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Abstract 
Development of a fast and reliable phage-based method for Paenibacillus larvae detection 

American Foulbrood (AFB) is one of the most important bacterial hive diseases worldwide, affecting 

honeybee larva. It is caused by the Gram-positive and spore-forming bacterium Paenibacillus larvae. 

Spores are the infectious form of this disease, and its spread in a bee colony often leads to its complete 

destruction. When the clinical symptoms of AFB appear, the disease can only be controlled by burning 

the hive. The early detection of P. larvae spores will enable the implementation of prophylactic sanitary 

measures; however, traditional methods are time consuming and often impairs prophylaxis. So far, no 

effective techniques for spore fast and on site detection were developed.  

We propose herein a novel method for P. larvae spore detection using PlyPl23 CBD. For that, in this 

work, magnetic beads functionalized with KP-Crystallin (KP-Cryst) – a keratin-like binding protein - will be 

used to capture and concentrate spores. Nutrient-dependent germination will enable CBD binding and 

subsequent observation of green-decorated spores by Fluorescence Microscopy. 

We monitored spore losses throughout the process and observed that the use of functionalized beads 

allowed losses similar to those obtained with the currently available method to concentrate and purify 

spores. In average, 1.2-Log (CFU. mL-1) were lost from a 107 CFU.mL-1 suspension. A concentration of 

spores closer to what occurs in the field (105 CFU.mL-1 ) allowed an even lower loss: 0.4-Log (CFU.mL-1).  

Besides demonstrating KP-Cryst’s ability to bind to keratin-like proteins in the spore coat, it has been 

shown that PlyPl23 CBD was able to bind to germinating spores, allowing P. larvae detection. However, 

in the presence of homogenized bee mid-hind gut (simulation of real samples) spore capture and CBD-

detection were hampered, and no green spores were visualised in the microscopic field from a suspension 

of 107 CFU.mL-1  after 4 h of germination. This was possible, yet, after 8 h of germination.  

This procedure brings an innovative strategy for P. larvae spore capture and subsequent detection in 

less than 24 h. The use of beads can replace previously used centrifugations steps, showing a high 

potential for the development of a fast detection KIT for on-site application. However, additional 

optimizations are required to increase the sensitivity of the method in real samples. 

 

Keywords:  American Foulbrood; Paenibacillus larvae detection; spore; KP-Crystallin; Cell wall binding 

domain 
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Resumo 
Desenvolvimento de um método rápido e fiável, baseado em fagos, para deteção de Paenibacillus 

larvae 

A loque americana (IA) é das mais importantes doenças bacterianas de colmeia a nível mundial, 

afetando a larva das abelhas. É causada pela bactéria Gram-positiva e formadora de esporos, a 

Paenibacillus larvae. Os esporos são a sua forma infeciosa, onde a sua propagação numa colónia de 

abelhas leva normalmente à sua total destruição. Quando os sintomas clínicos de IA aparecem, a doença 

só é controlada através da queima da colmeia. A deteção precoce de P. larvae permitirá a implementação 

de medidas profiláticas sanitárias; mas, os métodos tradicionais são morosos e prejudicam a profilaxia. 

Até à data, ainda não foram desenvolvidas técnicas eficazes para a sua deteção rápida e no local. 

Neste estudo propomos um novo método para a deteção de esporos de P. larvae usando PlyPl23 

CBD. Para tal, serão utilizadas beads magnéticas funcionalizadas com KP-Cristalina - proteína de ligação 

tipo queratina - para capturar e concentrar esporos. A germinação dependente de nutrientes permitirá a 

ligação do CBD e, subsequente observação de esporos verdes através de Microscopia de Fluorescência. 

A perda de esporos foi monitorizada ao longo do processo, observando-se que o uso de beads 

funcionalizadas permitiu perdas idênticas comparativamente ao método atualmente disponível para 

concentrar e purificar os esporos. Em média, 1.2-Log (CFU.mL-1) foram perdidos de uma suspensão 107 

CFU.mL-1. Uma concentração de esporos mais próxima da que ocorre nas abelhas (105 CFU.mL-1) permitiu 

uma redução ainda maior: 0.4-Log (CFU.mL-1).  

Além de demonstrar a capacidade da KP-Cryst se ligar a proteínas semelhantes à queratina na capa 

do esporo, foi demonstrada a capacidade de ligação do PlyPl23 CBD a esporos germinativos, permitindo 

a deteção de P. larvae. No entanto, na presença de intestino médio de abelha homogeneizado (simulação 

de amostras reais) a captura de esporos e a deteção por CBD foram prejudicadas, e nenhum esporo 

verde foi visualizado no campo partindo de uma suspensão de 107 CFU.mL-1 após 4 h de germinação. 

Ainda assim, tal foi possível com 8 h de germinação. 

Este procedimento representa uma estratégia inovadora para a captura e deteção de esporos de P. 

larvae no prazo de um dia útil. O uso de beads pode substituir etapas de centrifugação, mostrando um 

elevado potencial para o desenvolvimento de um KIT de deteção rápida para aplicação no local. Contudo, 

são necessárias otimizações adicionais para aumentar a sensibilidade do método em amostras reais. 

 

Palavras-chave:  Ioque Americana; Deteção de Paenibacillus larvae; esporos; KP-Cristalina; Domínio 

de ligação à parede celular 
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1.1. Background Information 

Since ancient times, beekeeping has been a sector of high economic and social standing1,2. Honeybees 

(Apis mellifera), besides contributing to a wide variety of ecosystems3,4 – dependent on the pollination of 

several native plants - are the most important pollinators for crops that rely on animal pollination for 

reproduction5–7. Furthermore, managed honeybees are responsible for the pollination of about 90 % of all 

commercial crops3, worthing worldwide about €175 billion/year8.  They are, hence, considered the most 

important pollinators worldwide, and their role in nature is directly linked to food availability and security 

and, subsequently, to human health9,10. In the case of a drastic decrease or even extinction of the honey 

bee population, humanity would not die, however its diet would be seriously impoverished3,9.  

Notwithstanding the importance of beekeeping, a study exposed the decline in bee population in North 

America (> 96 %) as well as in its geographical scope (23 – 87 %)7. In addition, since 2010, beekeepers 

have shown unsustainable annual losses of approximately 31 - 46 % of bee colonies7. This decrease in 

pollination bees is associated with several factors, including (a) large-scale conversion of natural 

landscapes into production-growing fields, resulting in malnutrition and increased exposure of bees to 

plagues7; (b) diseases (bacterial, viral and parasitic) affecting the hives3; (c) intensive exposure to 

pesticides, antibiotics (AB) and agrochemicals used in agriculture and to combat diseases2,11. For the 

former, the continuous application of these products causes a decrease in the longevity of bees as it 

affects their immune response, learning and olfactory memory, behaviour and forage7. Regarding 

diseases, the most devastating and frequent is bacterial, being known as American Foulbrood (AFB)12,13.  

 

1.2. American Foulbrood 

Honeybees are affected by a wide variety of parasites and pathogens such as viruses, bacteria, and 

fungi. Some of these pathogens are commensal, while others can kill individual bees or even entire 

colonies6. 

Paenibacillus larvae is a gram-positive spore-forming bacteria that causes the most destructive 

bacterial disease ever reported, the American Foulbrood (AFB)6,14. This is a highly contagious disease that 

is lethal to bee larva leading to entire colony destruction14. Apis mellifera, the world's most important 

pollinator insect, is the only known host of this bacteria15. The AFB was isolated for the first time, in 1989, 

in Argentina16. As it affects bees only in the larval and pupal state it is considered a breeding disease. 

Nowadays, it is reported worldwide, especially in the United States, Australia, Europe and South 
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America13,15. In Portugal, it occurs in wetter regions and, according to the General Directorate of Food and 

Veterinary, it is a compulsorily notifiable disease. 

The appearance of infected individuals - brown, viscous larvae - arranged in mosaic and with a 

characteristic odour are the most common clinical symptoms of this disease (Figure 1). Viscous threads 

of larva remains are formed in the alveolus, strongly adhering to its walls and carrying millions of spores, 

which are the infectious form of these bacteria17,18. 

 

 

 

 

 

    

    

    

    

    

    

    

The greatest difficulty in controlling this disease is the easy and rapid spread of spores. The spores 

are transported by the bees during drifting between hives, by the beekeepers' materials and equipment, 

and even by contaminated wax, pollen or honey19–21. These factors drive the spread of the disease within 

and between hives. 

No effective solution has yet been found for the treatment of this disease. The high resistance of P. 

larvae spores to adverse environmental conditions, such as high temperatures and chemical treatments, 

as well as their long-term viability make the eradication of spores extremely difficult21. Currently, 

transmission can only be controlled by colony burning, which (a) causes great economic damage to 

industries and agricultural production depending on pollination; affects the (b) livelihood of beekeepers 

and (c) affects habitats that rely on these insects for development19,22. Moreover, burning the colonies 

compromises bee biodiversity. 

The range of effective antibiotics for AFB (tylosin, lincomycin and oxytetracycline) are poorly 

metabolised by bees and can remain stable in honey for a long time23,24. Consequently, the consumption 

Figure 1. Representation of a healthy larva (dark blue) and an infected larva (red) inside the hive. 

Adapted from Genersch (2010). 
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of raw honey can be harmful to human health. The selection of AB resistant bacterial strains also 

represents a well-documented problem to Public Health and to the environment3,25. Furthermore, 

European legislation (CEE n º 2377/90) forbids the marketing of AB-contaminated honey. 

Although easily detectable, clinical AFB symptoms appear late in the hive being only evident after the 

disease outbreak, when its widespread can no longer be controlled26. Hence, for all that has been exposed, 

early detection of AFB in hives is urgent, and shall enable the implementation of preventive and corrective 

measures by beekeepers. 

 

1.3. Pathogenesis of AFB 

P. larvae is a rod-shaped, facultative anaerobic, peritrichously flagellated and highly motile gram-

positive bacteria (0.5 – 0.8 µm wide by 1.5 - 6.0 µm long) that appears either alone or in chains and 

filaments27. Moreover, forms spores under adverse environmental conditions such as lack of nutrients5. 

Spores are the only infectious form of P. larvae, and the infection process begins when bee larvae eat 

food contaminated with those spores provided by honeybees3. According to Genersch (2010), the oral 

uptake of ten spores via contaminated larval food is enough to initiate a fatal infection. Nevertheless, the 

dose-mortality ratio is influenced by other factors, such as bacterial strain, larval age and genetic 

constitution28.  

With increasing age, bee larva become less susceptible to infection and two days after hatching they 

are considered resistant. This age-dependent susceptibility has been attributed to peritrophic matrix (PM) 

development9,28,29. In this context, Yue and colleagues (2008) reported that PM composition and thickness 

progressively increases with larval age, possibly resulting in an increased ability of the larvae to retain 

bacteria in the midgut lumen.  

 

The P. larvae infection cycle can be divided in five major phases: spore intake, spore germination, 

vegetative cells proliferation, larvae death and, finally, sporulation (Figure 2).  
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Figure 2. Representation of the infection cycle of P. larvae in bee larvae. 

Briefly, the infection process starts with the oral uptake of spores by larvae in the first 36 hours (h) 

after egg hatching5. 12 h after ingestion, spores germinate, and the new vegetative bacteria proliferate 

massively3,28. In the next step, P. larvae disrupt the intestinal epithelium, with the help of several virulence 

factors5 For ERIC I and II genotypes - the two of five genotypes ever reported that caused AFB outbreaks5,23 

-  the chitin degrading enzyme PlCBP49 is a key virulence factor, being responsible for the disruption of 

the PM, which protects the epithelium from pathogen attack5. Moreover, while the exclusive P. larvae 

ERIC I toxins PlX1 and PlX2 are relevant for the virulence of the genotype, the SplA surface layer protein 

expressed exclusively by P. larvae ERIC II is essential for its pathogenic strategy, mediating bacterial 

adhesion to the middle intestinal epithelium5. Subsequently, bacteria invade the haemolymph, the 

infected larva die, and P. larvae begins to degrade the larval tissues. The tissue remaining, in the form of 

a viscous mass containing bacteria, dries out to a scale9,28. When the nutrients deplete, the vegetative 

bacteria begin to sporulate. The dry and ropy mass has billions of spores that spread in and between 

colonies2,19,28. Inside the colony, the spores are transmitted by the adult bees that ingest the remains of 

the larva, while the bees that steal honey from neighbouring infected hives promote contamination 

between colonies3,6,19. 
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1.4. American Foulbrood control strategies 

Some approaches have been proposed and investigated envisaging the control of this disease: (a) 

treatment with natural antimicrobials such as propolis, essential oils or royal jelly; (b) control by bacteria 

that inhibit proliferation of P. larvae; (c) non-conventional molecules; (d) plant extracts and, more recently, 

(d) phage therapy. 

 

As far as natural antimicrobial products are concerned, several essential oils were, indeed, considered 

effective for inhibiting the proliferation of P. larvae bacteria30–32. Nevertheless, despite promising, this 

approach still lacks toxicity and in vivo studies to support their use in hives32. On the other hand, propolis 

phenolic extracts have proven to be  effective and safe therapeutic agents by inhibiting the replication and 

growth of vegetative cells in the larval gut33. Although, additional tests may be required to strengthen these 

results. Finally, the use of royal jelly to inhibit the growth of P. larvae has also been reported in the 

literature. Mirgorodskaya and colleagues (2009) reported two proteins isolated from royal jelly - royalisin 

and apalbumin-2a – as having strong antimicrobial activity, in vitro, against P. larvae34.  

 

Honeybees are known to harbour a vast microbiome35. Therefore, the use of commensal bacteria, 

which compete and inhibit the proliferation of P. larvae, has been suggested for biological control. Lactic 

acid bacteria found inside the gut of the bee22, and other bacteria derived from hive by-products such as 

honey and pollen36,37, have been shown to be beneficial in controlling this bacterium. Nevertheless, these 

studies were carried out in vitro, requiring then further in vivo trials providing data to support the results. 

 

The use of plant extracts with antibacterial properties was another explored strategy. For example, 

several extracts from the genus Hypericum and the family Flourensia showed antimicrobial activity against 

P. larvae and no toxicity to bees38,39. More recently, also Laurus nobilis extracts40 and terpenoids41 revealed 

to have high activity against this pathogen.  

 

Keeping this same goal, another approach is also being considered. Phage therapy – the use of 

bacteriophages to kill bacterial cells – holds particular advantages over AB in fighting infections25,42–44. Since 

2013, when Oliveira and co-authors reported the first P. larvae bacteriophage phi_IBB_Pl23, several 

authors have been reporting effective phages for P. larvae control. Some authors performed prophylactic 

experiments, administering phages prior to in vivo infection with spores, with successful results. 

Nevertheless, its efficiency in treating larva after infection was not consensual24,45. On the other hand, 
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Brady and colleagues (2017) showed that bee larvae sprayed with phages were efficiently protected and 

rescued from infections caused by P. larvae. However, further studies need to be done in order to 

economize the phages (a lot of waste is generated). More recently, a new podovirus infecting P. larvae, 

API 480, widely infecting ERIC I strains but also ERIC II strains, was reported by Ribeiro et al. (2019). 

This was reported as a phage highly stable when exposed to high glucose concentrations or to larval 

gastrointestinal conditions43. Another important finding reported by Ribeiro and colleagues (2019) was 

based on  a biodistribution experiment that showed that, even though about 104 phages have reached 

the larvae after being uptaken by adult bees, only few maintained an infectious state (i.e. available to 

control the spread of the disease). They suggested that the inactivation of most phages was due to their 

exposure to royal jelly, and this way, that they should be protected against hive conditions44.  

Also, phage proteins are being explored. Ply Pl23 revealed to be a highly specific endolysin exhibiting 

high lytic activity against the bacteria25. Under pH 7 (occurring in hives), a concentration of 0.2 µM of 

enzyme was enough to lyse 104 CFU.mL-1 of P. larvae in less than 2 h. Moreover, besides not being 

inhibited for substances present in bee gut, in vivo safety evaluation tests have shown that this protein is 

not toxic to bee larva25. In the same year, PlyPa1A was reported by Leblanc et al. (2015). Using the food, 

the larvae were simultaneously (a) infected with spores and (b) treated with lysine at a concentration of 

16 mg.ml-1. Although mainly active against ERIC I genotypes, the enzyme is not toxic to bee larva and a 

single dose was able to rescue 75 % of the infected larvae46. 

 

1.5. Classification of P. larvae  

Bacteria belonging to the genus Paenibacillus have been isolated from a wide variety of habitats, with 

many being relevant to humans, animals, plants and the environment47. Most are found in the soil, often 

associated with plant roots. Some species produce antimicrobial compounds that can be used in 

medicine or as pesticides, while others produce enzymes that can be used in the chemical industry47.  

Species of this genus were originally included in the genus Bacillus due to the morphological 

characteristics in common with the species Bacillus subtilis, namely its rod-shaped form, its ability to be 

aerobic or facultative anaerobic and, especially, the ability to produce endospores47. Later, a more detailed 

analysis of phylogenetic relationships between species, relative to the 16S rRNA gene, resulted in the 

creation of the new genus Paenibacillus, which had two species, P. larvae and P. pulvifaciens3,48. However, 

analyses revealed high similarity at the molecular level between them, and consequently, after several 

studies and through genotyping and rep-PCR, these species were reclassified into one, Paenibacillus 
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larvae3,17.  The bacterium presents variable sizes (around 0.5 – 0.8 µm wide by 1.5 – 6.0 µm long) and 

may occur singly or in chains and filaments, where most strains are mobile49 (Figure 3).   

 

  

      

1.5.1. Genotypes and virulence of P. larvae  
 

The course and outcome of P. larvae infection depends not only on the larval age, as already 

mentioned, but also on the strain and genotype of the bacteria28.  

Up until now, P. larvae comprised four different genotypes (ERIC I - IV) which differ in various 

phenotypical characteristics, such as metabolism and virulence9. However, a few months ago in Spain, 

Beims and his collaborators (2020) discovered a new genotype, named ERIC V23.  ERIC I and ERIC II are 

frequently isolated genotypes from colonies infected by AFB, while few cultures of the other genotypes, 

ERIC III, ERIC IV, and ERIC V are available, and only in collections. 

 

 

 

 

 

Figure 3. Microscopic image of the H27 strain from the P. larvae ERIC I genotype, highlighting its rod-

shaped form. Observations were made in bright field. Black bar scale represents 10 µm. 
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 Table 1. Some characteristics of P. larvae genotypes ERIC I, II, III IV and V. 

*recent characterization by Beims and colleagues (2020) 

 

 

The most virulent genotypes at the larval level (ERIC II, III, IV and V) requires about 3 to 7 days, while 

the least virulent genotype at the larval level (ERIC I) needs about 12 days to kill all infected insects6. The 

outbreaks of AFB all over the word are caused by ERIC I and ERIC II5. Therefore, the focus of the scientific 

community falls on them. Following this, the differences in virulence parameters between those are 

detailed in Table 2.  

 

Table 2. Differences between ERIC I and ERIC II genotypes of P. larvae, in terms of virulence 

parameters. Adapted from Genersch et al. (2017) 

 

While most larvae infected with the ERIC II genotype die before cell capping (80 -95 %) being removed 

by the nurse bees23,48 - a considerable proportion of ERIC I infected larva die just after metamorphosis (40 

to 60 %). In colonies, the ropy mass in the capped cells will dry out to the foulbrood scale, which contains 

billions of spores, making it easier to spread the disease. Therefore, the more larva die after being capped 

and without being removed by the nurse bees, the more foulbrood scales will develop, and more spores 

will circulate in the colony6. Hence, the P. larvae ERIC I genotype is more virulent at colony level than 

ERIC II, because colony collapses faster6,23. As the ropy mass in capped cells and foulbrood scales are the 

ERIC genotypes ERIC I ERIC II ERIC III ERIC IV ERIC V* References 

AFB symptoms + + + + + 

17 

23
 

LT100 (days) ~ 12 ~ 7 

 

~ 7/3* 

 

 

~ 7/3* 

 

~ 3 

Pigmented 

colony morphology 
- + + - ? 

P. larvae genotypes 

Virulence parameters 

 Infected larvae dying before 

capping (%) 

Infected larvae dying in capped cells and 

developing into ropy mass and foulbrood scales 

(%) 

ERIC I 40 - 60 60 - 40 

ERIC II 80 - 95 5 - 20 
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clinical symptoms used to diagnose AFB in the field, its symptoms are more easily and rapidly detected 

in colonies infected with P. larvae ERIC I6. Thus, false-negative diagnoses are more likely to appear when 

colonies are infected with P. larvae ERIC II due to the hygienic behaviour of nurse bees48. 

 Notwithstanding, in both cases colonies will eventually succumb to the disease if left untreated and 

will be a source of infectious spores for neighbouring colonies. From a diagnostic point of view, the early 

detection of spores, before any clinical signs appear in the colony, will allow the application of prophylactic 

sanitary measures by beekeepers, avoiding bee losses26. 

 

1.5.2. P. larvae spores  
 

Some bacteria can survive under adverse environmental conditions, such as starvation, through the 

formation of stress resistant spores6. These structures are capable of withstanding extreme heat, radiation 

or chemical agents, conditions that would kill any vegetative cell12,50. Spores can survive in such a dormant 

form for decades51, becoming though the perfect vehicles for infectious diseases50,52. When nutrients return 

to the environment, dormant spores can germinate, reverting to actively growing cells almost immediately.  

Dormant spores are composed by many structures, comprising from inside out: the core, an inner 

membrane, the cortex, an outer membrane, the spore coat, and in some species, the exosporium53. 

Furthermore, structures may vary within the same specie depending on their genetic characteristics23. For 

instance, in P. larvae, the ERIC I and II genotypes have a smooth surface, while the other genotypes 

appear to have ridges23. P. larvae spores are often found free measuring around1.3 µm long vs 0.6 µm 

wide27. Figure 4 shows a typical structure of Paenibacillus larvae ERIC I spore.  

 

 

Figure 4.  Structure of a P. larvae ERIC I spore. (Transmission electron micrographs, 50 000x  

magnification. Scale bar: 200 nm) 
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In general, spore core contains all the genetic information necessary for the formation of a functional 

vegetative cell as well as several small proteins and molecules deposited during spore formation54. While 

some compounds provide resistance during dormancy, others are involved in spore germination and 

outgrowth54. For instance, dipicolinic acid calcium chelate (Ca2+-DPA) is present in very high concentrations 

in the core and its storage during sporulation contributes to the displacement of water54. Surrounding the 

latter are two different layers of peptidoglycan (PG). The inner layer, highly lipidic, protects the DNA from 

harmful chemicals, becoming the cell wall of vegetative cells after germination. It is thus known as the 

germinal cell wall53,54 and houses the receptors where nutrients will bind to trigger germination53. The outer 

layer is the PG cortex, with high residues of N-acetyl muramic acid and also high enzymatic activity54. 

Additionally, this layer plays a key role in dehydrating the spores, physically restricting the nucleus and 

preventing its expansion53,54. Then, there is a  lipid bilayer called outer membrane surrounding the PG 

cortex that, even not acting as a permeability barrier in the dormant spore, is essential for spore 

formation53. Finally, the spore coat is composed of more than 50 spore-specific proteins, where the 

function of the most is not known. Despite the practically non-existent information about P. larvae spore 

coat proteins, it is known that the coat of Bacillus harbor cortex lytic enzymes, oxidases and others, such 

as keratin-like proteins. Nevertheless, the coat protects the spore from reactive chemicals and lytic 

enzymes, being the outermost layer of the P. larvae spore50.  

 

1.5.3. Germination of P. larvae spores 
 

Spores are transformed into vegetative bacteria by the germination process, which is a critical step for 

infection onset in numerous hosts19. This process is activated by environmental impulses, which are 

translated into a series of connected events, resulting in the loss of the properties of dormant spores52.  

In general, germination might be triggered by two routes: (a) nutrient-dependent or (b) nutrient-

independent ones. While the first includes low molecular weight compounds – specie and strain specific 

– such as amino acids, sugars and purine derivates50, the second one comprises Ca2+-DPA, lysozyme, 

cationic surfactants, high pressure, among others50,53. 

Nutrient-dependent germination results from the passage of the germinants through the spore’s outer 

layers, which is facilitated by the presence of specific coating proteins50. When the environmental 

conditions are favourable, the sensory mechanisms of the spore surface detect the respective germinants 

leading to germination50. Regarding nutrient-independent pathway, it may be started in 3 distinct ways: 

high pressures activate (a) the germinating receptors (100-200 MPa); or (b) the release of Ca2+-DPA (500-
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600 MPa); while (c) alkylamines activate the release of Ca2+-DPA either directly or indirectly by effects on 

the internal spore membrane. Consequently, the Ca2+-DPA activates cortex enzymes, like CwlJ, which will 

cause cortex hydrolysis and, subsequently, result in the formation of a vegetative cell53. In addition, it is 

also known that treatment with lysozyme causes hydrolysis of the cortex, which in some way causes the 

release of Ca2+-DPA53. 

 

The nature of the spore germination signals has been widely studied in Bacillus and Clostridia, but 

only recently P. larvae germination process has beginning to be discovered. Alvarado and colleagues 

(2013) showed that P. larvae spores specifically recognized L-tyrosine and uric acid as germinants. This 

nutrient-dependent germination can be described as a single integrator logical gate, where multiple 

germinants must interact individually with their respective receptors, and more than one germinating 

agent must be present to activate germination19,52. In P. larvae spores, each receptor recognizes its own 

germinating agent (uric acid and L-tyrosine). Although the germination mechanism of P. larvae is not fully 

understood, it is known that its genome encodes putative germination receptors similar to those found in 

Bacillus and Clostridium species12, being a general scheme of this process represented in Figure 5. 

 

 

Figure 5. Scheme of P. larvae spore’s germination. *Cortex lytic enzymes presumably involved in 

P.larvae spore’s germination process.  

Briefly, when the germinants, uric acid and L-tyrosine, are recognised by the respective receptors of 

the GerA family (located in inner membrane), a series of biophysical events are initiated50. This involves the 

release of monovalent ions from the core (H+, Na+, K+) followed by the release of high amounts of Ca2+-

DPA, resulting in partial core hydration50,54. The lytic enzymes from the cortex, possibly Sleb and ClwJ54,55, 

are then activated, which seems to be a critical step for germination. Through degrading the cortex from 

Germination 
triggered

•P. Larvae germinants: uric acid and L-tyrosine

•GerA family receptors

Cortex 
hydrolysis

•Release of monovalent cations and Ca+2-DPA

•Cortex lytic enzymes, possibly: SleB* and CwlJ*

•Expansion and rehydration of the core

Germination 
complete

•Resumption of metabolic activity

•Vegetative cell
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opposite sides - SleB from the inside out and CWlJ from the outside - they allow expansion and total 

rehydration of the core54. This will enable the reactivation of metabolic activity and the synthesis of 

macromolecules50. Subsequently, the activity of the proteases together with the core swelling culminates 

in the mechanical disruption of the spore coat, allowing the outgrowth of the vegetative cell50,54. 

 

P. larvae spore’s germination only occurs in the larval gut, where L-tyrosine and uric acid are 

combined, and remain dormant in adult bees’ gut, where the germinating agents are spatially separated. 

It is worthing note that germination responses in different P. larvae strains are similar17,19. 

 

Considering that AFB symptoms are only evident after disease outbreak, the focus of some research 

has been the monitoring of P. larvae spore load in hive, known to be positively correlated to the likelihood 

of occurring clinical symptoms2,26. While Gende and colleagues (2011) suggested that a level of around 

3000 spores per adult bee is the threshold for the onset of the first symptoms of AFB26, Stephan et al. 

(2020) reported only an average of 228 spores per bee2.  

 As already mentioned, besides highly contagious and difficult to eradicate, once established in the 

hive it will cause the death of the entire colony. Therefore, the early detection of spores in adult bees is 

particularly important for asymptomatic colonies - about 25 % of spore-producing colonies remain 

undetected2 -, since may help to prevent this disease and consequently contribute to the implementation 

of prophylaxis or controlling sanitary measures.  

 

1.6. Current methods for P. larvae detection 

Currently, AFB diagnosis is based on the identification of the etiological agent and on the observation 

of clinical symptoms6. The latter depends on the genotype involved, the stage of the disease and the 

strength of the bee colony57.  

According to the World Organization for Animal Health, the current detection techniques used to isolate 

and identify P. larvae require: (a) a previous culture step, and only then the bacteria can be identified 

through conventional polymerase chain reaction (PCR), mass spectrometry, biochemical tests, antibody-

based techniques and microscopy; or (b) can be directly performed on collected samples through real-

time PCR (qPCR).  
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The culture-based detection techniques used to isolate and identify P. larvae are slow (requires several 

days) hindering treatment due to a time-consuming turnover58,59. Moreover, the results depend on the 

culture medium with a high probability of false negatives arising in a certain environment60.  Table 3 shows 

the test methods available for monitoring AFB disease in hives.  

 

Table 3. Methods available for the monitoring AFB disease in hives without visible clinical symptoms. 

Adapted from Word Organization for Animal Health (2019) 

Method Previous culturing step AFB monitoring  

Bacterial isolation  +++ 

Mass spectrometry  - 

Antigen detection Yes ++ 

Microscopy  ++ 

Conventional PCR  +++ 

Real-time PCR 
No 

+++ 

Vita Bee Health Kit ++ 

+++ recommended method; ++ suitable method; - inappropriate method for the purpose 

  

Molecular methods, such as PCR-based ones, have overcome many culture-based limitations due to 

their specificity, high sensitivity and cultivation avoidance16,60,61. In the last year, Crudele and co-workers 

(2019) compared qPCR with culture-dependent methods to detect P. larvae spores in honey, concluding 

that the second led to false-negative results (59.6 % positive samples by qPCR versus 32.3 % with plate 

count60). Nonetheless, the efficiency of DNA recovery, the influence of inhibitors in PCR reaction from 

sample matrix, and the false-positive results due to dead bacteria DNA might compromise this molecular 

method62,63. Furthermore, and similarly to immunoassays, PCR does not distinguish between viable and 

non-viable bacterial cells58. 

 The use of antibodies for detecting vegetative cells is also being explored, but it brings some 

disadvantages such as: complex, time-consuming and expensive production; sensibility to temperature 

and pH; and propensity to aggregation2,14. Yet, the lateral flow device developed by Vita Europe Ltd. – Vita 

bee Health kit - uses antibodies and allows to detect  ERIC I strains of P. larvae in the vegetative state, 

on-site64.   

 

Based on this, new methods able to overcome the existent drawbacks will play a critical role in P. 

larvae control.  
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Recently, Santos et al. (2019) revealed the sequence of a cell wall binding domain (CBD) derived from 

lysin PlyPl2325 able to specifically bind to P. larvae of all ERIC genotypes. As a recognition element, this 

CBD was been reported as having a high potential for P. larvae detection14.  

 

1.7. Current methods for P. larvae spore’s purification 

The early detection of subclinical P. larvae infection would largely benefit from a faster spore detection 

methodology. When vegetative cells are identified by the conventional methods the AFB outbreak may 

already been started6,65. A method for the purification and concentration of spores directly from the 

samples collected on field (adult bees) may be challenging to develop.  

Mahdi et al. (2018) described a protocol for this purpose in which HistoDenz® gradient was used:  50 

% (w/v) and 20 % (w/v). After centrifugation, the pellet contain the dormant spores, the intermediate 

phase the germinating spores and the upper phase, the cellular debris (Figure 6).  

 

 

Figure 6. General scheme of dormant spores’ separation from other components (cells, cells debris 

and germinating spores) by HistoDenz® gradient. 

These protocols were optimized with ERIC I genotype strains, thus some parameters may have to be 

adjusted concerning others ERIC genotypes. Despite the method allows obtaining stocks of spores with a 

high degree of purity10,12,66, it is a sensitive method with associated loss of spores. 

 

As such, the development of more expeditious methods allowing spore purification and concentration 

from bee samples would be highly valuable to support new spore-detection methods. 

https://currentprotocols.onlinelibrary.wiley.com/doi/abs/10.1002/cpmc.46
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 Currently, recombinant hybrids containing a polypeptide fusion partner, called affinity tag, are widely 

used to facilitate target purification. Moreover, several different proteins, domains or peptides can be 

fused depending on the purpose67. The advantages of using fusion proteins to facilitate the purification, 

detection or improvement of various targets are well recognized67. For example, magnetic beads coated 

with CBDs have already been reported for pathogen immobilization, separation and detection from 

complex matrix with higher recovery rates42,68. Yet, the CBD binding to spores might be prevented by spore 

coat. As no information about spore-affinity molecules have ever been reported for P. larvae, the ability of 

fusion proteins to bind to P.larvae spores has never been explored. Nevertheless, considering the 

similarity between Bacillus subtilis and Paenibacillus larvae50, we can expect the presence of common 

proteins in the spore coat of each one of them – it is far known the presence of keratin-like in the spore 

coat of B. subtilis.  

 

In 2019, Tinoco and colleagues showed the improvement of the thermal properties of hair by the 

binding of human crystallin (Cryst) conjugated with a keratin-based peptide (KP). Besides the high thermal 

stability of the KP-Crystallin (KP-Cryst) fusion protein, a relatively good hair binding at different pH has 

also been demonstrated. Thus, in the present work we took advantage of the KP-Cryst fusion protein 

developed by Tinoco et al.(2019)67 to create a novel method of capturing P. larvae spores - relying on the 

thermodynamic stability of Cryst (provided by the extremely strong packaging of its β-sheet Greek key 

motifs and their respective interactions) with the ability of a KP to bind to keratin-like proteins, presumably 

present in the spore coat of P. larvae.  

 

1.8. Aim 

AFB is the most lethal bee disease in the world, caused by the gram-positive bacteria P. larvae. 

Currently, the existing methodologies for the detection and identification of this bacterium present several 

deficiencies. Some are highly time consuming, while the effectiveness of others may be compromised by 

several factors. 

For those reasons it is urgent to find new methods allowing faster analysis with high accuracy. 

The purpose of this work is to develop a rapid method for early AFB detection, ideally with potential to 

be applicable on site and with final results within 24 h or less. Accordingly, it shall not comprise 

centrifugation steps and it must assure a high spore recovery efficiency, where a spore loss equal or 

inferior to 1-Log is the main target.  
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For that, the use of KP-crystallin (KP-Cryst) fusion protein to effectively recover and concentrate P. 

larvae spores was planned, to allow the subsequent use of a phage lysin CDB (of PlyPl23) that would 

specifically bind to P. larvae after induced spore germination.
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2.1. Expression, purification and quantification of PlyPl23 CBD 

 

The expression of the PlyPl23 CBD (CBD) was performed as described by Santos et al., (2019)14. 

Briefly, a single colony of the mutant with the recombinant plasmid was inoculated in Lysogeny Broth 

(LB) medium supplemented with 50 µg.mL.1 of kanamycin and grown overnight at 37 ºC. Then, a certain 

volume (1:10) of the pre-inoculum was inoculated into LB medium supplemented kanamycin until 

reaching an optical density at 620 nm (OD620nm) of 0.5. The recombinant protein expression was induced 

with isopropyl-ß-D-thiogalactopyranoside 1 mM, and performed overnight at 16 ºC, 150 rpm. The cells 

were harvested by centrifugation (8 000 g) for 10 minutes (min) and then resuspended in 1/25 volume 

of lysis buffer (20 mM NaH2PO4, 500 mM sodium chloride, 10 mM imidazole, pH 7.4). The cellular rupture 

was performed by freeze-thawing (3 cycles, from -80 ºC and bain marie at 37 ºC), followed by 6 min of 

sonication (Cole-Parmer Ultrasonic Processor) during 10 cycles (30 s ON, 30 s OFF) at 30 % amplitude. 

Soluble cell free extract was separated by centrifugation (9 500 g, 30 min, 4 ºC), filtered (0.22 µm PES 

membrane) and loaded on a 1 mL HisPurTM Ni-NTA Resin (Thermo Scientific) stacked in a Polypropylene 

column (Quiagen). After two washing steps with protein-dependent imidazole concentrations (lysis buffer 

supplemented with 10 mM imidazole in the first wash, and 30 mM imidazole in the second wash) the 

protein was eluted with 300 mM imidazole (two fractions: 200 and 700 µl). Samples of each fraction 

were analysed by SDS-PAGE (Appendix I). 

The purified protein was concentrated and dialyzed against a storage buffer (10 mM Tris-HCl, pH = 

7.0) through centrifugal Amicon Ultra - 0.5 mL (Millipore) filters and stored at 4 ºC. Protein concentration 

was determined using the BCA Protein Assay Kit (Thermo Scientific) with bovine serum albumin (BSA) as 

standard (Appendix II) 

 

2.2. Bacterial strains  

In this study, a P. larvae strain previously isolated from Portuguese hives was used: Pl02-27 (H27), 

belonging to the ERIC I genotype25. This strain, stored at -80 ºC with 20 % glycerol, was cultivated in 

MYGPG agar (10 g.L-1 Mueller-Hinton Broth (Oxoid); 15 g.L-1 yeast extract (Oxoid); 3 g.L-1 de K2HPO4 

(LabKem); 1 g.L-1 de Sodium-pyruvate (Fisher); 2 % glucose (Ameresco) and 17 g. L-1 agar (VWR)) and 

incubated for two days at 37 °C under 5 % CO2.  
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2.3. P. larvae spore’s preparation 

P. larvae spore’s suspensions were prepared based on the procedure described by Oliveira et al. 

(2015)25, with some modifications. Briefly, strain H27 was spread over MYPGP agar and then incubated, 

at 37 ºC under 5 % CO2 for 8 days. Ice cold ddH2O water was poured onto the bacterial lawns, which were 

scrapped from the MYPGP agar plate, and the suspension obtained was then collected Spores were 

pelleted by centrifugation (8 000 g, 5 min) and suspended in fresh ddH20. After three washing steps 

with sterile water, spores were purified following a methodology described by Mahdi et al. (2018)10. In this 

procedure a two-phase aqueous system was used, composed of HistoDenz®. A two-phase gradient was 

created by adding a 20 % (w/v) to a 50 % (w/v) HistoDenz® solution, dissolved in water (total volume of 

5 mL), allowing the separation of phases. Afterwards, 4 mL of spores’ suspension and 1 mL of sterile 

water (total volume of 5 mL) were carefully poured on the top layer and centrifuged at 7 400 g  for 35 

min (4 °C). Next, the last 2.5 mL of the lower phase (where spores were concentrated) was carefully 

recovered. Spores were washed three times (12 000 g, 2 min) and resuspended in 1 mL ddH2O. 

The purification efficiency was determined by microscopy (Olympus BX51, 1000x magnification) to 

verify the presence/absence of vegetative cells. 

The spore concentration (CFU.mL-1) was assessed as follows: 20 µl of spore’s suspensions were heat 

activated (75 ºC, 15 min), serially diluted in sterile ddH20, and spread over MYPGP agar. Plates were 

incubated for 2 days at 37 ºC, 5 % CO2. 

 

2.4. Germination assays  

The binding ability of CBD on germinating spores of H27 was determined. Spores were firstly decoated: 

100 µl of each spore’s suspensions were centrifuged (12 000 g, 2 min) and then resuspended in 50 

µl of dithiothreitol (DTT, 100mM) and 50 µl Proteinase-k (1 mg.mL-1).  After an incubation of 40 min at 

56 ºC, 5 µl of lysozyme (0.05 mg.mL-1) was added and the mixture was incubated for another 20 min at 

the same conditions. After three washing steps (12 000 g, 2 min, 4 ºC) with sterile water, the spores 

pellet was incubated with germinants, which consisted in a solution of 80 µl MYPGP, 10 µl L-tyrosine (3 

mM) and 10 µl uric acid (3 mM), and incubated at 37 ºC under 5 % CO2 (120 rpm) for 4 h. After 

centrifugation, the pellet was resuspended in 100 µl of NaCl. Next, suspension was harvested and 15 µl 

of CBD (10 µM) was used to resuspend the pellet. After 20 min of incubation at room temperature (rt), 
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two washing steps with sterile NaCl 0.9 % were made. At last, pellet was resuspended in a residual volume 

of sterile NaCl 0.9 %.  

The effectiveness of the binding assay was determinate by fluorescence optical microscopy (FOM) -  

Olympus BX51, Magnitude 1000x - comparing the images from bright field with the ones obtained under 

FITC filter. Dormant spores and vegetative P. larvae cells were used as negative and positive control, 

respectively. 

 

2.5. Expression, purification, and quantification of KP-Crystallin  

The expression of the KP-Cryst was performed as described by Tinoco et al., (2019)67. Briefly, a single 

colony of the mutant with the recombinant plasmid was inoculated in LB supplemented with kanamycin 

and grown overnight at 37 ºC. A certain volume (1:10) of the pre-inoculum was inoculated into Terrific 

Broth–Auto Induction Medium. The culture was grown for 24 h at 37 ºC, 200 rpm. The cells were 

harvested by centrifugation (7 000 g at 4 ºC for 5 min) and then resuspended in phosphate buffer (20 

mM sodium phosphate, 500 mM sodium chloride, 10 mM imidazole, pH 7.4) with a protease inhibitor. 

The cellular rupture was performed by sonication (vibra-cellTM SONICS) for a total of 10 min (3 s ON, 9 s 

OFF) at 40 % amplitude. The soluble cell free extract was separated by centrifugation (10 000 g, 40 

min, 4 ºC), filtered (0.22 µm PES membrane) and loaded on a 1 mL HisPurTM Ni-NTA Resin (Thermo 

Scientific) stacked in a Polypropylene column (Quiagen). After four washing steps with protein-dependent 

imidazole concentrations (phosphate buffer supplemented with 20 , 40, 50 and 80 mM imidazole in the 

first, second, third and fourth wash, respectively) the protein was eluted with 100 (one elution), 250 (one 

elution) and 500 mM imidazole (three elution). Samples of each fraction were analysed by SDS-PAGE 

(Appendix III). 

The purified protein was concentrated and dialyzed against a storage buffer A (120 mM Heppes, 500 

mM NaCl, pH 7.0) through centrifugal Amicon Ultra - 0.5 mL (Millipore) filters and stored at 4 ºC. Protein 

concentration was determined using the BCA Protein Assay Kit (Thermo Scientific) with BSA as standard. 

 

2.6. FITC Linkage to KP-Cryst 

To study the adhesion profile of KP-Cryst to dormant spores and its ability to coat nickel magnetic 

beads, fluorescein 5(6)-isothiocyanate (FITC) was linked to the protein. The staining of the KP-Cryst with 
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FITC was performed as described by Tinoco et al., (2019)67. The protein was dissolved in 0.1M sodium 

carbonate buffer, pH 9, at 1 mg.mL-1. A volume of 5 mL from these solutions was incubated with 250 µL 

of a 0.5 mg.mL-1 FITC in DMSO solution, at 4 ºC. Unbound FITC was separated from the conjugate KP-

Cryst-FITC by dialysis against water, at 4 ºC.  

 

2.7. Functionalization of Magnetic Beads 

Nickel magnetic beads (MB) - Ni-Charged MagBeags from GenScript  - with strong metal-chelating 

agent suitable for binding of six His-tags were used. A volume of 15 µl of the provided suspension was 

incubated with KP-Cryst (0.07 mg.mL-1) for 1 h at room temperature (rt) and deprived from light (DL). MB 

were then collected using a magnetic support and washed twice with ddH2O water. The number of MB 

used in each assays was estimated based on Loessner et al. (2007) – Appendix IV - using the following 

formula: [4/3 πr3] x 0.28, where r represents the average radius of MB. 

The effectiveness of the binding assay was confirmed by FOM (Olympus BX51, Magnitude 1000x), 

comparing the images in bright field and under the FITC filter. MB alone were used as negative control.  

 

2.8. KP-Cryst non-specific binding 

Homogenised bee’s mid-hind guts (HBG) were prepared and incubated with KP-Cryst to evaluate the 

protein non-specific binding. Briefly, 10 bees were washed in 0.9 % NaCl, dissected with a sterile tweezer, 

and the bee’s mid-hind gut were collected to a microtube. After the addition of 30 µl of ddH2O, the solution 

was vigorously vortexed, centrifuged at 8 000 g  for 5 min, and the supernatant was collected. Each 

HBG was treated in triplicate: (a) without heat treatment; (b) with heat treatment at 80 ºC for 10 min; (c) 

with heat treatment at 95 ºC for 3 min. Next, labelled KP-Cryst (0.07 mg.mL-1) was added to each sample 

and incubated at rt for 20 min, DL. After three washing steps (8 000 g, 5 min) each solution was 

resuspended in 20 µl of ddH2O. HBG alone were used as negative control to monitor the tissue 

autofluorescence. 

KP-Cryst non-specific binding to bee commensals, namely P. larvae, was also tested using the H27 

strain. After cultivation, one single colony of this strain was resuspended in 500 µl of NaCl 0.9 %. Then, 

the bacterial suspension followed the same procedures adopted for the HBG.   
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The effectiveness of the binding assay was determinate by FOM (Olympus BX51, Magnitude 1000x) 

comparing the images in bright field and under the FITC filter.  

 

2.9. KP-Cryst binding to spores 

A spore suspension (108 CFU.mL-1) was incubated with 0.07 mg.mL-1 KP-Cryst at rt, DL. Incubation 

times were 10, 15, 20, 25 and 30 min. After three washing steps (12 000 g, 2 min), pellet was 

resuspended in a residual volume of ddH2O. 

In order to access if KP-Cryst binding to spores (KP-Cryst-Sp binding) was affected by the presence of 

HBG (no heat), 20 µl of the latter, either no-filtered and filtered (through 0.45 µm), were added to a 

suspension of 20 µl of spores (108 CFU.mL-1). Next, KP-Cryst (0.07 mg.mL-1) was added to the mixture, 

with incubation occurring at rt for 20 min, DL. After three washing steps (12 000 g, 2 min) each pellet 

was resuspended in 20 µl of ddH2O.  

The effectiveness of the binding assay was inferred by FOM (Olympus BX51, Magnitude 1000x) 

comparing the images in bright field and under the FITC filter.  

 

2.10. Influence of KP-Cryst superficial charge on KP-Cryst-spores binding 

2.10.1. Dynamic Light Scattering (DLS) 
 

The zeta potential (mV) of a pure suspension of spores (106 CFU.mL-1) in water was determined on a 

Zetasizer Nano ZS (Malvern Instrumentts), with a Zetasizer software. The data was recorded according to 

the viscosity of water at 25 °C: 0.893 x 10-3 Pa.s. 

 

2.10.2. Efficiency of positively charged KP-Cryst in binding to spores 
 

The influence of the charged KP-Cryst on binding to spores was evaluated using buffer A (pH 7) and 

buffer B (pH 5), through protein quantification and by confocal microscopy. 
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a) Protein quantification 

 

The protein (initial concentration, Ci = 0.4 mg.mL.1) was incubated with two pure spore suspensions 

at different initial concentration ([Sp]I -CFU.mL-1 ) - 107 and 105 CFU.mL-1 - for 20 min at rt.  After a 

centrifugation step (12 000 g  for 2 min), the supernatant was collected and the unbound protein (UP) 

was quantified  using the BCA Protein Assay Kit. The quantity of KP-Cryst bound to spores (Cf) was 

assessed through the following formula: Cf = Ci-UP. 

The binding efficacy (%) was determined as follows: 

 Binding efficacy=[Cf/Ci] x 100. 

 

b) Confocal microscope 

 

The high quality and definition of the Confocal images would enable the use of software capable of 

analysing the fluorescence intensity of different areas of the image, simplifying the comparison of the 

intensity of KP-Cryst-Sp binding at different pH's. So, for confocal microscopy, KP-Cryst (0.4 mg.mL-1), 

either positively charged (suspension in buffer B) or neutral (suspension in buffer A), was used to 

resuspend a pellet of spores (107 CFU.mL-1). The 20 min incubation (DL at rt) was followed by two 

washings (12 000 g, 2 min), and the pellet was finally resuspended in 25 µl of the respective buffer. 

The analysis was performed using the Confocal Scanning Laser Microscope (Olympus BX61, FluoView 

1000 model). For all samples, the image acquisition was done using the same settings (filter, exposure 

time and luminosity). The detection was obtained with a laser excitation line at 488 nm and emission 

filters BA 505-605, green channel. The images were acquired with the FV10-Ver4.1.1.5 (Olympus) 

programme. 

The digital image analysis, namely determination of Corrected Total Cell Fluorescence (CTCF), was 

enabled by the use of Image j software (imagej.nih.gov/ij).  

 

2.11.  MB saturation by KP-Cryst 

Different KP-Cryst concentrations - 0.50, 0.75 and 0.90 mg.mL-1 - were evaluated with MB (20 µl), 

and  incubation was performed for 1 h at 4 ºC, with 50 rpm, and DL. MB were then separated from 

supernatant (contains UP) using a magnetic column, and washed twice. 
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The determination of UP (mg.mL-1) present in the supernatant after magnetic separation was obtained 

by protein quantification, using the formula described above - Section 2.10.2.  MB saturation was then 

assessed.  According to MB manufacturers’ instructions, knowing that 1000 µl of MB can capture 40 mg 

of His-tags proteins, 20 µl of MB can capture (MB-Cap):  

MB-Cap (mg) = ([Vi (MB) x 40 mg] / 1000 µl) = (20 x 40 / 1000) = 0.8 mg of KP-Cryst. Thus, for 20 

µl of MB, the capture of 0.8 mg of KP-Cryst correspond to 100 % of MB saturation. 

The effectiveness of the binding assay was then confirmed by FOM (Olympus BX51, Magnitude 

1000x).   

 

2.12. Spore capture and P. larvae detection through MB functionalised with KP-Cryst 

  

The spore recovery and subsequent P. larvae detection can be divided in three major phases: (A) 

beads functionalization with KP-Cryst (MB-KP-Cryst); (B) spore capture (MB-KP-Cryst-Sp); (C) P. larvae 

detection. A general representation of the MB-KP-Cryst-Sp-CBD system (spore capture and detection 

system) is shown in Figure 7.  

 

 

Figure 7. General representation of MB-KP-Cryst-Sp-CBD system, which allows the spore recovery by 

MB functionalized with KP-Cryst, with subsequent P. larvae detection by CBD. 

Kp-Crystallin (KP-Cryst) 

MB-KP-Cryst MB-KP-Cryst-SP 
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Briefly, MB were first functionalized with KP-Cryst, leading to the formation of MB-KP-Cryst complex 

(A). The complex was then collected with a magnetic stand (for the removing of UP) and washed twice. 

Next, a certain volume of spores was added to the system, occurring the formation of MB-KP-Cryst-Sp 

complex at rt (B). Following the washings with a magnetic stand – to remove unbound spores (US) -, in 

order to evaluate the spore capture by the system, a certain volume of MB-KP-Cryst-Sp was plated for 

subsequent CFU.mL-1 counting. At the same time, unbound spores were also plated in order to determine 

spores not captured by the complex MB-KP-Cryst. Finally, (C) spores were dissociated from beads by 

decoating (decoating disrupted the bounding between KP-Cryst and spores), which was followed by 

germination and subsequent detection by CBD, as already described (Section 2.4.). 

It is important to note that: (i) some assays were performed in the presence of HBG, where the latter 

and spores were equally mixed and added to the system; (ii) spores for CFU counting were serial diluted 

and spread over MYPGP agar plates, and incubated for 2 days at 37 ºC, 5 % CO2  (all CFU counts were 

performed in triplicate, where the results are presented as mean ± SD); (iii) protein quantification of UP 

was performed after MB-KP-Cryst incubation in some assays; (iv) for [Sp]i = 5-Log, the ratio MB-KP-Cryst 

: spores (MB-KP-Cryst : Sp) was varied in the last assays. In this way, a series of process variables have 

been changed throughout the process in order to optimize the spore capture by the system. Table 4 

describes the conditions used in each assay.  
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Table 4. Representation of the conditions used in each MB-KP-Cryst-Sp-CBD system. 

Nº MB 
KP-Cryst 

 (mg.mL-1) 

MB-KP-Cryst 

incubation 

UP 

quantification 

[Sp]i 

(CFU.mL-1) 
HBG MB-KP-Cryst-Sp 

CBD  

adding 

1.5 x 105 

0.07 
1h; rt;  

50 rpm; in 

buffer A 

No 
 8-Log 

Yes 

1h 30 min; rt; 

50 rpm;  in 

HBG 

No 

No 

1h 30 min; rt; 

50 rpm;  in 

water 

0.2 
1h; 4 ºC; 

 50 rpm;  

in buffer A 

20 min; rt; 50 

rpm;      in 

water 

0.4 

1h 30 min; rt; 

50 rpm;  in 

water 

5-Log 

1h; 4 ºC; 

 50 rpm;  

in buffer A 

Yes 

7-Log 

5-Log 

1h; 4 ºC; 

 50 rpm;  

in buffer B 

7-Log 1h 30 min; rt; 

50 rpm 

 in buffer B 
5-Log 

7-:Log 1h 30 min; rt; 

90 rpm; 

 in buffer B 
5-Log 

7-Log Yes 
1h 30 min; rt;  

 in HBG 

1.67 x 105 

 
0.75 

5-Log* No 

1h 30 min; rt; 

50 rpm; 

 in buffer B 

7-Log 

Yes 

1h 30 min; rt; 

50 rpm; 

 in HBG 

No 

1h 30 min; rt; 

50 rpm; 

 in buffer B 

Yes 

*Three assays were performed with different ratios of MB-KP-Cryst : Sp (number of MB/CFU of spores) - 1, 10 and 20. 

 

2.13. Colony polymerase chain reaction (ID colony PCR) 

Given that (i) the MB, although previously washed, could still contain bacterial contamination and (ii) 

the HBG contains several microorganisms: the CFUs obtained by plating the suspensions collected 
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throughout the process (theoretically containing captured spores and US), were identified as P. larvae by 

ID colony PCR based on 16S rRNA gene. For that, first, each selected colony was resuspended in 10 µl 

grade water. Next, PCR reactions by using PL1 and PL2 primers49 were set up as 25 µl mixtures 

containing: 1 µl DNA template; 2 µl of PL1 (forward) and PL2 (reverse) primers; 12.5 µl of XPert 

FasterMix (2x dye) Taq polymerase; 7.5 µl of grade water. The following PCR conditions were used: a 

95°C (15 min) denaturation step; 40 cycles of annealing at 93 °C (1 min), 55 °C (35 seconds), and 72 

°C (1 min); and a final cycle of extension at 72°C (5 min). Then, the PCR products were submitted to 

electrophoresis in a 0.8 % agarose gel until the dye migrated as far as 2/3 length. Gels were visualized 

in a Molecular Image ChemiDoc TM XRS + Imaging System (Bio-Rad) and analyzed using the Image Lab 

4.0 software (Appendix V). Fragment sizes were inferred utilizing the GRS Universal ladder (grisp) DNA 

molecular weight marker, which produces a pattern of 15 spaced bands, ranging from 100 to 10 000 

bp. 

 

2.14. Statistical analysis 

Data were analysed using Prism 8 software (GraphPad, CA, USA) where p-value and statistically 

significance were generated by t-test (Section 3.5.3.a. - Evaluation of KP-Cryst-Sp binding with pH) and 

One-way ANOVA (Section 3.5.4. – Optimizing spore recovery from low-concentrated suspensions). Means 

and standard deviations (SD) were determined for independent experiments and results were presented 

as mean ± SD. For all tests a confidence level of 95 % was used.  
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In this work, P. larvae was detected through binding to the previously reported PlyP23 CBD14. The 

presence of green-decorated cells visualised under fluorescence microscopy (FITC filter) were indicative 

of a positive result. But the success of this detection depended directly on an effective capture of spores 

from samples. Functionalized MB-KP-Cryst were used, relying on the KP-Cryst’s ability to bind to spore 

keratin-like proteins67. 

 

3. P. larvae detection and spore capture 

3.1. Evaluation of CBD binding to P. larvae germinating spores 

After confirming the absence of vegetative cells on spore suspension, the CBD's ability to attach to 

germinating spores was assessed. For this, the dormant spores were decoated and subsequently its 

germination was induced. The CDB was then added to the germinating spores, and their binding analysed 

by FOM (Figure 8) 

 

Figure 8. P. larvae spores and vegetative cells decorated with CBD. (A) CBD with dormant spores, 

acting as a negative control; (B) CBD with germinating spores using an exposition time of 400 ms; (C) 

CBD with H27 vegetative cells using an exposition time of 100 ms, acting as a positive control. 

The observation of more elongated and green-decorated spores revealed the CBD's ability to bind to 

germinating spores. Nevertheless, the positive control showed that the binding of CBD is stronger to 

vegetative cells compared to germinating spores, as exposure times observed were 100 ms and 400 ms 

respectively. The negative control showed that CBD cannot bind to dormant spores.  

A) CBD + Dormant spores B) CBD + Germinating spores  C) CBD + Vegetative cells  
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3.2. KP-Cryst’s expression, purification and binding to MB  

In order to confirm MB-KP-Cryst binding, 0.07 mg.mL-1 of KP-Cryst were incubated with 1.5x105  MB 

for 1h at rt. The result of the binding is shown in Figure 9. 

 

Figure 9. MB coating by KP-Cryst. (A) MB alone acting as negative control; (B) MB with 0.07 mg.mL-1 

of KP-Cryst. Images obtained with 200 ms of exposition time. 

By comparing the MB before (A) and after (B) incubation with KP-Cryst, the differences were clearly 

visible. While the negative control shows that MB have no autofluorescence, the appearance of green-

decorated MB indicates that MB-KP-Cryst binding was successful. Nevertheless, not all the MB that 

appear in the bright field were fluorescent with FITC. The fast deposition of the MB observed during the 

assay might be the cause of this observation, and based on it, subsequent incubations involving MB (MB-

KP-Cryst and MB-KP-Cryst-Sp) occurred with agitation (50 rpm).  

 

3.3. Evaluation of KP-Cryst non-specific binding 

The non-specific binding of KP-Cryst has firstly analysed in HBG (simulating real samples). And then 

in P. larvae vegetative cells. After incubation with the protein for 20 min at rt, samples were washed and 

observed under FOM, through FITC filter (Figure 10).       
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Figure 10. KP-Cryst non-specific binding. (A) KP-Cryst with HBG: A.I - Autofluorescent tissues of HBG; 

A.II - Bee commensals with no affinity to KP-Cryst; (B) P. larvae vegetative cells green-decorated with KP-

Cryst using an exposition time of 100ms. 

The fluorescence observed with FITC filter was also present in the images captured with the TRITC 

and DAPPI filters, from the same microscopic field, indicating that the fluorescence was not due to KP-

Cryst FITC, but to the tissue autofluorescence (Figure 10.A.I). Moreover, the visualization of several not 

green-decorated bee commensal cells, indicates that KP-Cryst has no affinity to them (Figure 10.A.II). 

Opposingly, the observation of P. larvae green-decorated cells only with FITC filter confirmed KP-Cryst’s 

binding (Figure 10.B) 

In order to determine whether cellular rupture could prevent KP-Cryst from attaching to P. larvae cells, 

prior to incubation with the protein these cells were pre-heated to different temperatures: 80 ºC and 95 

ºC, for 10 and 3 min, respectively. Figure 11 shows the result of the KP-Cryst binding to the pre-heated 

cells.  
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Figure 11. KP-Cryst binding to pre-heated P. larvae vegetative cells. (A) Vegetative cells pre-heated at 

80 °C for 10 min; (B) Vegetative cells pre-heated at 95 °C for 3 min. Images obtained with an exposition 

time of 250 ms. 

From the analysis of the Figure 11, it can be said that the heat treatment at 80 ºC didn’t prevent the 

protein binding, as cells were green. Regarding heat treatment at 95 ºC, no binding was detected in the 

microscopic field.  

 

3.4. Evaluation of KP-Cryst binding to P. larvae spores  

3.4.1. KP-Cryst-Sp binding  
 

A volume corresponding to 0.07 mg.mL-1 of KP-Cryst was added to a pure pellet of concentrated spores 

([Sp]i = 8-Log ), and five different incubation times were evaluated: 10, 15, 20, 25 and 30 min. Despite 

green-decorated spores were observed for all the time points, different exposure times were used in these 

observations: 400 ms for incubations of 10 and 15 min, and 200 ms for 20, 25 and 30 min. The lower 

incubation time with higher exposure time was used in the subsequent experiments: 20 min. Figure 12 

shows KP-Cryst binding for 10 and 20 min of incubation with the same exposure time. 

A) KP-Cryst + P. larvae cells pre-heated at 80 °C 
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Figure 12. P. larvae spores decorated with KP-Cryst. (A) KP-Cryst-Sp binding for 10 min; (B) KP-Cryst-

Sp binding for 20 min. Images obtained with an exposition time of 200 ms. 

 

3.4.2. KP-Cryst-Sp binding in HBG       

  
KP-Cryst-Sp binding was assessed in artificially contaminated HBG, simulating real samples. HBG and 

spores were incubated with the 0.07 mg.mL-1 KP-Cryst for 20 min for further FOM analysis (Figure 13).  

 

Figure 13. KP-Cryst-Sp binding in HBG. Images obtained with an exposition time of 1000 ms. 

It was observed that no spores were fluorescent with FITC filter, indicating a negative influence of the 

HBG on KP-Cryst-Sp binding.  
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In an attempt to overcome this, prior to infection with spores, the HBG was filtered through 0.45 µm. 

The experiment was repeated with this new variable, revealing that almost all spores in the microscopic 

field were green-decorated. Nevertheless, higher exposure times were required comparatively to spores 

in water– 1000 ms and 200 ms, respectively, and even so, with less fluorescence intensity (Figure 14).  

 

Figure 14. KP-Cryst-Sp binding in different environments. (A) KP-Cryst-Sp in filtered (cut-off of 0.45 

µm) HBG (image obtained with 1000 ms of exposition time); (B) KP-Cryst-Sp in water (image obtained 

with an exposition time of 200 ms). 

The pre-filtration of the HBG was then adopted in further experiments. 

 

3.5. Optimisation of the MB-KP-Cryst-Sp system      

3.5.1. Spore capture through MB-KP-Cryst-Sp, using decoating in spore 

dissociation from MB-KP-Cryst   

          

a) Spore capture in water 

 

In the first attempt of using MB-KP-Cryst-Sp for spore recovery, the decoating for the 

dissociation/detachment of spores from MB-KP-Cryst was evaluated. This process was expected to start 

removing the coat from spores previously bound to MB-KP-Cryst. Based on previous results, (i) 0.07 

mg.mL-1 KP-Cryst and 1.5x105 MB were used, and (ii) MB-KP-Cryst binding occurred with stirring (50 

rpm). Table 5 shows the results obtained.  
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Table 5. Spores captured by MB-KP-Cryst-Sp system and spores undissociated from MB-KP-Cryst 

using decoating agents. 

[Sp]i 
(CFU.mL-1) 

Captured 
(CFU.mL-1) 

Not dissociated 
(CFU.mL-1) 

8-Log 3.07x105 ± 1.70x104 2.13x104 ± 2.62x103 

 

The comparison between captured and undissociated spores revealed that only around 2.13x104 

CFU.mL-1 remained attached to MB (~10 %).  Henceforth, decoating was used as dissociation agent for 

all the subsequent assays.  

The comparison between the initial concentration of spores (108 CFU.mL-1) with that captured by MB 

(3.07x105 CFU.mL-1), reveal a 3-Log lost, and therefore, further experiments aimed at optimizing spore 

capture. 

 

b) Spore capture in HBG 

 

In parallel, to confirm the negative influence of filtered HBG in the KP-Cryst-Sp binding, the former was 

infested with spores and its capture by the complex MB-KP-Cryst was evaluated. As expected, a high 

spore loss was obtained: 3.4-Log.  

 

3.5.2. Effect of KP-Cryst concentration 
 

a) KP-Cryst concentration of 0.2 mg.mL - 1 

 

The increase in protein concentration from 0.07 mg.mL-1 to 0.20 mg.mL-1 allowed a higher 

concentration of captured spores, 3.07x105 CFU.mL-1 and 8.31x105 CFU.mL-1, respectively (Table 6). This 

is indicative of a positive effect caused by a higher KP-Cryst concentration on MB surface.  

Table 6. Effect of different KP-Cryst concentrations on spore capture.  

[Sp]i 

(CFU.mL-1) 
KP-Cryst 
(mg.mL-1) 

Captured 
(CFU.mL-1) 

8-Log  
0.07

 
3.07x105 ± 1.70x104 

0.20 8.31x105 ± 2.46x104 
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  a.1.) Effect of MB-KP-Cryst incubation temperature 

 

In an attempt to enhance the interaction between MB and KP-Cryst, which could result in higher spore 

capture, MB functionalization occurred at 4 ºC instead of rt. Comparatively with previous result (spore 

capture of 8.31x105 CFU.mL-1), these new conditions allowed a higher spore recovery, 3.09x106 ± 

3.88x104 CFU.mL-1, and a loss of 1.7-Log spores. This suggests a better coating of the MB by the protein 

and accordingly, further MB-KP-Cryst functionalizations were performed at 4ºC. 

 

a.2.) Effect of MB-KP-Cryst-Sp incubation time  

 

Aiming at the  reduction of the total running time of the procedure, the possibility of reducing the KP-

Cryst-Sp incubation time was evaluated. Based on the minimum incubation time required for an effective 

KP-Cryst-Sp binding (20 min), two different time periods were tested: 20 and 90 minutes (1.5x105 beads, 

KP-Cryst = 0.2 mg.mL-1). Results are represented in Table 7. 

 

Table 7. Effect of different KP-Cryst-Sp incubation times on spore capture. 

[Sp]i 
(CFU.mL-1) 

KP-Cryst-Sp 
(min) 

Captured 
(CFU.mL-1) 

8-Log 
20

 
4.21x104 ± 1.64x103 

90 8.31x105 ± 2.46x104 

 

 It was observed that 90 min of incubation led to higher captured comparatively to 20 min.  

 

Overall, in all these experiments a low spore capture was observed. At least 1.7-Log reduction was 

observed, from an initial concentration of 8-Log.  
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b) KP-Cryst concentration of 0.4 mg.mL - 1 

 

Considering the positive effect on spore capture provided by KP-Cryst at 0.2 mg.mL-1, we chose to 

further increase its concentration - 0.4 mg.mL-1 - on the MB surface. Moreover, spores unbound to MB-

KP-Cryst were also plated for CFU count. Table 8 shows the obtained data.  

 

Table 8. Effect of different KP-Cryst concentration on spore capture. 

[Sp]i 

(CFU.mL-1) 
KP-Cryst  
(mg.mL-1) 

Captured 
(CFU.mL-1) 

Not captured 
(CFU.mL-1) 

8-Log 
0.2 3.09x 106 ± 4.57x104 7.90x107 ± 2.45x106 

0.4 8.02 x106 ± 1.27x105 4.11x 106 ± 1.57x105 

 

Results showed that higher spore captured was obtained with higher KP-Cryst concentration, 0.4 

mg.mL-1, being spore loss of 1.2-Log. This concentration was used in the subsequent assays. It was also 

observed that the sum of captured and not captured spores was lower than [Sp]i (8.07x106 + 4.11x106 < 

8.00x108 CFU.mL-1). 

 

b.1.) Spore capture with lower [Sp] i   

 

The ability of MB-KP-Cryst to capture spores with [Sp]i = 5-Log was analysed through CFU count (Table 

9).  

 

Table 9. Performance of MB-KP-Cryst-Sp system on spore capture for [Sp]I = 5-Log 

[Sp]i 

(CFU.mL-1) 
KP-Cryst  
(mg.mL-1) 

Captured 
(CFU.mL-1) 

Not captured 
(CFU.mL-1) 

5-Log  0.4 0.00 4.45x104 ± 2.33x103 

 

Remarkably, with an initial concentration of 5-Log spores, none was subsequently captured by MB-KP-

Cryst, suggesting that the KP-Cryst-spores interaction could have been favoured by the pressure of spore 

concentration. Moreover, similarly to above, the sum of captured and not captured was lower than [Sp]i: 

0.00 + 4.45x104 < 5.00x105 CFU.mL-1. 
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3.5.3. Effect of pH  
 

a) Evaluation of KP-Cryst-Sp binding with pH  

 

The DLS analysis of a pure spore suspension (1x106 CFU.mL-1) revealed a negative surface charge, of 

-19.1 ± 0.5 mV. Knowing that 7.13 is the isoelectric point of KP-Cryst, the effect of lowering pH on KP-

Cryst-spores binding was evaluated, for two distinct [Sp]i: 5-Log and 7-Log. For that, 0.4 mg.mL-1 of KP-

Cryst positively charged (suspended in buffer B, pH 5) was used, and the efficiency of the coating was 

determined by quantification of the UP (Table 10). 

Table 10. Evaluation of spore coating by KP-Cryst at different [Sp]I (7-Log and 5-Log) with positively 

charged protein. Data analysed by t-test.****p-value < 0.0001 indicates significant statistical differences. 

[Sp]i 

(CFU.mL-1) 
KP-Cryst  
(mg.mL-1) 

Efficiency 
(%) 

Statistical differences 

7-Log  
0.4 

68.40 ± 1.50 
Yes  

(p-value < 0.0001) 
5-Log  80.72 ± 1.79 

 

Looking at the table, the coating was significantly (p-value < 0.0001) more efficient when lower spores 

([Sp]i=5-Log) were in suspension. 

To support this result, an analysis of the fluorescence intensity of KP-Cryst-Sp binding at two different 

pH's was performed through confocal microscopy. A volume corresponding to 0.4 mg.mL-1 of the protein, 

either suspended in buffer B (positively charged) or buffer A (neutral) was incubated with a pellet of 

concentrated spores initially at 7-Log. The results are illustrated in Figure 15. 
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Figure 15. Confocal analysis of the P. larvae spores decorated with KP-Cryst at different pH. (A) KP-

Cryst-spores at pH 5 (protein with a positive surface charge); (B) KP-Cryst-spores at pH 7 (protein neutral). 

(C) CTCF of spores incubated with KP-Cryst at pH 5 (positively charged) and pH 7 (neutral). Each bar 

represents the mean of 5 measurements (all spores for pH 5 and indicated by yellow arrow for pH 7) and 

the respective standard deviation. Data analysed by t-test: **** p-value < 0.0001 indicating statistical 

differences. CTCF = Integrated Density – (Area of selected cell X Mean fluorescence of background 

readings). 

Although green-decorated spores were observed for both conditions, the analysis revealed a stronger 

CFTF occurring for KP-Cryst-Spores incubated at pH 5. While the former enabled a CTCF of 108, this 

value was significantly lower (37) when incubation occurred at pH 7. In subsequent tests, positively 

charged KP-Cryst was always used.  

 

b) Effect of pH agitation on spore capture by MB-KP-Cryst-Sp 

 

The ability of MB-KP-Cryst to capture spores with two distinct [Sp]i was analysed through BCA kit. For 

this, 5-Log and 7-Log spores were both resuspended in buffer B (pH 5) and added to the system. 

Additionally, KP-Cryst recovery by MB (theoretically corresponding to the percentage of protein initially 

placed that was captured) was also performed through BCA. The data obtained are presented in Table 

11. 

 

 

 

 

pH 5 pH 7

0

50

100

150

C
T

C
F

✱✱✱✱

C 



Development of a fast and reliable phage-based method for Paenibacillus larvae detection 
 

41 
 

Table 11. Performance of MB-KP-Cryst-Sp system on spore recovery at pH 5.  

[Sp]i 

(CFU.mL-1) 

KP-Cryst recovery by 
MB 
(%) 

Captured 
(CFU.mL-1) 

Not captured 
(CFU.mL-1) 

7-Log 
~99 

6.96x105 ± 9.93x103 4.02x106 ± 1.49x105 

5-Log 0.00 5.21x104 ± 1.12x103 

 

By analysing the table is possible to see that, despite almost 99 % KP-Cryst was coating MB , there 

was a reduction of 1.3-Log for [Sp]i =7-Log, and an absence of recovery for [Sp]i = 5-Log. This latter result 

was similar for both pH tested.  

Following this, agitation was increased in the MB-KP-Cryst-Sp incubation. Still, this did not alter spore 

capture when [Sp]i of 7-Log or 5-Log were used (data not shown).  

 

b.1.) Effect of HBG on spore capture 

 

In order to evaluate spore capture through artificially contaminated filtered HBG, the latter was equally 

mixed with [Sp]i of 7-Log and incubated with MB-KP-Cryst (using 1.5x105 beads, KP-Cryst at 0.4 mg.mL-

1, 1 h 30 min incubation of MB-KP-Cryst-Sp). In comparison to the spore capture without HBG (6.96x105 

± 9.93x103 CFU.mL-1), it was possible to note that HBG presence result in a lower spore recovery (1.0x105 

± 1.35x104 CFU.mL-1).  

 

3.5.4. Optimizing spore recovery from the low-concentrated suspensions 
 

The focus of the next assays was on optimizing the capture for [Sp]i = 5-Log. The latter spore 

concentration is closer to what occurs in real infections; therefore, an efficient capture is critical for field 

applications.  

First of all, we decided to completely saturate the MB with KP-Cryst to potentiate more successful 

interactions between the spores and the functionalized MB. 

For that, three different concentrations of KP-Cryst were tested: 0.50, 0.75 and 0.90 mg.mL-1 using 

1.67x105 MB. Figure 16 shows the mean percentage of protein captured by MB, determined through the 

BCA kit. 
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Figure 16. Peptide recovery by MB for different KP-Cryst concentrations (assays with the 1.67x105 

MB). Each value represents the mean and respective standard deviation of three replicates. Data analysed 

by One-Way ANOVA.****p-value < 0.0001 indicates significant statistical differences. 

It was observed that up to 99 % of the protein was recovered by MB when 0.50 or 0.75 mg.mL-1 were 

added. The recovery was significantly lower (p-value < 0.0001) for 0.9 mg.mL-1 (~ 64 %). Table 12 

compares the theoretical (based on technical data sheet) and the real MB saturation (based on our 

experiments). 

 

Table 12. Comparison among theoretical and real MB saturation for different KP-Cryst concentrations. 

KP-Cryst 

 (mg.mL-1)   
Nº of MB 

Theoretical  

MB saturation (%)  

Real  

MB saturation 

 (%) 

0.50 

1.67 x 105 

62.5 ~62.5 

0.75 93.8 ~93.8 

0.90 100.0 ~64.0 

 

In the two lower concentrations of KP-Cryst, the theoretical MB saturation was similar to the 

experimental one. In contrast, for 0.9 mg.mL-1, a 100 % saturation of the MB was expected (an excess of  

protein was added), but this was not verified. The MB deposition could be a possible explanation. Hence, 

in the next tests MB were ~94 % saturated. The MB higher efficiency of coating (comparatively to previous 

results reported in Figure 9) was confirmed by FOM (Figure 17). 
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a)  Effect of different ratio MB-KP-Cryst : Sp on spore capture  

 

Different ratios MB-KP-Cryst : Sp were tested in order to understand the influence of this factor on the 

spore capture by the system when initially 5-Log spores were used: different proportions could lead to 

different interactions between the spores and the functionalized MB. 

Three different ratios were evaluated: 0.9, 10 and 20. In each assay, for the same number of MB, 

different spore concentration (CFU.mL-1)was added. The concentration of KP-Cryst used was 0.75 mg.mL-

1 (MB saturation of ~94 %). The performance of MB-KP-Cryst-Sp system for each assay is shown in Table 

13. 

Table 13. Performance of MB-KP-Cryst-Sp system on spore capture for [Sp]i of 5-Log with different 

ratios MB-KP-Cryst : Sp.  

[Sp]i 

(CFU.mL-1) 

KP-Cryst 

recovery by 

MB (%) 

MB-KP-Cryst : Sp 
Captured  

(CFU.mL-1) 
Not captured (CFU.mL-1) 

5-Log ~99 

0.9  6.31x104 ± 1.42x103 1.10x105 ± 2.77x104 

10 4.06x104 ± 1.88x103 1.55x104 ± 1.91x103 

20 2.77x103 ± 2.05x102 7.62x104 ± 1.18x103 

 

It was noted an increased spore capture with smaller ratio MB-KP-Cryst : Sp. In fact, the ratio that 

allowed a higher spore recovery was 0.9, the lowest one.  

Bright field FITC filter 

Figure 17. MB-KP-Cryst complex green-decorated (KP-Cryst at 0.75 mg.mL-1). Image obtained for an 

exposition time of 50 ms. 
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It was further observed that the sum of captured and uncaptured spores was not always equal to [Sp]i. 

MB-KP-Cryst : Sp = 0.9: 6.31x104 CFU.mL-1 + 1.10x105 CFU.mL-1~5-Log; MB-KP-Cryst : Sp =10: 4.06x104 

CFU.mL-1 + 1.55x104 CFU.mL-1 < 5-Log; MB-KP-Cryst : Sp = 20: 2.77x103 CFU.mL-1 + 7.62x104 CFU.mL-1 < 

5-Log. 

 

Following this, Table 14 summarizes the conditions that allowed the system to reach the initially 

proposed goal for spore loss (losses lower than 1-Log) starting from an initial spore concentration of 5-

Log. 

 

Table 14. Conditions that allowed the MB-KP-Cryst-Sp system to obtain a spore loss inferior to 1-Log 

starting from an initial spore concentration of 5-Log.   

[Sp]i 

(CFU.mL-1) 
KP-Cryst pH MB (%) MB-KP-Cryst MB-KP-Cryst MB-KP-Cryst : Sp 

5-Log 5 ~94.0 4 ºC with 50 rpm rt with 50 rpm 0.9 or 10.0 

 

 

3.6. Spore detection from artificially infested samples using the complete MB-KP-Cryst-

Sp-CBD procedure           

Spore capture and detection by the MB-KP-Cryst-Sp-CBD system was analysed both in the presence 

and absence of filtered HBG, with 4h of incubation with germinants, and starting from 7-Log spores (since 

detection limit of optical microscope is 105 CFU.mL-1). However, with this germination time, it was not 

possible to observe green-decorated cells in the FOM field when HBG was present. Thus, in this case, 

incubation period was then increased from 4 to 8 h and a positive result was observed. Figure 18 shows 

the results of P. larvae cells detection through CBD for both assays.  
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Figure 18. P. larvae germinated spores decorated with CBD (1000x magnification). (A) 4 h 

germination: CBD with germinative spores (MB-KP-Cryst-Sp-CBD system in the absence of HBG); (B) 8 h 

germination: CBD with germinative spores (MB-KP-Cryst-Sp-CBD system in the presence of HBG). Images 

obtained with 400 ms and 900 ms, respectively.  

 While, as observed previously (Figure 8), for 4h germination in HBG absence, green-decorated spores 

were clearly visible, for 8h, simulating real samples, a few green cells appeared. Moreover, for the latter, 

although spores appear in the microscope field, they apparently have not germinated. 
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Discussion 

 

AFB is the deadliest bee larvae bacterial disease ever reported2,6. Taking into account the problems of 

existing methodologies for identifying P. larvae60,69 and that the symptoms of AFB are only evident after the 

outbreak of the disease2, monitoring the spore load in adult bees is extremely important since it reflects 

the current health status of the brood2,26,65. One of the critical steps in the detection of microbial pathogens 

is to obtain a detectable number of target cells68. In the specific case of P. larvae, the concentration of 

spores present in field samples (bees, honey, wax, etc.) will largely influence the limit of detection of a 

method. Taking this into account, in this work we tested the use of magnetic beads functionalised with a 

protein capable of binding to hair keratin (KP-Cryst) to purify and concentrate P. larvae spores previously 

to spore detection trough PlyPl23 CBD.  

 

We have firstly evaluated the CBD ability to detect P. larvae dormant and germinating spores. As 

expected, the observation of green-decorated spores by FOM were not observed for dormant ones (Figure 

8.A). In this case, the binding might have been prevented by the proteinaceous outer spore coat that 

hides, together with the outer cortex, the germ cell wall that resembles the vegetative PG54. 

Opposingly, spores germinated for at least 4 h were bright-green under FOM indicating that although 

not yet a complete mature PG from a vegetative cell, it allowed the CBD binding (Figure 8.B). This might 

have been possible due to the spore coat and outer membrane partial removal or disruption by DTT70 and  

proteinase K29. While the first disrupted the disulphide bonds of spore coat, the second digested the 

peptide linkages29. Subsequently, coat permeability could have been increased towards lysozyme, which 

as a muramidase29, promoting cortex hydrolysis and triggering germination through Ca2+-DPA release29,53,71. 

The incubation with MYPGP supplemented with germinants - uric acid and L-tyrosine - reported as 

enhancing P. larvae spore germination19 – should have accelerated the process.  

Remarkably, we observed that (i) fluorescent intensity is lower in germinating spores when compared 

to bacterial cells and that (ii) not every germinating spores exhibited the same fluorescent intensity (Figure 

8.B and 8.C). In the first case, results can be justified by an early stage of PG maturation with lower 

affinity to the peptide or/and by a lower number of available CBD receptors occurring in early germinating 

spores comparatively to vegetative cells14. In the second case, not all the spores should have been in 

identical germinative state 4 h after triggering germination72.  
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We have then tested the efficacy of functionalizing MB with KP-Cryst protein. The FITC labelling allowed 

to confirm the coating through FOM when bright green MB were observed, but curiously, it seemed that 

the protein distribution was not homogenous along the bead surface (Figure 9.B). This might have been 

caused by (a) a low concentration of protein added per MB or by (b) a fast deposition of MB when 

preparing the coating, impairing the exposure of the total surface to the protein. In several studies where 

similar beads were used, high sedimentation rates were observed, and consequently the bead coating 

was always performed under stirring68,73. Based on that, subsequent incubations involving MB occurred 

with agitation.  

 

Considering our aim of using MB-KP-Cryst to capture spores from field samples, the specificity of the 

protein for spores was evaluated.  

Firstly, there was no apparent binding between the particles from HBG and MB-KP-Cryst – the 

observed signal was due to tissues autofluorescence74 (Figure 10.A). Nevertheless, the observation of P. 

larvae green-decorated cells (Figure 10.B) indicated that, if the protein binds to vegetative cells, it will 

possibly bind to bee commensal bacteria75. These might compete directly with spores, thereby reducing 

the available binding area of MB and compromising the effectiveness of spore capture.  

In an attempt to overcome this problem, we’ve tested the effect of pre-heating these samples. Whereas 

pre-heating of the P. larvae cells at 80 ºC failed to prevent KP-Cryst- vegetative cell binding (Figure 11.A), 

no protein attachment was detected when cells pre-treated at 95 ºC (Figure 11.B). As such, this may be 

a procedure to be tested in further assays to prevent non-specific binding of the protein. 

After setting conditions to obtain MB coating with KP-Cryst, the KP-Cryst-Sp binding was optimized.  

 Firstly, the shortest time that provides an effective spore capture by KP-Cryst was tested using several 

incubation times. The incubations of 20, 25 and 30 min allowed to see green-decorated spores with an 

exposure time of 200 ms, contrary to what happened for 10 and 15 min, where this was only possible 

with 400 ms. Therefore, subsequent incubations were performed for 20 min. 

 

Then, the interference of the sample matrix in the KP-Cryst-Sp binding was evaluated. This can be a 

critical feature when looking at a field application. The influence of the matrix on the attachment of the 

ligand to its receptor, hindering the detection/collection of the target microorganism have been often 

reported76–78. Results revealed the interference of HBG in KP-Cryst-Sp binding showing no bright-green 

spores by FOM after incubation in such a matrix (Figure 13). A different result was obtained when HBG 

was filtered through 0.45 µm - previously to spore artificial contamination: green-decorated spores were 
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visualized (Figure 14), however the observation required higher fluorescent exposition time comparatively 

to spores in water (1000 and 200 ms, respectively). This suggests a still negative influence of some 

compounds dissolved in HBG on KP-Cryst-Sp binding, confirmed with MB-KP-Cryst-Sp binding in HBG 

(spore loss of 3.4-Log). However, and unexpectedly, similar spore loss was obtained (3-Log) replacing 

HBG by water (Table 5), suggesting that besides the HBG effect other variables were affecting KP-Cryst-

Sp binding. Simultaneously, the ability of the used decoating agents to dissociate spores from MB-KP-

Cryst was proved, as 90 % of the spores were released from the MB (Table 5).  

 

In order to improve the capture of spores by the system, the protein concentration on the MB surface 

was increased from 0.07 to 0.20 mg.mL-1, resulting in a higher spore capture efficacy: from 3.0 x 105 to 

8.3 x 105 CFU.mL-1 (Table 6). KP-Cryst should have become more available for spore binding in MB 

surface. On the other hand, as in several studies the most suitable temperature for the purification of 

recombinant His-tag proteins is 4ºC79–81, the latter was introduced in MB-KP-Cryst incubation aiming to 

promote a better interaction between the MB and the protein. This consequently led to an improved spore 

capture and spore loss decreased from 2.2-Log to 1.7-Log. Based on this, MB was further incubated with 

KP-Cryst at 4 ºC.  

Although the loss of spores was still higher than 1-Log (defined as reasonable in our initial aim: spore 

loss similar to that obtained by HistoDenz® gradient), we tried to decrease the total process time already 

at this stage. So, the MB-KP-Cryst-Sp incubation was reduced from 1 h 30 min to 20 min (previously 

defined as optimal for KP-Cryst-Sp binding) (Table 7). The observed high spore loss - 3.5-Log - suggested 

that this was not sufficient to obtain an efficient MB-KP-Cryst  interactions with spores73, and then we went 

back to the incubation time of 1h 30 min.  

Assuming that increasing KP-Cryst concentration on MB surface would make it more available and 

lead to greater spore capture, 0.4 mg.mL-1 were used when preparing MB-KP-Cryst. Not only an increase 

in capture was observed, but the loss of spores was now closer to 1-Log (1.2-Log, specifically) (Table 8). 

Nevertheless, it is important to refer that the sum of captured spores and unbound spores was inferior to 

the [Sp]i (8-Log), indicating that not all spores germinated from MB or some loss of spores may have 

occurred during the samples processing.  

 

We’ve decided then to test these new settings with an initial lower spore concentration, in order to 

mimic field conditions, and 5-Log spores were used. However, unexpectedly, no spores were recovered 

by the system (Table 9). This suggested that, if a greater concentration of spores is needed to enable KP-
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Cryst-Sp binding is because some repulsive forces are interacting in the capture. Such event might have 

been attenuated by the pressure of high concentrations (results obtained with [Sp]i= 8-Log). 

Based on this assumption, a closer look at KP-Cryst electrical charge revealed an isoelectric point of 

7.1367, which means neutrality at pH 782,83 - pH of the storage buffer. On the other hand, the analysis by 

DLS revealed that the spore surface was negatively charged (zeta potential of -19.1 mV). Accordingly, we 

hypothesized that lowering KP-Cryst buffer to pH 5 could make the protein positively charged, promoting 

attraction forces with the oppositely charged spores83–85. This was confirmed firstly by protein quantification 

(Table 10) and later by Confocal microscopy (Figure 15). After incubating KP-Cryst with 5-Log spores, 

less concentration of unbound protein was detected compared to 7-Log, suggesting a higher coating 

efficiency even with a lower spore concentration. Accordingly, a higher fluorescence intensity was 

observed in KP-Cryst-Sp binding at pH 5 instead pH 7. Consequently, we decided to use positively charged 

KP-Cryst (pH 5 buffer) in all the further spore capture assays. Considering that the pH of HBG ranges 

between 5.5 and 6.0, the use of that pH would even be easier to mimic in real samples. 

 

Surprisingly, lowering reaction buffer pH did not improve spore capture by MB-KP-Cryst neither using 

high or low initial concentrations of spores: there was a loss of more than 1-Log for [Sp]I = 7-Log and no 

capture for 5-Log – Table 11. In both cases, MB captured all KP-Cryst (~99% - determined by protein 

quantification) and therefore this was not the limiting factor. This could have happened due to the 

deposition of MB which made KP-Cryst less available for spores73. It seemed that interactions between 

functionalized MB and spores are critical for the capture73. In an attempt to overcome this issue, we have 

increased stirring in the MB-KP-Cryst-Sp incubation trying to improve MB dispersion, and consequently 

enhance the opportunity for interacting with spores. Nonetheless, no improvements were observed and 

spore loss were in 1.3-Log of magnitude. Thus, in this situation, perhaps the increase of sample volume 

could have provided a better dispersion of the MB. 

Even with losses higher than 1-Log, foreseeing spore detection from field samples we have tested 

again the effect of HBG on spore capture using [Sp]i of 7-Log. Despite the expected lower MB-KP-Cryst-

Sp binding efficacy (spore loss was 2-Log), comparably to the first assay using HBG (spore loss of 3.4-

Log using 0.07 mg.mL-1 of KP-Cryst), can be said that the increase in KP-Cryst concentration, was 

probably the factor that caused a smaller loss of the system – since, as already mentioned, HBG pH is 

in the range 5.5 - 6.0.  

Overall, we observed a spore loss of 1.2-Log (slightly superior to defined in our objective) when higher 

initial spore concentrations were used was and that HBG negatively affects the interaction between protein 
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and spores. In addition, there was an impossibility of capturing spores from [Sp]i = 5-Log which could 

hinder the feasibility of the method. So, the focus was then to optimize the capture from low-concentrated 

suspensions. 

 

Considering that the frequency of interactions between the functionalised MB and spores is lower with 

[Sp]i = 5-Log comparatively to 7-Log, we’ve decided, first, to (i) saturate all MB surface by KP-Cryst and, 

subsequently, (ii) vary the ratio MB-KP-Cryst : Sp. Regarding (i), a MB saturation of 94 % was determined 

by protein quantification (Figure 16) and, then, confirmed by FOM (Figure 17). Indeed, MB were 

practically all green over their entire surface, which could increase the successful interactions between 

MB-KP-Cryst and spores as a wider area is available for spore binding.  So, we decided to use 94 % of 

MB saturation in the MB-KP-Cryst-Sp system’s with different ratios MB-KP-Cryst : Sp. It is important to 

refer that after MB functionalization, the quantification of UP revealed that 99 % of KP-Cryst has been 

captured by MB, confirming the expected MB saturation. Concerning (ii), the evaluation of system efficacy 

revealed that spore capture was improved the lower MB-KP-Cryst : Sp was (Table 13). Moreover, the 

ratios of 1 and 10 both allowed a spore loss inferior to 1-Log (0.4 and 0.6-Log, respectively). In fact, the 

recovery of about 60 % of the spores was similar to that obtained by Loessner et al. (2007)68, with 105 

Listeria cells using similar beads. So, the achievement of the initially proposed goal may have derived 

from the concerted action of factors (i) and (ii): the nearly entire MB surface covered with KP-Cryst 

associated with the proportions of 1 or 10 probable improved interaction between MB-KP-Cryst and spores 

in the solution (Table 14).  

 

Lastly, as expected, the comparison between the detection efficacy of P. larvae spores from pure 

suspensions (spores in buffer B) and from real samples (spores in HBG) revealed differences. While in 

the first case, the observation of several green-decorated spores (6 per field, in average) by FOM (Figure 

14) indicated that the implemented system allowed to detect spores from a 7-Log concentrated 

suspension with 4 h germination; in the second case, although present in the microscopic field, very few 

spores were green-decorated and only after 8 h of germination. Spores might have been captured (MB-

KP-Cryst efficient binding), but most of them seem not to have germinated (Figure 18). So, it is possible 

to infer that HBG delay germination and that germination process must be optimized in order to allow a 

faster detection. Indeed, Alvarado and colleagues (2013)19 demonstrated that phenolic compounds, such 

as polyphenols and indoles, usually presents in bee feeding, namely royal jelly86,87, could inhibit P. larvae 

spore germination.  
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Here it has been demonstrated that magnetic beads functionalised with KP-Cryst (His-tagged) fusion 

protein are suitable for capturing P. larvae spores by KP-Cryst ability to bind to keratin-like proteins67, 

present in the spore coat of P. larvae. In addition, PlyPl23 CBD has also been proven to be able to bind 

to germinating spores, allowing its detection under fluorescence microscopy through GFP.  

The detection of spores from water lasts for less than 24 h, an important result encouraging the 

development of a fast detection kit. However, the same was not verified on HBG, making low efficacy of 

spore germination in real samples our main concern. 
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5.1. Conclusion 

The capture and subsequent, detection of P. larvae spores was successfully achieved through the MB-

KP-Cryst-Sp-CBD system.  

Previous works has shown that HistoDenz® gradient allows to recover and purify spores, although it 

implies a loss of approximately 1-Log. After several optimizations, our system proved to be advantageous.  

We were able to present a totally new protocol with a similar efficiency in spore recovery, but with less 

centrifugation steps. This is a mandatory requirement for an on-site test. In addition, the whole procedure 

can be completed on a working day, an important result foreseeing a fast detection kit. 

However, some concerns have been raised when its application was designed in field samples. 

Although spore capture could be confirmed in artificially infected bees, longer germination time and also 

more efficient germination are needed to enable detection by CBD. Additional optimizations are required 

to improve germination in such conditions.  

Still, the margin to reduce the operating time of the protocol, for example by providing MB previously 

functionalised in the kit, and to reduce the centrifugation steps still existing using magnetic beads are 

encouraging insights that supports the development of a fast AFB control kit to use in hives. 
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5.2. Future Perspectives 

Despite the promising results, more studies should be done for a higher efficiency of the MB-KP-Cryst-

Sp-CBD system. For example, other studies could be conducted with other types of beads, more 

homogeneous and with a better dispersion67. Another alternative could be to plan hydrodynamic studies 

to optimize conditions that allows to have beads in suspension since, after slight agitation, the beads 

sediment69. 

 Novel strategies of treating bee samples must be developed in order to improve KP-Cryst-Sp binding 

in HBG. For example: (i) combining a pre-heat treatment with a filtration through > 1 µm or  (ii) using a 

filter grinding bag to crush bees and recover the resulting fluids to proceed with the protocol.  

In addition, it is necessary to improve the use of this system to capture low concentrated spores from 

field samples. Besides optimizing the MB-KP-Cryst capture efficiency, it might be needed to increase the 

sample size to increase the detection limit. 

In order to reduce the total running time of the protocol, MB should be pre-functionalised with KP-

Cryst. Also concerning time saving, other incubation times of MB-KP-Cryst-Sp may be tested, with different 

stirrings, saturation of MB, and even the use of other types of shakers (rotative or obliquus). Moreover, 

for the germination improvement in real samples, the use of germinating-specific enzymes such as SleB 

and CwlJ might be an option. 

The complete absence of centrifugation steps in the protocol can be obtained through the 

functionalization of MB with CBD, which can allow magnetic capture of germinated spores after binding 

occurs. 

Increasing the sensitivity of the detection method is also in perspective, envisaging on-site use. For 

that, reporter probes such as Horseradish peroxidase can be experimented, which can be detectable by 

highly sensitive Chemiluminescence technology, preventing the use of FOM. 

Finally, the system efficiency must be validated in field studies, using samples randomly collected 

from hives. 
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Appendix I 

 

 

Figure A. 1. SDS-Page electrophoresis of CBD. Identification of CBD, with a single migration band of 

38 kDa. Lane I – first fraction of elution with 300 mM imidazole; Lane II – second fraction of elution with 

300 mM imidazole.  
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Appendix II 
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Figure A. 2. Calibration curve Absorbance vs. protein concentration for protein quantification by BCA 

method. 
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Appendix III 

 

 

Figure A. 3. SDS-Page electrophoresis of KP-Cryst. Identification of KP-Cryst, with a migration band of 

~24 kDa. Lane I – elution with 100 mM imidazole; Lane II – elution with 250 mM imidazole; Lane III – 

first fraction of elution with 500 mM imidazole;  Lane IV – second fraction of elution with 500 mM 

imidazole; Lane V – third fraction of elution with 500 mM imidazole. 
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Appendix IV 

 

 

Figure A. 4. Representation of the determination of the number of MB used in our assays, which was 

an estimate based on the study reported by Loessner et al. (2007), being calculated as follows. Knowing 

the bead suspension volume and the average MB radius, the division of the sample volume by the volume 

of a single bead (4/3 πr3), would give us an estimate of beads present in that suspension. According to 

Loessner and colleagues (2007), beads possess an average radius of 25 µm, therefore, considering our 

strategy, 40 µl of bead suspension contains 6.11 x 105 beads (number of calculated MB). Nevertheless, 

through a calibrated microscope grid counting chamber they determinate that the latter volume of bead 

suspension contains 1.72 x 105 beads (number of actual MB). So, the division of the actual MB  

calculation by the MB calculated gave us the ratio/percentage (0.28 or 28 %), which we would then use 

to determinate the number of beads used in our tests, in a closer approximation to reality. Hence, in our 

study, 20 µl of bead suspension with an average radius of 20 µm, contains 5.97 x 106 beads (number 

estimated). Multiplying by 0.28, we will have 1.67 x 105 beads (actual number of MB based on the article). 
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Appendix V 

 

 

Figure A. 5. Identification of P. larvae colonies (derived from spores captured in water by MB-KP-Cryst-Sp 

system) with a single migration band of 1000 bp. Lane M – Marker; Lane H 27 - Pl02-27 vegetative cells, 

acting as positive control; Lane N – negative control; Lanes B – colonies of P. larvae; Lanes S – colonies 

of unknown microorganism. 

 

 

 


