, 1017–1021. 

104.  dos Santos Pires, A. C.; de Fátima Ferreira Soares, N.; de Andrade, N. J.; da 

Silva, L. H. M.; Camilloto, G. P.; Bernardes, P. C. Development and 

evaluation of active packaging for sliced mozzarella preservation. Packag. 

Technol. Sci. 2008, 21, 375–383, doi:10.1002/pts.815. 

105.  Pranoto, Y.; Rakshit, S. K.; Salokhe, V. M. Enhancing antimicrobial activity 

of chitosan films by incorporating garlic oil, potassium sorbate and nisin. 

LWT - Food Sci. Technol. 2005, 38, 859–865, doi:10.1016/j.lwt.2004.09.014. 

106.  Padgett, T.; Han, I. Y.; Dawson, P. L. Incorporation of food-grade 

antimicrobial compounds into biodegradable packaging films. J. Food Prot. 

1998, 61, 1330–1335. 

107.  Ko, S.; Janes, M. e.; Hettiarachchy, N. s.; Johnson, M. g. Physical and 

chemical properties of edible films containing nisin and their action against 

Listeria Monocytogenes. J. Food Sci. 2001, 66, 1006–1011, 

doi:10.1111/j.1365-2621.2001.tb08226.x. 



47 

108.  Mauriello, G.; De Luca, E.; La Storia, A.; Villani, F.; Ercolini, D. 

Antimicrobial activity of a nisin-activated plastic film for food packaging. 

Lett. Appl. Microbiol. 2005, 41, 464–469, doi:10.1111/j.1472-

765X.2005.01796.x. 

109.  Neetoo, H.; Ye, M.; Chen, H.; Joerger, R. D.; Hicks, D. T.; Hoover, D. G. 

Use of nisin-coated plastic films to control Listeria monocytogenes on 

vacuum-packaged cold-smoked salmon. Int. J. Food Microbiol. 2008, 122, 8–

15, doi:10.1016/j.ijfoodmicro.2007.11.043. 

110.  Ercolini, D.; Storia, A.; Villani, F.; Mauriello, G. Effect of a bacteriocin-

activated polythene film on Listeria monocytogenes as evaluated by viable 

staining and epifluorescence microscopy. J. Appl. Microbiol. 2006, 100, 765–

772, doi:10.1111/j.1365-2672.2006.02825.x. 

111.  Cutter, C. N.; Willett, J. L.; Siragusa, G. R. Improved antimicrobial activity 

of nisin-incorporated polymer films by formulation change and addition of 

food grade chelator. Lett. Appl. Microbiol. 2001, 33, 325–328. 

112.  Siragusa, G. R.; Cutter, C. N.; Willett, J. L. Incorporation of bacteriocin in 

plastic retains activity and inhibits surface growth of bacteria on meat. Food 

Microbiol. 1999, 16, 229–235, doi:10.1006/fmic.1998.0239. 

113.  Nostro, A.; Scaffaro, R.; Ginestra, G.; D’Arrigo, M.; Botta, L.; Marino, A.; 

Bisignano, G. Control of biofilm formation by poly-ethylene-co-vinyl acetate 

films incorporating nisin. Appl. Microbiol. Biotechnol. 2010, 87, 729–737, 

doi:10.1007/s00253-010-2598-z. 

114.  Scaffaro, R.; Botta, L.; Marineo, S.; Puglia, A. M. Incorporation of nisin in 

poly (ethylene-co-vinyl acetate) films by melt processing: A study on the 

antimicrobial properties. J. Food Prot. 2011, 74, 1137–1143, 

doi:10.4315/0362-028X.JFP-10-383. 

115.  Scaffaro, R.; Botta, L.; Gallo, G. Photo-oxidative degradation of 

poly(ethylene-co-vinyl acetate)/nisin antimicrobial films. Polym. Degrad. 

Stab. 2012, 97, 653–660, doi:10.1016/j.polymdegradstab.2012.01.003. 

116.  Natrajan, N.; Sheldon, B. W. Efficacy of nisin-coated polymer films to 

inactivate Salmonella Typhimurium on fresh broiler skin. J. Food Prot. 2000, 

63, 1189–1196. 

117.  Hrabalikova, M.; Holcapkova, P.; Suly, P.; Sedlarik, V. Immobilization of 

bacteriocin nisin into a poly(vinyl alcohol) polymer matrix crosslinked with 

nontoxic dicarboxylic acid. J. Appl. Polym. Sci. 2016, 133, 

doi:10.1002/app.43674. 

118.  Buonocore, G. G.; Del Nobile, M. A.; Panizza, A.; Corbo, M. R.; Nicolais, L. 

A general approach to describe the antimicrobial agent release from highly 

swellable films intended for food packaging applications. J. Controlled 

Release 2003, 90, 97–107, doi:10.1016/S0168-3659(03)00154-8. 



48 

119.  Zehetmeyer, G.; Meira, S. M. M.; Scheibel, J. M.; Oliveira, D.; Bof, R. V.; 

Brandelli, A.; Soares, R. M. D. Influence of melt processing on biodegradable 

nisin‐PBAT films intended for active food packaging applications. J. Appl. 

Polym. Sci. 2016, 133, doi:10.1002/app.43212. 

120.  Liu, L.; Jin, T.; Coffin, D. R.; Liu, C.-K.; Hicks, K. B. Poly(lactic acid) 

membranes containing bacteriocins and EDTA for inhibition of the surface 

growth of gram‐negative bacteria. J. Appl. Polym. Sci. 2010, 117, 486–492, 

doi:10.1002/app.31550. 

121.  Liu, L.; Jin, T. Z.; Coffin, D. R.; Hicks, K. B. Preparation of antimicrobial 

membranes: coextrusion of poly(lactic acid) and Nisaplin in the presence of 

Plasticizers. J. Agric. Food Chem. 2009, 57, 8392–8398, 

doi:10.1021/jf902213w. 

122.  Jin, T.; Liu, L.; Zhang, H.; Hicks, K. Antimicrobial activity of nisin 

incorporated in pectin and polylactic acid composite films against Listeria 

monocytogenes. Int. J. Food Sci. Technol. 2009, 44, 322–329, 

doi:10.1111/j.1365-2621.2008.01719.x. 

123.  Jin, T.; Zhang, H. Biodegradable polylactic acid polymer with nisin for use in 

antimicrobial food packaging. J. Food Sci. 2008, 73, M127-134, 

doi:10.1111/j.1750-3841.2008.00681.x. 

124.  Liu, L. S.; Finkenstadt, V. L.; Liu, C.-K.; Jin, T.; Fishman, M. L.; Hicks, K. 

B. Preparation of poly(lactic acid) and pectin composite films intended for 

applications in antimicrobial packaging. J. Appl. Polym. Sci. 2007, 106, 801–

810, doi:10.1002/app.26590. 

125.  Correia, R. C.; Jozala, A. F.; Martins, K. F.; Penna, T. C. V.; Duek, E. A. de 

R.; Rangel-Yagui, C. de O.; Lopes, A. M. Poly(lactic-co-glycolic acid) matrix 

incorporated with nisin as a novel antimicrobial biomaterial. World J. 

Microbiol. Biotechnol. 2015, 31, 649–659, doi:10.1007/s11274-015-1819-0. 

126.  Jin, T.; Liu, L.; Zhang, H.; Hicks, K. Antimicrobial activity of nisin 

incorporated in pectin and polylactic acid composite films against Listeria 

monocytogenes. Int. J. Food Sci. Amp Technol. 2009, 44, 322–329, 

doi:10.1111/j.1365-2621.2008.01719.x. 

127.  Del Nobile, M. A.; Conte, A.; Buonocore, G. G.; Incoronato, A. L.; Massaro, 

A.; Panza, O. Active packaging by extrusion processing of recyclable and 

biodegradable polymers. J. Food Eng. 2009, 93, 1–6, 

doi:10.1016/j.jfoodeng.2008.12.022. 

 

  



49 

LIST OF FIGURES 
 

Figure 1. Illustration of the chemistry pertaining to biodegradation [5]. ............. 7 

Figure 2. Chart with classifications of biodegradable polymers. ......................... 8 

Figure 3. Levels of production of biodegradable plastics in 2017 (by market 

segment) (European Bioplastics, nova-Institute, 2017) [1]. ................................. 9 

Figure 4. Global levels of production of biodegradable plastics in 2017 and 2022  

(European Bioplastics, nova-Institute, 2017) [1]. ................................................. 9 

Figure 5. Primary methods for the synthesis of PLA [23]. ................................. 11 

Figure 6. Technical scheme for whey utilisation and upgrading [31]. ............... 13 

Figure 7. Timeline of nisin development [53]. ................................................... 17 

Figure 8. Schematic representation of the mechanisms of nisin action [55]. ..... 18 

Figure 9. Chemical structure of nisin A; arrows indicate the sites of amino acid 

substitutions for natural variants of nisin [53]. ................................................... 19 

Figure 10. Mechanisms of action of antimicrobial polymers [87]. .................... 21 

Figure 11. Schematic representation of antimicrobial polymeric systems [12,89].

 ............................................................................................................................. 22 

Figure 12. SEM micrographs of the cross-sections of the prepared blend systems 

containing a) PLA, b) PLA/nisin, c) PLA/PEG1000/nisin, and d) 

PLA/PEG6000/nisin after leaching in demineralized water. .............................. 30 

Figure 13. The release profile of nisin from the prepared blend samples. ......... 31 

Figure 14. Antibacterial activity of PLA/nisin and PLA/PEG/nisin blends treated 

at  a) 90°C, b) 120°C, c) 160°C, and d) 180°C for different durations; 

antibacterial activity of thermally untreated samples is taken as 100%. ............ 32 

Figure 15. GPC data on PLA-based blend samples during thermal treatment 

exceeding the Tm of PLA. ................................................................................... 33 

Figure 16. SEM analysis of a) PLA/PVA/1.5 NIS, b) PLA/PVA/GA/1.5 NIS, 

c) PLA/PVA/3.0 NIS, d) PLA/PVA/GA/3.0 NIS, e) PLA/PVA/5.0 NIS, 

f) PLA/PVA/GA/5.0 NIS, and g) PLA/PVA microparticles. ............................. 34 

Figure 17. Cumulative release of nisin from microparticles. ............................. 35 

 

  



50 

LIST OF TABLES 
 

Table 1. Antimicrobial fermentation metabolites [39] ........................................ 14 

Table 2. Characteristics of  LAB bacteriocins compared to antibiotics [44,49] . 16 

Table 3. Classifications of  LAB bacteriocins [51] ............................................. 16 

Table 4. Synthetic biodegradable polymers modified with nisin ........................ 25 

Table 5. Antibacterial activity (R) and efficiency (AE) of samples containing 

nisin against Gram-positive bacterial strains after 9 months of storage ............. 31 

Table 6. Antibacterial activity (AA) of microparticles containing various 

amounts of nisin and glutaric acid ....................................................................... 35 

 

 

 

LIST OF SYMBOLS AND ABBREVIATIONS 
 
AA Antibacterial activity 

Abu Aminobutyric acid 

AE Antibacterial efficiency 

ASTM American society for testing and materials 

ATR Attenuated total reflection 

CFU Colony-forming unit 

Dha 2,3-didehydroalanine 

Dhb 2,3-didehydrobutyrine 

DMA Dynamic mechanical analysis  

DSC Differential scanning calorimetry  

EDTA Ethylenediaminetetraacetic acid 

ELISA Enzyme-linked immunosorbent assay 

EVA Ethylene vinyl acetate 

FAO Food and Agriculture Organization 

FDA Food and Drug Administration 

FTIR Fourier transform infrared spectroscopy  

GA Glutaric acid 

GPC Gel permeation chromatography 

GRAS Generally recognized as safe 

GTA Glycerol triacetate 

HPLC High-performance liquid chromatography 

HPLC-QTOFMS High-performance liquid chromatography quadrupole time of 

flight mass spectrometry  



51 

ISO International organization for standardization 

IU International unit 

KCl Potassium chloride 

LA Lactic acid 

LAB Lactic acid bacteria 

LC-MS Liquid chromatography-mass spectrometry 

LMW Low-molecular-weight 

MIC Minimum inhibitory concentration 

NaCl Sodium chloride 

NIS Nisin 

PBAT Polybutylene adipate-co-terephthalate 

PBS Polybutylene succinate 

PBSA Polybutylene succinate-co-adipate 

PCL Polycaprolactone 

PE Polyethylene 

PEG Polyethelene glycol 

PET Polyethylene terephthalate 

PGA Polyglycolic acid 

pH Potential of hydrogen 

PHA Polyhydroxy-alkanoates 

PHB Polyhydroxy butyrate 

PHBV Polyhydroxybutyrate-co-hydroxyvalerate 

PHV Polyhydroxyvalerate 

pKa Acid dissociation constant 

PLA Polylactic acid, Polylactide 

PLGA Polylactic-co-glycolic acid 

PP Polypropylene glycol 

ppm Parts per million 

PS Polystyrene 

PVA Polyvinyl alcohol 

PVAc Polyvinyl acetate 

PVC Polyvinyl chloride 

R Antimicrobial activity (according to ISO 22196) 

SEM Scanning electron microscopy  

Tg Glass transition temperature 

Tm Melting temperature 

WHO World Health Organisation 



52 

CURRICULUM VITAE 
 

Personal information 

Ing. Pavlína Holčapková 

Zabrání 250, 763 02, Zlín 4, Czech Republic 

holcapkova@utb.cz 

Date of birth 17/12/1989 ‖ Nationality Czech 

 

Education  

2014–to date Doctoral degree studies 

Tomas Bata University in Zlín, Faculty of Technology, Zlín 

Technology of Macromolecular Compounds 

2012–2014  Master´s degree 

Tomas Bata University in Zlín, Faculty of Technology, Zlín 

Technology and Economics of Fat, Detergent and Cosmetics 

Production 

2009–2012 Bachelor´s degree 

 Tomas Bata University in Zlín, Faculty of Technology, Zlín 

 Technology of Fat, Detergent and Cosmetics Production 

2005–2009 High school with graduation 

Secondary Health School and Higher Medical School, Zlín  

 Medical Lyceum 

 

Training abroad  

16/04/2018–16/07/2018 Erasmus traineeship 

AIMPLAS, Plastics technology centre 

Valencia (Spain) 

Characterization of novel additives for tailoring of polylactide 

properties 

01/10/2016–01/11/2016 Erasmus traineeship 

WOOD K PLUS, Kompetenzzentrum Holz GmbH 

Linz (Austria) 

Preparation and characterization of biocomposites based on 

biodegradable polylactic acid (PLA) and natural fibres 



53 

Work experience on projects within Centre of Polymer Systems (CPS) 

10/2014–to date Member of research team 

Project TE02000006 – Centre for alternative environment 

friendly high effective polymer antimicrobial agents for 

industrial applications  

(2014-2019, TA0/TE) 

05/2015–10/2017  Member of research team 

Project QJ1310254 – Research into the use of whey as dairy 

industry waste product, the production of antimicrobial 

compounds for the modification of hydrophilic polymer systems 

with the use in cosmetic and medical applications  

(2013-2017, MZE/QJ) 

 

Work on projects within Internal Grant Agency (IGA)  

01/2018–08/2018 Member of research team 

Project IGA/CPS/2018/003 – Functionalized polymer 

composites  

Tomas Bata University in Zlín, Centre of Polymer Systems 

 

01/2017–12/2017 Member of research team/Principal investigator 

Project IGA/CPS/2017/005 – Bioactive systems for medical and 

industrial applications  

Tomas Bata University in Zlín, Centre of Polymer Systems 

 

01/2016–12/2016 Principal investigator 

Project IGA/CPS/2016/004 – Preparation and characterization of 

bioactive polymer systems  

Tomas Bata University in Zlín, Centre of Polymer Systems 

 

03/2015–12/2015 Principal investigator 

Project IGA/CPS/2015/003 – Development of advanced 

biodegradable and antimicrobial polymer systems  

Tomas Bata University in Zlín, Centre of Polymer Systems 

 

09/2014–12/2014 Member of research team 

Project IGA/FT/2014/012 – Study on biodegradable and 

antimicrobial polymer systems  

Tomas Bata University in Zlín, Faculty of Technology 

 



54 

LIST OF PUBLICATIONS 

Paper submitted to international journals with impact factor: 

1. HOLCAPKOVA, Pavlina; HURAJOVA, Anna; BAZANT, Pavel; SEDLARIK, 

Vladimir. Thermal Stability of bacteriocin nisin in polylactide-based films. 

Submitted to Polymer Degradation and Stability, PDST-D-18-00041, 8th January, 

2018. 

Papers published in international journals with impact factor: 

1. HOLCAPKOVA, Pavlina; HURAJOVA, Anna; KUCHARCYZK, Pavel; BAZANT, 

Pavel; MISKOLCZI, Norbert; SEDLARIK, Vladimir. Effect of polyethylene glycol 

plasticizer on long-term antibacterial activity and the release profile of bacteriocin nisin 

from polylactide blends. Polymers for Advanced Technologies, 2018, 1-11. 

https://doi.org/10.1002/pat.4336 

2. BAZANT, Pavel; SEDLACEK, Tomas; KURITKA, Ivo; PODLIPNY, David; 

HOLCAPKOVA, Pavlina. Synthesis and effect of hierarchically structured Ag-ZnO 

hybrid on the surface antibacterial activity of a propylene-based elastomer blends. 

Materials, 2018, 11, 363. https://doi.org/10.3390/ma11030363 

3. HOLCAPKOVA, Pavlina; STLOUKAL, Petr; KUCHARCZYK, Pavel; OMASTOVA, 

Maria; KOVALCIK, Adriana. Anti-hydrolysis effect of aromatic carbodiimide in 

poly(lactic acid)/ wood flour composites. Composites Part A- Applied Science and 

Manufacturing, 2017, vol. 103, pp. 283-291. 

https://doi.org/10.1016/j.compositesa.2017.10.003 

4. HOLCAPKOVA, Pavlina; KOLAROVA RASKOVA, Zuzana; HRABALIKOVA, 

Martina; SALAKOVA, Alexandra; DRBOHLAV, Jan; SEDLARIK, Vladimir. Isolation 

and thermal stabilization of bacteriocin nisin derived from whey for antimicrobial 

modifications of polymers, International Journal of Polymer Science, 2017, vol. 2017, 

article ID 3072582. https://doi.org/10.1155/2017/3072582 

5. HOLCAPKOVA, Pavlina; HRABALIKOVA, Martina; STOPLOVA, Petra; 

SEDLARIK, Vladimir. Core-shell PLA-PVA porous microparticles as carriers for 

bacteriocin nisin, Journal of Microencapsulation, 2017, vol. 34, pp. 243-249. 

DOI:10.1080/02652048.2017.1324919. 

6. JANDIKOVA, Gabriela; HOLCAPKOVA, Pavlina; HRABALIKOVA, Martina; 

MACHOVSKY, Michal; SEDLARIK, Vladimir. Antimicrobial modification of 

polypropylene with silver nanoparticles immobilized on zinc stearate, Materiali in 

Tehnologije/Materials and Technology, 2016, vol. 50, pp. 869-871. 

DOI: 10.17222/mit.2015.152. 



55 

7. HRABALIKOVA, Martina; HOLCAPKOVA, Pavlina; SULY, Pavol; SEDLARIK, 

Vladimir. Immobilization of bacteriocin nisin into a poly(vinyl alcohol) polymer matrix 

cross-linked by non-toxic dicarboxylic acid. Journal of Applied Polymer Science, 2016, 

vol. 133, 28, article number 43674. DOI: 10.1002/app.43674. 

International conference contributions: 

1. MIKULCOVA, Veronika; HOLCAPKOVA, Pavlina; HURAJOVA, Anna; 

SEDLARIK, Vladimir. Purification and characterization of bacteriocin produced by 

membrane separation process. The 1st International Conference on Chemistry for 

Beauty and Health. Jun 13. – 16. 2018, Torun, Poland. 

2. HOLCAPKOVA, Pavlina; SEDLARIK, Vladimir. High-temperature stability of nisin 

incorporated into biodegradable films based on polylactic acid and its modifications. 

6th International Conference on Biobased and Biodegradable Polymers, Sep 11. – 13. 

2017, Mons, Belgium. 

3. HOLCAPKOVA, Pavlina; VOJTASKOVA, Katerina; SEDLARIK, Vladimir. Binary 

polymer systems PLA/PEG for immobilization of bacteriocins. 9th International 

Conference on Modification, Degradation and Stabilization of Polymers, Sep 4. – 8. 

2016, Krakow, Poland. ISBN 978-83-925627-3-3. 

4. JANDIKOVA, Gabriela; HOLCAPKOVA, Pavlina; HRABALIKOVA, Martina; 

MACHOVSKY, Michal; SEDLARIK, Vladimir. Antimicrobial modification of 

polypropylene with silver nanoparticles immobilized on zinc stearate. 23rd 

International Conference on Materials and Technology, Sep 27. – 30. 2015, Portoroz, 

Slovenia. 

National conference contributions: 

1. HOLČAPKOVÁ, Pavlína; HURAJOVÁ, Anna; SEDLAŘÍK, Vladimír. Liquid 

chromatography as a tool for identification of bacteriocin nisin incorporated into 

polymers. 70. Sjezd chemiků, Sep 9. – 12. 2018, Zlín, Czech Republic, p. 366. Czech 

Chemical Society Symposium Series 16(5), 323-486 (2018), ISSN 2336-7202. 

2. HOLČAPKOVÁ, Pavlína; HURAJOVÁ, Anna; MIKULCOVÁ, Veronika; 

SEDLAŘÍK, Vladimír. The effect of high temperatures on antibacterial activity and 

structural changes of PLA-based nisincontaining films. PLASTKO 2018, Apr 18. – 19. 

2018, Zlín, Czech Republic, p. 192. ISBN 978-80-7454-727-0. 

3. HOLCAPKOVA, Pavlina; BINDER, Michael; NOGOLOVA, Lucie; HURAJOVA, 

Anna; SALAKOVA, Alexandra; SEDLARIK, Vladimir. Membrane separation 

processes as tool for bacteriocin isolation. Membranes and Membrane Processes, Oct 

18. 2017, Straz pod Ralskem, Czech Republic, pp. 34-35. ISBN 978-80-906831-0-5. 



56 

4. HRABALÍKOVÁ, Martina; HOLČAPKOVÁ, Pavlína; VESELÁ, Daniela; 

SEDLAŘÍK, Vladimír. Biologicky rozložitelné nosiče pro kosmetické aplikace. 

Mezinárodní kosmetologická konference, Oct  4. – 6. 2017, Mikulov, Czech Republic, 

pp. 100-103. ISBN 978-80-904679-8-9. 

5. HOLČAPKOVÁ, Pavlína; NOGOLOVÁ, Lucie; VESELÁ, Daniela; SEDLAŘÍK, 

Vladimír. Bakteriocinem modifikovaný hydrogel. Mezinárodní kosmetologická 

konference, Oct  4. – 6. 2017, Mikulov, Czech Republic, pp. 96-99. ISBN 978-80-

904679-8-9. 

6. HOLČAPKOVÁ, Pavlína; HRABALÍKOVÁ, Martina; SEDLAŘÍK, Vladimír. 

Aktuální trendy v obalových materiálech pro kosmetiku. Mezinárodní kosmetologická 

konference, Oct  4. – 6. 2017, Mikulov, Czech Republic, pp. 92-95. ISBN 978-80-

904679-8-9. 

7. HOLČAPKOVÁ, Pavlína; VOJTÁŠKOVÁ, Kateřina; SEDLAŘÍK, Vladimír. Binární 

polymerní systémy PLA/PEG pro imobilizaci bakteriocinů. PLASTKO 2016, Apr 20. – 

21. 2016, Zlín, Czech Republic, pp. 229–238. ISBN: 978-80-7454-590-0. 

8. JANDÍKOVÁ, Gabriela; KUCHARCZYK, Pavel; HOLČAPKOVÁ, Pavlína; 

HRABALÍKOVÁ, Martina; MACHOVSKÝ, Michal; SEDLAŘÍK, Vladimír. 

Polymerní nanokompozit na bázi polypropylénu a nanočástic stříbra 

imobilizovaných na stearanu zinečnatém. PLASTKO 2016, Apr 20. – 21. 2016, Zlín, 

Czech Republic, pp. 374–378. ISBN: 978-80-7454-590-0. 

9. HOLČAPKOVÁ, Pavlína; KOLÁŘOVÁ RAŠKOVÁ, Zuzana; ŠALAKOVÁ, 

Alexandra; SEDLAŘÍK, Vladimír, Využití fermentačních produktů syrovátky v 

kosmetice. Mezinárodní kosmetologická konference, Oct  7. – 9. 2015, Frymburk, 

Czech Republic, pp. 109-113. ISBN 978-80-254-5454-1. 

10. KOLÁŘOVÁ RAŠKOVÁ, Zuzana; VESELÁ, Daniela; HOLČAPKOVÁ, Pavlína. 

Testování mikrobiologické stability kosmetických prostředků během simulace jejich 

užívání. Mezinárodní kosmetologická konference, Oct  7. – 9. 2015, Frymburk, Czech 

Republic, pp. 118-121. ISBN 978-80-254-5454-1. 

11. KOLÁŘOVÁ RAŠKOVÁ, Zuzana; NOGOLOVÁ, Lucie; HOLČAPKOVÁ, Pavlína; 

SEDLAŘÍK, Vladimír. Vliv polyethylenglykolu na stabilitu a antimikrobní vlastnosti 

nisinu v hydrogelu. Mezinárodní kosmetologická konference, Oct  7. – 9. 2015, 

Frymburk, Czech Republic, pp. 114-117. ISBN 978-80-254-5454-1. 

12. KOLÁŘOVÁ RAŠKOVÁ, Zuzana; HOLČAPKOVÁ, Pavlína; VESELÁ, Daniela; 

HRABALÍKOVÁ, Martina; SEDLAŘÍK, Vladimír. Stabilitní studie hydrogelů s 

obsahem syrovátkových bílkovin. PLASTKO 2014, Apr 8. – 9. 2014, Zlín, Czech 

Republic, pp. 274–278. ISBN 978-80-7454-335-7. 



57 

Other applied research outputs: 

1. HOLCAPKOVA, Pavlina; VESELA, Daniela; SEDLARIK, Vladimir; PANTUCEK, 

Jiri. Pilot scale production of cosmetics products with functional antimicrobial additive, 

pilot production, ID 43876764, 2017. 

2. HOLCAPKOVA, Pavlina; VESELA, Daniela; SEDLARIK, Vladimir; PANTUCEK, 

Jiri. Hydrogel stabilized by bacteriocin for cosmetic applications, functional sample, ID 

43876766, 2017. 

3. HOLCAPKOVA, Pavlina; VESELA, Daniela; SEDLARIK, Vladimir; PANTUCEK, 

Jiri. Ointment containing nisin-PEG conjugate, functional sample, ID 43876765, 2017. 

4. SEDLARIK, Vladimir; KOLAROVA RASKOVA, Zuzana; HOLCAPKOVA, Pavlina; 

NOGOLOVA, Lucie; SALAKOVA, Alexandra; DRBOHLAV, Jan. Stabilized 

polymeric nisin-containing composition, utility model No. 30133 (Industrial Property 

Office of the Czech Republic), accepted: December 13, 2016. 

Special-purpose publications: 

1. HOLČAPKOVÁ, Pavlína. Stability study of whey protein hydrogels (diploma thesis), 

Tomas Bata University in Zlín, Faculty of Technology, Zlín, 2014. 

2. HOLČAPKOVÁ, Pavlína. Interaction of polymers with surfactants (bachelor thesis), 

Tomas Bata University in Zlín, Faculty of Technology, Zlín, 2012. 



  

  



 

  



 

 

 

 

Pavlína Holčapková 

 

Utilisation of whey fermentation products for antimicrobial 

modification of biodegradable polymers 

Využití fermentačních produktů syrovátky pro antimikrobiální modifikace 

biorozložitelných polymerů 

 

Doctoral Thesis Summary 

Published by: Tomas Bata University in Zlín, 

nám. T. G. Masaryka 5555, 760 01 Zlín. 

 

Edition: published electronically 

Typesetting by: Pavlína Holčapková 

This publication has not undergone any proofreading or editorial review. 

 

Publication year:  2018 

First Edition 

 

 

 

 

ISBN 978-80-7454-820-8 


