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Prion diseases are fatal brain disorders characterized by deposition of insoluble 
isoforms of the prion protein (PrP). The normal and pathogenic structures of PrP 
are relatively well known after decades of studies. Yet our current understanding 
of the intrinsic determinants regulating PrP misfolding are largely missing. A 3D 
subdomain of PrP comprising the β2-α2 loop and helix 3 contains high sequence 
and structural variability among animals and has been proposed as a key 
domain regulating PrP misfolding. We combined in vivo work in Drosophila with 
molecular dynamics (MD) simulations, which provide additional insight to assess 
the impact of candidate substitutions in PrP from conformational dynamics. MD 
simulations revealed that in human PrP WT the β2-α2 loop explores multiple β-turn 
conformations, whereas the Y225A (rabbit PrP-like) substitution strongly favors a 
310-turn conformation, a short right-handed helix. This shift in conformational 
diversity correlates with lower neurotoxicity in flies. We have identified additional 
conformational features and candidate amino acids regulating the high toxicity 
of human PrP and propose a new strategy for testing candidate modifiers first 
in MD simulations followed by functional experiments in flies. In this review 
we expand on these new results to provide additional insight into the structural 
and functional biology of PrP through the prism of the conformational dynamics 
of a 3D domain in the C-terminus. We propose that the conformational dynamics 
of this domain is a sensitive measure of the propensity of PrP to misfold and cause 
toxicity. This provides renewed opportunities to identify the intrinsic determinants 
of PrP misfolding through the contribution of key amino acids to different 
conformational states by MD simulations followed by experimental validation in 
transgenic flies.
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Introduction

Prion diseases are a heterogeneous group of degenerative brain disorders (Mathiason, 2017; 
Scheckel and Aguzzi, 2018) that present with symptoms overlapping other neurological 
disorders but are distinguished by their aggressive progression and fatal outcomes. Intriguingly, 
these conditions have pathological and molecular counterparts in several mammals, including 
scrapie in sheep and goats, chronic wasting disease (CWD) in cervids, and several other diseases 
caused by the experimental or accidental transmission of prions to cattle, rodents, felines, 
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mustelids, and others (Chandler and Fisher, 1963; Zlotnik and Rennie, 
1963, 1965; Chandler, 1971; Wells et  al., 1987; Wilesmith, 1988; 
Winter et al., 1989; Kirkwood and Cunningham, 1994; Sigurdson and 
Miller, 2003). Prion diseases are quite exceptional because a single 
agent – a protein – is responsible for sporadic, genetic, and infectious 
manifestations of the disease. Remarkably, the agent responsible for 
these conditions is a small protein, the prion protein (PrP). More 
specifically a misfolded conformation of PrP that aggregates into 
highly stable assemblies, spreads from cell-to-cell, and causes 
aggressive neuronal loss that results in spongiform degeneration of the 
brain. It is thus remarkable that a simple protein can be responsible 
for multiple clinical entities, disease inheritance, and disease 
transmission, representing a unique situation in the animal world 
(Prusiner, 1998; Colby and Prusiner, 2011; Kraus et al., 2013). Hence, 
PrP is a strange and fascinating protein that has been under 
investigation for 40 years, which has resulted in extensive resources for 
conducting biochemical, biophysical, and computational experiments.

PrP is a relatively simple, 230 amino acids-long (after maturation) 
glycoprotein attached to the extracellular membrane by a C-terminal 
glycosylphosphatidylinositol (GPI) anchor. It contains an unstructured 
N-terminal domain with five octarepeats and a small globular 
C-terminus domain with three α-helices and a short β-sheet. This 
structure is highly conserved among mammals, suggesting 
evolutionary constraints for an important physiological function, 
which has only recently started to come into focus (Wulf et al., 2017; 
Watts et al., 2018; Panes et al., 2021; Kovac and Curin Serbec, 2022). 
Classic studies identified a key role for a 3D domain in the C-terminal 
region consisting of the β2-α2 loop and distal helix 3, termed here the 
C-terminal 3D domain (CT3DD) (Figure 1A). Remarkably, this is a 
region of high sequence variability, the proposed binding site of a 
hypothetical protein (Protein-X) necessary for PrP conversion, and 
the most prominent surface interaction site by structural studies 
(Telling et al., 1995; Billeter et al., 1997; Kaneko et al., 1997). It is well 
established that misfolded PrP conformations are the causative agents 
of prion diseases (Prusiner, 1998). PrP is known to misfold and 
assemble into different aggregates, including oligomers, protofibers, 
and fibers that may play different roles in disease pathogenesis and 
transmission. The transmissible agent, known as PrPSc (scrapie PrP) 
or PrPres (resistant PrP), contains PrP and other molecules and is 
highly resistant to denaturing agents and proteases (Prusiner, 1998). 
Other PrP assemblies distinct from PrPSc are thought to contribute to 
neurodegeneration, including PrPSc intermediates, toxic PrP oligomers 
(PrP*), soluble PrP lethal (PrPL), transmembrane topologies, and 
cytosolic PrP (Hegde et al., 1998; Ma et al., 2002; Hegde and Rane, 
2003; Harris and True, 2006; Chiesa et al., 2008; Gambetti et al., 2008; 
Mercer and Harris, 2023). Biophysical analyses indicate that the 
structural changes during PrP misfolding involve a loss of helical 
content in the globular domain, from 42 to 30%, and an increase in 
β-sheet content, from 3% to over 40% (Pan et al., 1993; Perez et al., 
2010; Christen et al., 2013). Understanding the rules governing the 
conformational dynamics of PrP is critical to understand disease risk 
and, eventually, develop therapeutic agents that can inhibit PrP 
misfolding and disease. This paper will focus on the impact of 
sequence variation on PrP conformational dynamics and toxicity. 
Extensive structural information is available for PrP from different 
animals and for human pathogenic mutants. Still, decades of structural 
studies have not yet identified the rules governing PrP dynamics, 
misfolding, toxicity, and disease susceptibility.

Structure of PrP globular domain

The unique nature of PrP as a transmissible agent causative of 
devastating brain disorders led to significant interest to reveal its 
structural features, resulting in the determination of many PrP 
structures. This is a vast resource for comparative studies that is 
unmatched by other proteins. The nuclear magnetic resonance (NMR) 
structure for PrP in solution was resolved in the late 1990’s, before the 
X-ray structure (Riek et al., 1996, 1997; James et al., 1997; Liu et al., 
1999; Knaus et al., 2001). NMR can be done with proteins in solution, 
resolving one of the limiting steps in crystallography, which requires 
the crystallization of highly purified molecules. Full-length and 
C-terminal domain PrP from both mouse and Syrian hamster were 
characterized first and the subsequent determination of human, sheep, 
and bovine PrP confirmed the high conservation of the globular 
domain (Zahn et al., 2000; Knaus et al., 2001). NMR better captures 
conformational dynamics, with the ability to reveal areas of increased 
structural variability in PrP. For instance, elk, deer, bank vole, horse, 
and wallaby PrP display a prominent 310-turn in the β2-α2 loop (also 
known as rigid loop), whereas in the rest of PrPs including human, a 
β-turn is the predominant conformation (Lysek et al., 2005; Perez 
et al., 2010). Unlike NMR, in X-ray structures the β2-α2 loop always 
acquires a 310-turn, indicating a bias for the best structure capable of 
crystallization. The conformational heterogeneity of this loop provides 
opportunities to investigate its sequence determinants and the 
consequences of manipulating this key domain within the 
globular domain.

Despite the small size and relative simplicity of PrP, the molecular 
mechanisms mediating PrP misfolding remain to be elucidated. New 
mechanistic knowledge can be gained when protein function can 
be  paired with sequence variation. Significant variation in PrP 
sequence comes from two main sources: natural variation in mammals 
and mutations causative of human inherited prion diseases. 
Unfortunately, sequence variation alone does not provide sufficient 
mechanistic information despite the ability to accurately model 
secondary and tertiary protein structures. Most natural sequence 
variations in PrP do not disrupt the conserved structure of the 
globular domain; thus, understanding the impact of these changes 
requires sophisticated analyses of the local and global dynamics of the 
globular domain.

Pathogenic mutations in inherited prion 
diseases

In humans, more than 50 mutations, most of them missense 
mutations, result in at least three different inherited clinical 
presentations: Creutzfeldt-Jakob disease (CJD), Gerstmann-
Straussler-Scheinker (GSS) disease, and fatal insomnia (FI) (Appleby 
et al., 2022) 33 missense mutations map in the globular domain vs. 
only 7 in the flexible domain despite their comparable length (110 vs. 
100 residues, respectively) (Figure  1A). Note that throughout the 
paper we  identify amino acid position based on the human PrP 
sequence to avoid confusion with PrP from other species. This uneven 
distribution of pathogenic mutations supports the central role of the 
globular domain in PrP misfolding and disease. The dominant 
inheritance of PrP mutations suggests gain-of-function mechanisms 
in which the mutant allele acquires a novel function likely due to 
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changes in its biogenesis or folding dynamics. Whereas nonsense 
mutations leading to truncated PrP and artificial mutations can alter 
the basic PrP biogenesis and / or stability (Hegde et al., 1998; Ma et al., 
2002; Sanchez-Garcia et  al., 2013; Ning et  al., 2014), pathogenic 
missense mutants are more likely to introduce subtle local effects that 
disrupt its conformational dynamics, i.e., making PrP more likely to 
misfold. In fact, most mutations accumulate in helices 2 and 3, two 
key structural elements of the globular domain (Lloyd et al., 2011). 
The loop connecting α2-α3 has only 5 residues, but 2 of them 
accumulate missense mutations, which agrees with the importance of 
this loop in modulating the flexibility of the two helices and their 
interaction with helix 1. In contrast, the α2-β2 loop has 8 residues and 
accumulates only 1 missense mutation, perhaps revealing a low 
tolerance to conformational disruptions. Many pathogenic mutations 
are conservative in nature, i.e., V → I at 180, 203, and 210, which are 
proposed to cause steric strains within the hydrophobic domain due 
to the larger size of Iso. Since these mutants cause dominant disease 
inheritance, they are likely to introduce significant alterations in the 
dynamics of the globular domain. Overall, pathogenic mutations are 
expected to increase the mobility of helices 1 and 2 and disrupt their 
interface with other key domains, namely helix 1 and the α2-β2 loop 
(Biljan et al., 2017; Rossetti and Carloni, 2017).

The PrP zoo: clues from susceptible and 
resistant animals

Prion diseases affect humans and other mammals, but not all 
mammals are equally susceptible to prion diseases. Only a small group 
of ungulates are afflicted by endemic prion diseases, including scrapie 
in sheep and goats and chronic wasting disease in deer, moose, and 
elk. The history of prion diseases in animals is marked by two 
landmark events. In the 1960’s human prion diseases were classified 
as infectious diseases, leading to transmission studies in animals. 
Some animals developed a similar disease (apes, monkeys, cats, rats, 
and mice) while others proved resistant (rabbits) (Gibbs and Gajdusek, 
1973; Barlow and Rennie, 1976). The second big episode was the mad 
cow outbreak of the 1980’s in which many farm and zoo animals were 
exposed to prions from infected sheep. New groups of animals showed 

susceptibility to prion diseases, including felines and mustelids, 
whereas horse, dog and other canids, and pig were notable for their 
resistance (Kirkwood and Cunningham, 1994). The mechanisms 
underlying this intrinsic variability in susceptibility to prion disease 
can be exploited to dissect the rules governing PrP dynamics and 
conversion to pathogenic conformations.

Persuasive evidence indicates that the different animal 
susceptibility to prion diseases is mediated by intrinsic factors, i.e., the 
PrP sequence regulating the structure and dynamics of the globular 
domain. Most sequence differences among mammals are likely to 
be random variations that preserve the physiological function of PrP 
(Figure  1B). Yet, some differences should be  responsible for the 
unequal susceptibility to prion diseases, providing additional clues for 
uncovering the mechanisms underlying PrP dynamics. This is 
supported by extensive evidence, including the generation of rabbit/
mouse chimeric PrP (Vorberg et al., 2003) and expression of PrP in 
heterologous systems (Vidal et al., 2015, 2020; Bian et al., 2017).

Determination of NMR structures of PrP from dog, horse, rabbit, 
and pig had the goal of identifying structural features responsible for 
stabilizing the soluble conformation and inhibit misfolding 
(Figure 1B) (Lysek et al., 2005; Khan et al., 2010; Perez et al., 2010; 
Wen et al., 2010). These studies found surprisingly high preservation 
of the general structure of the globular domain with minor local 
changes that do not provide a common mechanism to explain 
conformational stability. The structural changes in rabbit and horse 
PrP map to the CT3DD, where the β2-α2 loop is stabilized by 
increased contacts with helix 3 (Lysek et al., 2005; Khan et al., 2010; 
Perez et al., 2010; Wen et al., 2010). In rabbit PrP, S174 (N174 in most 
animals) is proposed to participate in a helix-capping domain 
supported by a double hydrogen bond with N171 (Khan et al., 2010). 
Horse PrP carries a substitution in S167 (D in most animals) that sits 
at the center of the critical β2-α2 loop and favors a 310-turn (Perez 
et al., 2010). PrP from dogs, wolves, and other canids are among the 
most difficult to convert in vivo and in vitro, and this resistance is 
linked to D/E159 (N159  in most animals) (Lysek et  al., 2005; 
Fernandez-Borges et al., 2017; Vidal et al., 2020). This increase in 
negative surface charge has long-range effects decreasing the 
population of the short β-sheet (Lysek et al., 2005). Lastly, marsupials 
as a group have no known prion diseases; the tammar wallaby carries 

FIGURE 1

Structure of the globular domain of human PrP. (A) Distribution of key pathogenic mutations and the CT3DD. Only a few are identified in different 
subdomains. (B) Distribution of outstanding substitutions in animals resistant to prion disease. The large letters correspond to human PrP and the 
smaller correspond to different animals. Y169 is a highly conserved residue with a key role in the dynamics of the CT3DD. Created with PyMOL.
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multiple substitutions in the CT3DD, including A225-A226, and 
shows a 310-turn confirmation for the β2-α2 loop.

The 310-turn received additional attention with the discovery that 
the transmission of CWD was highly dependent on this domain. 
CWD prions can be transmitted among cervids (deer, elk, moose, 
reindeer) but not to other animals, including closely related ungulates 
like sheep and cattle. This species barrier has been mapped to the 
different conformations of the β2-α2 loop, which forms a rigid loop in 
cervids but is flexible in sheep and cattle PrP (Kurt et al., 2009, 2015; 
Sigurdson et al., 2010; Kurt and Sigurdson, 2016). Deer and elk PrP 
have two substitutions at 170 (S → N) and 174 (N → T) that favor the 
rigid loop. Replacement of these two residues impedes transmission 
to cervid PrP and allow for transmission to other species (Kurt et al., 
2014a,b, 2015). However, this species barrier is not only determined 
by the presence of the 310-turn since a rigid loop supported by a D167S 
substitution (horse-like) does not support CWD transmission to 
cervids (Bett et al., 2012). Notably, in vitro experiments identified a 
sheep-specific residue at 208 that also contributes to the sheep-cervid 
prion barrier (Harrathi et  al., 2019). This suggests that additional 
structural elements contribute to the conformational dynamics of the 
CT3DD to restrict PrP/PrP interactions that regulate PrP misfolding 
and templated conversion.

The knowledge of the structural features of PrP and the impact of 
sequence variations from animals or pathogenic mutants provide an 
excellent opportunity to understand the correlation between PrP 
function and dysfunction. These differences have been assayed in 
many systems in intro and in vivo. We introduce next the advantages 
of using transgenic Drosophila as an efficient model to examine the 
consequences of specific mutations in vivo.

Drosophila as a model to dissect animal 
biology: from genes to behavior

Drosophila is tiny fruit fly with a large impact in biomedical 
research considering that six Nobel Prizes in Medicine and Physiology 
were awarded to work with this humble fly, three of them in this 
century. The high accessibility of Drosophila to manipulations of its 
genome along with the improved technologies for identifying 
molecular, cellular, or behavioral perturbations makes the fly an 
outstanding complement to study human disease, including cancer, 
developmental disorders, and neurological and behavioral disorders 
including neurodegeneration, among others (Ugur et al., 2016; Ma 
et al., 2022). This is supported by the finding that around 65% of genes 
involved in human diseases are highly conserved in Drosophila (Chien 
et al., 2002; Yamamoto et al., 2014). Since we are interested in brain 
disorders, an important aspect of using the fly brain as a model system 
is the conservation of the brain as a functional organ. The basic 
function of the nervous system, from ion channels and 
neurotransmitters to neuron and glia physiology, is highly conserved 
among animals supporting a common evolutionary origin. With only 
105 neurons and 107 synapses, the fly brain does not have by far the 
capabilities of the exquisite human brain. Yet the range of behaviors of 
the fruit fly is quite complex for a brain that small (Ugur et al., 2016; 
Ma et al., 2022). The distinct anatomic organization of the insect and 
vertebrate brains may argue for different organizing principles and 
origins. Still, molecular markers reveal a conserved organization along 
the main axes between the fly and the vertebrate brains, with shared 

markers for hindbrain, midbrain, and forebrain supporting a shared 
origin of the brain (Reichert and Simeone, 2001; Hirth, 2010). Despite 
the differences in brain size and outputs, neuronal complexity is likely 
encoded and limited by conserved transcription factor as suggested 
by the finding that the visual system of Drosophila and mice each 
contains around 115 unique neuronal types (Fischbach and Dittrich, 
1989; Dacey and Packer, 2003).

Drosophila models of proteinopathies and 
prionopathies

A class of brain disorders that have been studied extensively in 
flies are neurodegenerative diseases, in particular, those caused by 
progressive protein aggregation (Surguchov, 2021; Nitta and Sugie, 
2022; Santarelli et al., 2023; Varte et al., 2023). Between 1998 and 
2001 several proteinopathies (three polyglutamines and tau) were 
modeled in flies for the first time, demonstrating that the proteins 
responsible for these conditions in humans preserve their toxic 
properties when expressed in flies (Warrick et al., 1998; Fernandez-
Funez et al., 2000; Kazemi-Esfarjani and Benzer, 2000; Wittmann 
et al., 2001). Many other disease models were subsequently developed 
to leverage the advanced Drosophila genetics to dissect the molecular 
mechanisms mediating protein aggregation and toxicity (Rincon-
Limas et al., 2012; Bolus et al., 2020; Nitta and Sugie, 2022; Pan et al., 
2023). Following on our earlier success, we  and others modeled 
relevant aspects of PrP biology in flies, including neurotoxicity, 
aggregation, and transmission (Fernandez-Funez et al., 2017; Myers 
et al., 2020; Bujdoso et al., 2022). PrP appeared as a new protein in 
the chordate linage (Ehsani et  al., 2011) and as such it is not 
conserved in invertebrates, an exception to the high conservation of 
human genes causing disease. This lack of conservation does not 
prevent the modeling of prion diseases. In fact, the lack of 
conservation can be  an advantage because it provides a “clean” 
cellular environment to model PrP misfolding and toxicity. This is in 
contrast to mammals, which not only express PrP broadly but also 
have two PrP paralogs, Doppel and Shadoo (Watts and Westaway, 
2007). Since the PrP pathology is mediated by age-dependent 
misfolding and aggregation, replicating these features in flies provides 
access to investigate the cellular processes regulating misfolding 
(upstream) and the pathways disrupted by PrP (downstream). The 
first fly models of prionopathy established that flies replicate key 
features of prion diseases, including age-dependent 
neurodegeneration and misfolding into disease-relevant 
conformations (Gavin et al., 2006; Fernandez-Funez et al., 2009). 
We  and others followed by showing that Drosophila expressing 
PrP-WT from dog, horse, or rabbit display no neurotoxicity and 
lower aggregation compared to those expressing mouse, hamster, 
ovine, bovine, or human PrP (Fernandez-Funez et al., 2009, 2010; 
Thackray et al., 2012b, 2021; Sanchez-Garcia and Fernandez-Funez, 
2018; Myers et al., 2022). The preservation of intrinsic properties, 
including biogenesis, folding, and age-dependent misfolding and 
toxicity, demonstrates that flies provide an appropriate cellular 
environment for expressing mammalian PrP. Moreover, transmissible 
models of prion disease with ovine and bovine PrP have been 
stablished as potential platforms for bioassays and for the discovery 
of the mechanisms mediating the templated conversion of PrP 
(Thackray et al., 2012a, 2014, 2016, 2018, 2021; Bujdoso et al., 2015).
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Our recent efforts have centered on the generation of Drosophila 
models with robust phenotypes that can be used as platforms for 
genetic screens and for identifying the intrinsic determinants of PrP 
toxicity. We hypothesized that human PrP would be more toxic than 
rodent PrPs due to the heterogeneity of prion diseases in humans, 
suggesting the natural formation of conformational several strains. 
We generated transgenic models carrying human and rodent PrP 
constructs and showed that human PrP is qualitatively more toxic 
than mouse or hamster PrP (Bischof et al., 2007). Human PrP is so far 
the only PrP model with a robust eye phenotype (Fernandez-Funez 
et al., 2017; Myers et al., 2022), which is critical for performing fast 
phenotypic screens and has played a critical role in many Drosophila 
models of neurodegeneration (Jackson et al., 1998; Warrick et al., 
1998; Fernandez-Funez et al., 2000; Kazemi-Esfarjani and Benzer, 
2000; Wittmann et al., 2001; Jackson et al., 2002; Crowther et al., 2005; 
Ritson et al., 2010; Casas-Tinto et al., 2011; Mizielinska et al., 2014). It 
is noteworthy that human PrP-WT is highly toxic when expressed in 
fly neurons. This should not be completely surprising since many 
brain proteinopathies are sporadic (e.g., Alzheimer’s, Parkinson’s 
disease), meaning that a WT protein misfolds and aggregates in the 
absence of mutations or exogenous seeding agents. This strange 
quality is due to the intrinsic properties of amyloid proteins, which are 
characterized by the presence of prion-like, low complexity domains 
highly prone to misfold (Daskalov et al., 2021; Gil-Garcia et al., 2021; 
Sprunger and Jackrel, 2021). Sporadic prion diseases are by far the 
most common form of these diseases in humans despite the attention 
placed on its transmissible forms due to their novelty and public 
health relevance. Sporadic prion diseases manifest around the 5th 
decade in humans but are rare in rodent models, mostly due to high 
expression (Westaway et al., 1994; Huang et al., 2007; Chiesa et al., 
2008). The fast misfolding and toxicity in flies can be explained by a 
shift in conformational dynamics due to relative high expression and 
the hijacking of the biogenies and secretion cellular machinery due to 
the lack of endogenous PrP. It is important to remember that high 
expression of PrP from rabbit, dog, or horse PrP are not toxic in flies, 
whereas rodent PrP cause weaker phenotypes than human PrP 
(Fernandez-Funez et al., 2010; Sanchez-Garcia and Fernandez-Funez, 
2018; Myers et al., 2022). Thus, the high toxicity of human PrP must 
be encoded in its subtle sequence differences with animal PrPs.

We have leveraged the human PrP model for the fast analysis of 
substitutions on human PrP that lower toxicity. Once the constructs 
are introduced in flies, a first generation cross can tell us in 10 days 
whether a mutation has any impact on the eye in living flies under the 
stereoscope. We  recently introduced several candidate residues 
expected to lower PrP toxicity with unequal results (Myers et al., 2022, 
2023). We examined the functional impact of introducing N/D159, D/
S167, and N/S174  in the context of dog, horse, rabbit, mouse, or 
human PrP in transgenic flies. Expression of mouse PrP-N159D in 
flies showed less toxicity and lower accumulation of pathogenic PrP 
conformations than those expressing mouse PrP-WT, lending support 
for the protective role of D159 (Sanchez-Garcia et al., 2016). Flies 
expressing dog PrP-D159N or horse PrP-S167D displayed robust 
toxicity in the mushroom body assay vs. their non-toxic WT versions 
(Sanchez-Garcia and Fernandez-Funez, 2018), also supporting their 
importance for the conformational stability of dog and horse PrP. In 
contrast, rabbit PrP-S174N had no effect on flies. Unexpectedly, 
expression of human PrP carrying the reciprocal substitutions 
(N159D, D167S, and N174S) showed little protective effect in fly 

toxicity, if any, indicating that these residues do not confer 
conformational stability of human PrP on their own (Myers et al., 
2022, 2023). Considering the inconsistent effects of these substitutions 
and their dependence on the PrP backbone, the role of D159, S167, 
and S174 in the dynamics of the CT3DD is unclear. In the case of 
S174, the proposed helix-capping domain may be relevant only in the 
X-ray structure (Lysek et al., 2005; Khan et al., 2010), suggesting that 
unknown residues govern rabbit PrP stability. The weak impact of 
these substitutions made us develop a new strategy to extract critical 
knowledge from the PrP structure to inform the generation of PrP 
substitutions that more effectively inhibit human PrP toxicity. 
Currently, it is unclear how the CT3DD is stabilized in these animals, 
which likely involves multiple residues with secondary but cooperative 
roles. These are likely to be conservative substitutions that have, so far, 
escaped scrutiny. Other considerations beyond fixed conformations 
are at play, and we propose that conformational dynamics holds the 
mechanistic clues that encode for toxicity of transmissibility.

Conformational dynamics of PrP by 
molecular modeling

Building on the abundance of experimental structures discussed 
above, the globular domain of PrP has been the subject of extensive 
computational studies starting in the early 2000’s. Molecular dynamics 
(MD) simulations provide access to the complex internal motions of 
atoms within proteins, which provides information about different 
conformational states, including protein folding and misfolding 
(Karplus and McCammon, 2002; Karplus and Kuriyan, 2005; Chiti 
and Dobson, 2006; Schaeffer et al., 2008; Glazer et al., 2009; van der 
Kamp and Daggett, 2011). With the increase in computational power 
and advances in simulation methods, this technique can deliver 
fundamental insights into protein dynamics and folding. MD 
simulations were first applied on PrP to study basic conformational 
dynamics of rodent and human PrP and the impact of pathogenic 
mutations (Zuegg and Gready, 1999; Guilbert et al., 2000; Parchment 
and Essex, 2000; El-Bastawissy et al., 2001). One of the earliest studies 
showed that at low pH, the β-sheet extends to include the N-terminus 
and almost the entire β2-α2 loop (Alonso et al., 2001). These data were 
used to build a protofibril model in which the extended β-sheet served 
as the interface for the stacking of PrP monomers (DeMarco and 
Daggett, 2004). A work combining a structural motif database search 
and MD simulations identified two main regions of instability in the 
globular domain: distal helix 2 and distal helix 3 (Dima and 
Thirumalai, 2004). Recent studies identified the N-terminus, β-sheet, 
β2-α2 loop, and the C-terminus of helix 3 as the PrP domains most 
prone to unfolding (Chamachi and Chakrabarty, 2017; Singh et al., 
2017). Studies focused on the CT3DD uncovered a key role for the 
solvent exposure of the highly conserved Y169 in stabilizing the 310-
turn (Huang and Caflisch, 2015a,b; Caldarulo et al., 2017). Lastly, the 
systematic characterization of the secondary structures and flexibility 
for many PrP species identified a critical salt bridge between R164 and 
D178 for the β2-α2 loop stability (Zhang and Wang, 2016; 
Zhang, 2018).

Numerous pathogenic mutants have been probed by MD 
simulations, with T183A showing the strongest destabilization. These 
mutations cause global effects on PrP folding due to the disruption of 
key stabilizing interactions (Rossetti et  al., 2010, 2011; 
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Sanz-Hernandez et al., 2021). In general, these mutations promote 
misfolding by first disrupting the interaction between the β-sheet and 
helix 1 and the region composed of the helices 2 and 3 (Liemann and 
Glockshuber, 1999; Vanik and Surewicz, 2002; Apetri et al., 2004, 
2005). These domains are normally stabilized by four “gatekeeper” 
interactions (D178–R164, T183–Y162, H187–R156, and D202–R156), 
each containing a pathogenic mutation (underlined) (Hadzi et al., 
2015; Palaniappan et al., 2021). The second step involves the increased 
surface exposure of the β2–α2 loop, mainly mediated by Y169, and 
disrupted interactions within the CT3DD. The E219K protective 

polymorphism exhibits stronger aromatic and hydrophobic 
interactions by M166, F175, Y218, and Y225, all within the CT3DD, 
which favors the 310-turn. Overall, it appears that the CT3DD shows 
low tolerance for pathogenic mutations that can result in catastrophic 
effects on PrP biogenesis (Figure  2) but can tolerate a protective 
mutation. These interesting questions can be  investigated by both 
computational and functional studies.

Sequence entropy

A classic NMR/modeling study mapped the variability of 23 
sequences to identify relevant functional subdomains within the PrP 
globular domain (Billeter et al., 1997). To gain further insight into how 
sequence variation is distributed across this domain, we performed 
sequence alignment of 156 PrP sequences and used the sequence 
entropy as a reporter for variability (Figure 2A). The region spanning 
L125-S230 contains 37 amino acids with zero entropy (no sequence 
variation), suggesting that these residues are likely essential for PrP 
folding and / or function, like C179 and C214, which form a critical 
disulfide bridge between helices 2 and 3. These highly conserved 
residues are mainly located on the helices, except on the C-terminal 
of helix 3 (Figure 2B). Another position with zero entropy is Y169, 
which forms interactions that control the loop dynamics, in which the 
310-turn is in slow NMR exchange (in the order of milliseconds) with 
a β-turn (Damberger et al., 2011; Caldarulo et al., 2017). In mouse PrP, 
the Y169G/A substitutions stabilize the β-turn, demonstrating the 
importance of Y169 in the dynamics of the entire CT3DD (Damberger 
et al., 2011).

The residues with larger entropy are defined as those with values 
over 0.80 bits. This threshold was chosen by calculating the mean 
entropy and the standard deviation for all residues plus one standard 
deviation to the mean. 17 amino acids showed large entropy, 12 of 
them located in the CT3DD, but most are conservative changes 
(Figure 3). Positions 138, 184, 203, and 205 are conserved substitutions 
that involve the hydrophobic scaffolding of helices 2 and 3. In the 

FIGURE 3

Amino acid prevalence in the globular domain. Amino acids are colored by their properties, and sizes correspond to their relative frequency for a given 
position. Generated with WebLogo.

FIGURE 2

Sequence entropy in the PrP globular domain. (A) The sequence 
entropy for the PrP structured domain is plotted as a function of the 
residue number in units of bits. (B) The sequence entropy is mapped 
onto the human PrP structure, with thicker ribbons corresponding to 
higher entropy as shown by the color bar.
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β2–α2 loop, conservative substitutions include R/K164, M/V/I166, 
D/N/S167, Q/E168, S/N170, S/N171, and S/N174. Notably, human 
PrP is one of the few mammals that carries M166 and E168. Lastly, the 
C-terminus of helix 3 reveals many conservative substitutions (e.g., Q/
E219 and 223, K/R/Q220, A/S230) (Figure 3), yet Y/A at 225/226 
appear as significant substitutions.

These findings identify the CT3DD as a region with large sequence 
entropy. High tolerance for conservative mutations with no effect on 
PrP function would avoid selective pressure and create the potential 
to impart more nuanced characteristics, such as changes in flexibility 
and dynamics that may contribute to the defense against zoonotic 
prion transmission. Carnivores in the canid family and omnivores like 
humans may have acquired changes in this domain to prevent disease 
transmission from the consumption of prion-contaminated meat 
(Fernandez-Borges et  al., 2017; Vidal et  al., 2020). Given the 
environmental stability of prions, herbivores like horses and rabbits 
may have also acquired protective substitutions for the same reason. 
This argument is mostly speculative because other carnivores like 
felines and mustelids are vulnerable to prion transmission as are many 
herbivores that share their environment with deer, moose, sheep, 
and goats.

Backbone conformational flexibility

In our recent work, we identified the β2-α2 loop in human PrP as 
a region of high conformational polymorphism (Myers et al., 2023). 
Using the detailed data from enhanced sampling MD simulations, 
we characterized the conformational landscape of the β2-α2 loop by 
examining the φ/ψ dihedral angles defining its backbone secondary 
structure (Huang and Caflisch, 2015a,b). Using principal component 
analysis, we plotted the Gibbs free energy along the top three vectors 

and identified several energy minima corresponding to five distinct 
β-turns (91% of the population) and a 310-turn (9%) (Figure 4; Myers 
et al., 2023). These findings describe a highly dynamic β2-α2 loop in 
human PrP-WT that can explore multiple conformations separated by 
low energy barriers, each stabilized by different networks of 
intramolecular interactions (Myers et al., 2023). Next, we introduced 
a single amino acid substitution from rabbit PrP (also in pig and 
wallaby) at the end of helix 3 (human PrP-Y225A) and conducted 
similar analyses. Y225A severely lowered the conformational 
dynamics of the β2-α2 loop and showed a significant preference for 
the 310-turn, which is now populated in 82% of the samples, leaving 
only 18% for the β-turns (Figure  4). This drop in dynamics was 
accompanied by a reduced overall hydrophobic exposure (due mainly 
to Y169), suggesting that the 310-turn provides a more stable 
conformation less likely to misfold. We next asked if this shift toward 
the 310-turn had an impact on the toxicity and aggregation of human 
PrP-Y225A. We created transgenic flies expressing human PrP-WT 
and Y225A in highly comparable conditions. Y225A was less toxic 
than WT in two assays in flies, the eye and the mushroom bodies. 
Observing the suppression of toxicity in the eyes gave us the 
confidence to examine brain neurons, which require aging the flies, 
brain dissection, and imaging of whole-mount brains by confocal 
microscopy. This assay revealed a new phenotype for human PrP-WT 
in mushroom body neurons resulting in the expansion of the clusters 
containing the cell bodies, a phenotype not found in flies expressing 
Y225A (Figures 5A–C; Myers et al., 2023). In flies aged for 35 days, 
flies expressing PrP-WT show significantly more degeneration of 
mushroom body neurons than those expressing Y225A 
(Figures 5D–F). Lastly, we examined the aggregation of human PrP in 
flies by taking advantage of precipitation with NaPTA, a compound 
that specifically binds misfolded PrP. As expected, Y225A showed 
lower propensity to aggregate than WT, which is consistent with the 

FIGURE 4

Structural diversity of the CT3DD in human PrP. Structural information for the β2-α2 loop from MD simulations (Myers et al., 2023) was used to created 
Gibbs free energy isocontours in the space described by the first three principal components calculated using the 𝜑/𝜓 dihedrals. Darker colors 
correspond to stable regions (see color bar). The pie-chart shows the relative ratio of 310- and β-turn conformations. (A) Human wild-type simulations. 
The points indicate the center of each of the clusters describing the six main different conformations that were identified. Representative structures of 
the five β-turns conformations as well as of the 310-turn conformation are shown. (B) The data from human PrP-Y225A MD simulations are plotted 
using the same approach as above.
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FIGURE 5

Degeneration of mushroom body neurons in Drosophila. (A,D) Control flies expressing the reporter LacZ in mushroom body neurons visualized with 
CD8-GFP (UAS-LacZ/UAS-CD8-GFP; OK107-Gal4). These clusters contain about 2,000 neurons [(A) The Kenyon cells, Kc] tightly packed in the 
posterior brain. Their dendritic fields or calyces (Ca) are located underneath the cell bodies. These neurons project to the anterior brain and project 
into dorsal or medial projections (D). (B,C) 1-day-old flies expressing human PrP-WT (UAS-human PrP-WT/UAS-CD8-GFP; OK107-Gal4) show 
expansion of the Kc clusters, averaging 30% increased surface compared to controls, whereas flies expressing Y225A (UAS-human PrP-Y225A/UAS-
CD8-GFP; OK107-Gal4) show slightly smaller area. (E,F) 35-day-old flies expressing PrP-WT show progressive loss of axonal projections and this loss is 
minimized in flies expressing Y225A. Representative loop conformations are shown as insets. See Myers et al. (2023) for additional details.

lower toxicity and the increased conformational stability in MD 
simulations (Myers et al., 2023). These assays allowed us to correlate 
high dynamics of the loop and the population of the β-turns in 
PrP-WT with high toxicity in fly brains, whereas the high stability of 
the 310-turn correlates with the lower toxicity of Y225A. These results 
also illustrated the important role of helix 3  in modulating loop 
dynamics. Yet, since Y225A still shows significant remaining toxicity, 
there must be a significant contribution to PrP misfolding and toxicity 
from other residues. Overall, we  postulate that the enhanced 
conformational polymorphism of the β2-α2 loop may be a marker for 
the propensity of human PrP to spontaneously unfold and aggregate, 
opening new avenues to test this hypothesis in future studies.

To further expand on this idea, we mapped the conformational 
flexibility of the entire backbone of the globular domain. To this end, 
we calculated the φ/ψ dihedral angles for available PrP structures 
from PDB data and calculated the entropy for each angle (Figure 6A). 
The maximum dihedral entropy for a random angle distribution is 3.6 
bits. The conformational entropy plot shows that the β2-α2 loop has 
the largest entropy of the globular domain, with a peak of over 3 bits, 
close to a random angle distribution (Figure 6A). Two other loops also 
show high entropy, the β1-α1 loop and the α2-α3 loop, yet the β2-α2 
loop has the highest entropy despite the β1-α1 loop being longer and 
similarly exposed to the solvent. We next overlapped the results from 

840 mammalian PrP PDB structures (in orange) with our MD 
simulation (in blue) (Figure 6B). Both sets are remarkably similar and 
identify the β2-α2 loop as the region with the highest conformational 
entropy suggesting a high sensitivity to changes in its immediate 
surroundings, namely the CT3DD. Taken together, these observations 
are compatible with the description of the β2-α2 loop as the “weak 
link” in the conformational stability of PrP, while the C-terminus of 
helix 3 contributes to (de)stabilizing the loop through subtle 
sequence variations.

Prp as a model to uncover the principles 
governing sequence→function

So far, the PrP community has identified several regions of interest 
likely to modulate PrP misfolding and disease states. Yet the traditional 
approach to link protein sequence and function – sequence → 
structure → function – has produced limited advances in uncovering 
the mechanisms governing PrP misfolding. We propose a paradigm 
shift to study PrP function that goes beyond static domain structure(s) 
and, critically, incorporates the dynamics of its key subdomains: 
sequence→ structure → dynamics → function. PrP is an excellent 
model for these studies because a wealth of structural data is available 
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in the form of NMR and X-ray structures that can be leveraged to 
answer these important questions. These structures can be used in 
computational studies that allow for a broader exploration of the 
conformational landscape, which describe a dynamic state that more 
closely resembles the behavior of proteins at atomic level. Additionally, 
this approach can benefit the study of other amyloidogenic proteins 
causative of proteinopathies, some of them highly prevalent. Amyloids 
contain low complexity or partially disordered domains likely to 
exhibit high conformational dynamics. These dynamic states shift the 
conversation from static local conformations to transitions (dynamics) 
between multiple states. From here, the mechanisms stabilizing each 
state, energy barriers, relative populations of different states, and 
transitions between states can be  analyzed. These analyses add 
significant complexity to the study of PrP and proteins with prion-like 
domain, but they open a window into the intramolecular interactions 
and energies that govern protein behaviors.

PrP’s CT3DD and its β2-α2 loop are particularly interesting for 
their high sequence and conformational entropy (Myers et al., 2023). 
The logical next steps are to develop models that explain how this 
subdomain is (de)stabilized followed by experimental manipulations 
of key residues that examine their impact on the local and global PrP 
dynamics and their in vivo properties, like toxicity. As a first step 
toward relating PrP toxicity to its dynamics, we  analyzed the 
conformation of the β2–α2 loop on 42 different PDB models of PrP, 
each containing around 20 structures for a total of 840 structures. 
Using the same approach that we used for MD simulations of human 

PrP, we identified three vectors that described combinations of φ/ψ 
dihedral angles for the β2–α2 loop that result in the greatest 
discrimination in loop conformations (Figure  7A) (see Methods, 
Bujdoso et  al., 2022). Because a PDB for an NMR structure is 
deposited as an ensemble of 20 models, we  calculated the 
conformational variability within each PDB ensemble as the standard 
deviation in the distance between the models. This is represented as a 
color-coded PDB Spread for the diversity of conformations of the β2–
α2 loop, where each spot represents an individual PDB model 
(Figure 7A). The 840 PDB models were then projected onto the Gibbs 
energy density profile obtained from the human PrP MD simulations 
as reference, showing good overlap (Figure 7A). This observation 
strengthens the claim that MD simulations offer a valid and accessible 
method to study PrP conformational dynamics. The Compact PDBs 
(low spread) cluster around the 310-turn region except the anti-310-
turn mutation Y169G, reinforcing the proposed stability imparted by 
the 310-turn. Limiting the analysis to only WT models, they split into 
low spread and presence of the 310-turn (deer, elk, horse, and vole) and 
high spread and population of β-turns (cat, human, dog, mouse, and 
cow) (Figure 7B). Because mouse PrP has been the subject of extensive 
structural studies, it provides a unique opportunity to evaluate the 
effect of single substitutions on the structure and dynamics of the β2–
α2 loop (Figure  7C). Mouse PrP-WT shows high dynamics that 
samples β-turns and the 310-turn (Figure 7C). Yet, F175A, V166A, 
Y225A-Y226A, and S170N preference for the 310-turn. In contrast, 
Y169G behaves as an anti-310-turn that, surprisingly is highly stable 
and favors one type of β-turn (Figure 7C; Damberger et al., 2011). 
Thus, stable conformations other than the 310-turn are possible and 
could be exploited for therapeutic approaches aiming at limiting the 
dynamics in this region. Lastly, we highlight representative examples 
of conformational diversity, like the mule deer PrP, which has the most 
compact ensemble appreciated from its largely overlapping structures 
(Figure 7D). This is in stark contrast with human PrP, which shows 
widespread distribution. Horse PrP-WT and mouse PrP-Y169G both 
show low dynamics but prefer different conformations, 310-turn for 
horse PrP and β-turn for mouse PrP-Y169G.

Overall, this analysis reveals that the rich information present in 
the PDBs is sufficient to begin exploring PrP conformational 
dynamics. Yet, NMR is not a high yield experimental tool for 
expanding our understanding of the consequences of introducing 
additional mutants, particularly in human PrP. We  also need to 
consider that the variability within a PDB ensemble may be biased by 
the NMR refining restraints. To systematically study the effects of 
substitutions on the conformational dynamics of the β2–α2 loop is 
therefore important to employ methods that allow for standardized 
and reproducible approaches, which is provided by the combination 
of MD simulations and Drosophila functional experiments that 
we have developed. Our recent work identified residues within the 
CT3DD contributing to the stability of the 310-turn, providing testable 
hypotheses. Based on our recent experience, single substitutions in 
the human PrP backbone are likely to have limited impact on its 
dynamics because of the coordinated work of several residues. Thus, 
we  have started to examine the impact of single and double 
substitutions to determine their cumulative effects in MD simulations 
and flies. We are considering triple mutants to address the significant 
contribution of conserved residues in helix 3 to the stability of the 
CT3DD. The MD simulations conducted so far contain rich 
information that we  can exploit as our working hypotheses are 

FIGURE 6

Structural entropy in the globular domain of PrP. (A) The φ/ψ dihedral 
entropy for the PrP structured domain is plotted in orange as a 
function of the residue number in units of bits. In blue, the 𝜑/𝜓 
dihedral entropy from MD simulations of human PrP is plotted. 
(B) The φ/ψ dihedral entropy from the PDB data is mapped onto the 
human PrP structure with thicker ribbons corresponding to higher 
entropy as shown by the color bar.
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refined over time. We  can also add metadynamics (Laio and 
Parrinello, 2002) to our computational work to study in more detail 
the transition between relevant states: the 310-turn and a common 
β-turn. Having the ability to correlate the computational data with in 
vivo data in a timely manner is highly valuable because it allows us to 
feed that information back into our working models to identify the 
most relevant combinations of residues modulating the 
CT3DD. We believe this approach can provide sufficient resolution 
to develop models that can be  replicated in mammalian cellular 
models and, eventually, tested in transgenic mice.

Concluding remarks

We face parallel challenges in dissecting the rules governing PrP 
misfolding and toxicity that inhabit different spheres of knowledge. 
The first challenge is to develop high resolution models for the 
intrinsic dynamics of the CT3DD that can accurately predict the 
consequences of disrupting this region. The second challenge is to 
efficiently produce evidence in living systems for the functional 
impact of the same perturbations in relevant toxicity and aggregation 
assays. Generating functional evidence in living systems is critical but 

it is time consuming and expensive, even when using simplified 
models like Drosophila, cell culture, and in vitro systems. Thus, 
detailed guidance from PrP structure AND dynamics are critical to 
predict which residues to prioritize. Our approach combining MD 
simulations with Drosophila expressing PrP allows for efficient and 
economic functional tests of candidate residues before launching into 
more expensive and time-consuming experiments in mice. Our 
approach models spontaneous PrP misfolding, which accounts for the 
sporadic etiology of prion diseases in human. This may be  an 
advantage compared to mouse models, which only show sporadic 
disease manifestations under high overexpression conditions 
(Westaway et  al., 1994; Huang et  al., 2007; Chiesa et  al., 2008). 
Working with flies has drawbacks as well, including the smaller 
amounts of PrP recovered for biochemistry or transmission 
experiments and the lack of spontaneous production of protease 
resistant PrP, indicating the absence of relevant cofactors or incubation 
time. The output guiding our experiments is eliminating the 
spontaneous toxicity of human PrP in transgenic flies. This objective 
aligns better with the goal of finding a cure for these devastating 
diseases than increasing PrP toxicity or promoting its transmissibility. 
Eventually, this knowledge can be  leveraged to dissect the rules 
governing the misfolding and aggregation of other amyloids, which 

FIGURE 7

Structural diversity of PrP. The structures of the β2-α2 loop from all PrPs available in PBD are mapped onto the axes obtained from principal 
component analysis of the φ/ψ dihedrals. The markers describe the spread within each PDB set (usually 20 models) as described by the color bar. 
(A) All 840 PrP structures in PDB are mapped onto the axes obtained from MD simulations for human PrP as reference (Figure 4A; Myers et al., 2023). 
(B) The 280 PrP-WT structures available in PDB are shown. (C) The 280 mouse PrP (WT and mutant) structures available in PDB are reported. The 
structure of the β2-α2 loop for Y169G is shown as a cartoon. (D) The complete ensemble of 20 PDB structures for selected PrPs are shown to illustrate 
the population of specific conformations (mule deer, horse, mouse Y169G) or their conformational diversity (human).
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has a much larger potential for impact on public health due to the high 
prevalence of several proteinopathies among the elderly.

Materials and methods

Analyses were performed using R v. 4.0.4, and sequences were 
aligned with the bio3D package v. 2.4–4 interfaced with Muscle 
v. 3.8.31.

Sequence analysis

PrP sequences were identified by performing a BLAST search of 
the TrEMBL and Swiss-Prot databases against the human prion 
protein sequence from L125 to S230. Hits with less than 70% identity 
were removed. Of the remaining 193 sequences, we discarded a few 
that missed large sections (10 residues or more) when aligned to the 
human sequence, as well as any duplicate sequence from the two 
databases. The resulting set contained 156 sequences. Following 
sequence alignment, only the columns corresponding to the range 
L125-S230 of the human sequence were retained. The Shannon 
entropy of the resulting 106 sequence positions was calculated for 
both Extended and Reduced sets. The entropy was mapped onto the 
PrP structure (PDB ID:1QM1, with manually added G229 and S230 in 
α-helix conformation) using PyMOL v. 2.3.0. A sequence logo 
showing the relative prevalence of amino acids was generated on the 
aligned sequences using the online WebLogo service (version 2.8.2) 
(Crooks et al., 2004).

Backbone φ/ψ angles entropy

A database of 840 PrP structures was built using 42 PrP entries 
from the Protein Data Bank determined by biomolecular NMR (all 
PDB IDs are provided in the Supporting Information). The φ/ψ 
dihedral angles for the range corresponding to G126-Y226 were 
calculated with bio3D package – notice that the shortened range used 
here is due to the lack of structural data for residues outside this range. 
To calculate the dihedral entropy, the R package “infotheo” (v. 1.2.0.1) 
was used. First the dihedral angles were discretized using the “Global 
Equal Width” method into 12 bins, then the entropy for each φ/ψ 
dihedral angle was calculated. Notice that the calculated entropy 
depends on the number of bins chosen in the discretization step, with 
more bins resulting in – up to a point – higher absolute entropy. 
Nevertheless, relative entropies should be conserved for reasonable 
choices of the number of bins. As a reference, using our 12 bins 
selection, the maximum entropy value corresponding to a random 
distribution is 3.6 bits. Finally, the average of the φ/ψ dihedral angles 
entropy for each residue was used as a measure of the conformational 
flexibility. The entropy was mapped onto the PrP structure using the 
same approach described for the Sequence Analysis.

Using the same approach as above, the same quantity was 
calculated using 40,000 structures of human PrP from molecular 
dynamics simulations as input. Details of the simulations setup are 
described in Myers et al. (2023), but briefly these data were obtained 
from 200 ns of temperature replica-exchange molecular dynamics 

simulations which efficiently sampled the conformational space 
accessible to the protein.

PDB structures conformational variability

To characterize the structural features of the β2–α2 loop across all 
PrP NMR structures in the PDB, principal component analysis (PCA) 
of the loop’s backbone dihedral angles was performed with a similar 
approach as in Myers et al. (2023). Briefly, the sine and cosine of the 
φ/ψ dihedral angles for the β2–α2 loop (residues 164–175) were 
calculated for the 840 PDB structures, and then principal component 
analysis was performed in the sine/cosine space. Then, for every PDB 
structure, the sine and cosines for the loop’s residues were projected 
onto the first three eigenvectors obtained from the PCA analysis, 
resulting in a point in space that describes a particular conformation. 
Points that are closer in space represent similar structures, and 
we  measured the similarity of the structures in a PDB ensemble 
(usually 20 structures) as the standard deviation in the distance 
between the points in the ensemble, which we color-coded as “PDB 
Spread” in Figure 2.

Author contributions

All authors listed have made a substantial, direct, and intellectual 
contribution to the work and approved it for publication.

Funding

This work was supported by the NIH grant 7R21NS096627-02 
and the Winston and Maxine Wallin Neuroscience Discovery Fund 
award CON000000083928 to PF-F.

Acknowledgments

We thank the University of Minnesota Information Technology 
Support Services for institutional copies of PyMOL and the Minnesota 
Supercomputing Institute (MSI) at the University of Minnesota.

Conflict of interest

The authors declare that the research was conducted in the 
absence of any commercial or financial relationships that could 
be construed as a potential conflict of interest.

Publisher’s note

All claims expressed in this article are solely those of the authors 
and do not necessarily represent those of their affiliated organizations, 
or those of the publisher, the editors and the reviewers. Any product 
that may be evaluated in this article, or claim that may be made by its 
manufacturer, is not guaranteed or endorsed by the publisher.

https://doi.org/10.3389/fnmol.2023.1231079
https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org


Cembran and Fernandez-Funez 10.3389/fnmol.2023.1231079

Frontiers in Molecular Neuroscience 12 frontiersin.org

References
Alonso, D. O., DeArmond, S. J., Cohen, F. E., and Daggett, V. (2001). Mapping the 

early steps in the pH-induced conformational conversion of the prion protein. Proc. 
Natl. Acad. Sci. U. S. A. 98, 2985–2989. doi: 10.1073/pnas.061555898

Apetri, A. C., Surewicz, K., and Surewicz, W. K. (2004). The effect of disease-associated 
mutations on the folding pathway of human prion protein. J. Biol. Chem. 279, 
18008–18014. doi: 10.1074/jbc.M313581200

Apetri, A. C., Vanik, D. L., and Surewicz, W. K. (2005). Polymorphism at residue 129 
modulates the conformational conversion of the D178N variant of human prion protein 
90-231. Biochemistry 44, 15880–15888. doi: 10.1021/bi051455+

Appleby, B. S., Shetty, S., and Elkasaby, M. (2022). Genetic aspects of human prion 
diseases. Front. Neurol. 13:1003056. doi: 10.3389/fneur.2022.1003056

Barlow, R. M., and Rennie, J. C. (1976). The fate of ME7 scrapie infection in rats, 
guinea-pigs, and rabbits. Res. Vet. Sci. 21, 110–111.

Bett, C., Fernandez-Borges, N., Kurt, T. D., Lucero, M., Nilsson, K. P., Castilla, J., et al. 
(2012). Structure of the beta2-alpha2 loop and interspecies prion transmission. FASEB 
J. 26, 2868–2876. doi: 10.1096/fj.11-200923

Bian, J., Khaychuk, V., Angers, R. C., Fernandez-Borges, N., Vidal, E., 
Meyerett-Reid, C., et al. (2017). Prion replication without host adaptation during 
interspecies transmissions. Proc. Natl. Acad. Sci. U. S. A. 114, 1141–1146. doi: 10.1073/
pnas.1611891114

Biljan, I., Ilc, G., and Plavec, J. (2017). Understanding the effect of disease-related 
mutations on human prion protein structure: insights from NMR spectroscopy. Prog. 
Mol. Biol. Transl. Sci. 150, 83–103. doi: 10.1016/bs.pmbts.2017.06.006

Billeter, M., Riek, R., Wider, G., Hornemann, S., Glockshuber, R., and Wuthrich, K. 
(1997). Prion protein NMR structure and species barrier for prion diseases. Proc. Natl. 
Acad. Sci. U. S. A. 94, 7281–7285. doi: 10.1073/pnas.94.14.7281

Bischof, J., Maeda, R. K., Hediger, M., Karch, F., and Basler, K. (2007). An optimized 
transgenesis system for Drosophila using germ-line-specific phiC31 integrases. Proc. 
Natl. Acad. Sci. U. S. A. 104, 3312–3317. doi: 10.1073/pnas.0611511104

Bolus, H., Crocker, K., Boekhoff-Falk, G., and Chtarbanova, S. (2020). Modeling 
Neurodegenerative Disorders in Drosophila melanogaster. Int. J. Mol. Sci. 21:3055. doi: 
10.3390/ijms21093055

Bujdoso, R., Landgraf, M., Jackson, W. S., and Thackray, A. M. (2015). Prion-induced 
neurotoxicity: possible role for cell cycle activity and DNA damage response. World J. 
Virol. 4, 188–197. doi: 10.5501/wjv.v4.i3.188

Bujdoso, R., Smith, A., Fleck, O., Spiropoulos, J., Andreoletti, O., and Thackray, A. M. 
(2022). Prion disease modelled in Drosophila. Cell Tissue Res. 392, 47–62. doi: 10.1007/
s00441-022-03586-0

Caldarulo, E., Barducci, A., Wuthrich, K., and Parrinello, M. (2017). Prion protein 
beta2-alpha2 loop conformational landscape. Proc. Natl. Acad. Sci. U. S. A. 114, 
9617–9622. doi: 10.1073/pnas.1712155114

Casas-Tinto, S., Zhang, Y., Sanchez-Garcia, J., Gomez-Velazquez, M., 
Rincon-Limas, D. E., and Fernandez-Funez, P. (2011). The ER stress factor XBP1s 
prevents amyloid-beta neurotoxicity. Hum. Mol. Genet. 20, 2144–2160. doi: 10.1093/
hmg/ddr100

Chamachi, N. G., and Chakrabarty, S. (2017). Temperature-induced Misfolding in 
prion protein: evidence of multiple partially disordered states stabilized by non-native 
hydrogen bonds. Biochemistry 56, 833–844. doi: 10.1021/acs.biochem.6b01042

Chandler, R. L. (1971). Experimental transmission of scrapie to voles and Chinese 
hamsters. Lancet 1, 232–233. doi: 10.1016/S0140-6736(71)90966-4

Chandler, R. L., and Fisher, J. (1963). Experimental transmission of scrapie to rats. 
Lancet 2, 1165–1166. doi: 10.1016/S0140-6736(63)90820-1

Chien, S., Reiter, L. T., Bier, E., and Gribskov, M. (2002). Homophila: human 
disease gene cognates in Drosophila. Nucleic Acids Res. 30, 149–151. doi: 10.1093/
nar/30.1.149

Chiesa, R., Piccardo, P., Biasini, E., Ghetti, B., and Harris, D. A. (2008). Aggregated, 
wild-type prion protein causes neurological dysfunction and synaptic abnormalities. J. 
Neurosci. 28, 13258–13267. doi: 10.1523/JNEUROSCI.3109-08.2008

Chiti, F., and Dobson, C. M. (2006). Protein misfolding, functional amyloid, and 
human disease. Annu. Rev. Biochem. 75, 333–366. doi: 10.1146/annurev.
biochem.75.101304.123901

Christen, B., Damberger, F. F., Perez, D. R., Hornemann, S., and Wuthrich, K. (2013). 
Structural plasticity of the cellular prion protein and implications in health and disease. 
Proc. Natl. Acad. Sci. U. S. A. 110, 8549–8554. doi: 10.1073/pnas.1306178110

Colby, D. W., and Prusiner, S. B. (2011). Prions. Cold Spring Harb Perspect Biol 
3:a006833. doi: 10.1101/cshperspect.a006833

Crooks, G. E., Hon, G., Chandonia, J. M., and Brenner, S. E. (2004). WebLogo: a 
sequence logo generator. Genome Res. 14, 1188–1190. doi: 10.1101/gr.849004

Crowther, D. C., Kinghorn, K. J., Miranda, E., Page, R., Curry, J. A., Duthie, F. A., et al. 
(2005). Intraneuronal Abeta, non-amyloid aggregates and neurodegeneration in a 
Drosophila model of Alzheimer's disease. Neuroscience 132, 123–135. doi: 10.1016/j.
neuroscience.2004.12.025

Dacey, D. M., and Packer, O. S. (2003). Colour coding in the primate retina: diverse 
cell types and cone-specific circuitry. Curr. Opin. Neurobiol. 13, 421–427. doi: 10.1016/
S0959-4388(03)00103-X

Damberger, F. F., Christen, B., Perez, D. R., Hornemann, S., and Wuthrich, K. (2011). 
Cellular prion protein conformation and function. Proc. Natl. Acad. Sci. U. S. A. 108, 
17308–17313. doi: 10.1073/pnas.1106325108

Daskalov, A., El Mammeri, N., Lends, A., Shenoy, J., Lamon, G., Fichou, Y., et al. 
(2021). Structures of pathological and functional amyloids and prions, a solid-state 
NMR perspective. Front. Mol. Neurosci. 14:670513. doi: 10.3389/fnmol.2021.670513

DeMarco, M. L., and Daggett, V. (2004). From conversion to aggregation: protofibril 
formation of the prion protein. Proc. Natl. Acad. Sci. U. S. A. 101, 2293–2298. doi: 
10.1073/pnas.0307178101

Dima, R. I., and Thirumalai, D. (2004). Probing the instabilities in the dynamics of 
helical fragments from mouse PrPC. Proc. Natl. Acad. Sci. U. S. A. 101, 15335–15340. 
doi: 10.1073/pnas.0404235101

Ehsani, S., Huo, H., Salehzadeh, A., Pocanschi, C. L., Watts, J. C., Wille, H., et al. 
(2011). Family Reunion – the ZIP/prion gene family. Prog. Neurobiol. 93, 405–420. doi: 
10.1016/j.pneurobio.2010.12.001

El-Bastawissy, E., Knaggs, M. H., and Gilbert, I. H. (2001). Molecular dynamics 
simulations of wild-type and point mutation human prion protein at normal and 
elevated temperature. J. Mol. Graph. Model. 20, 145–154. doi: 10.1016/
S1093-3263(01)00113-9

Fernandez-Borges, N., Parra, B., Vidal, E., Erana, H., Sanchez-Martin, M. A., de 
Castro, J., et al. (2017). Unraveling the key to the resistance of canids to prion diseases. 
PLoS Pathog. 13:e1006716. doi: 10.1371/journal.ppat.1006716

Fernandez-Funez, P., Casas-Tinto, S., Zhang, Y., Gomez-Velazquez, M., 
Morales-Garza, M. A., Cepeda-Nieto, A. C., et al. (2009). In vivo generation of 
neurotoxic prion protein: role for hsp70 in accumulation of misfolded isoforms. PLoS 
Genet. 5:e1000507. doi: 10.1371/journal.pgen.1000507

Fernandez-Funez, P., Nino-Rosales, M. L., de Gouyon, B., She, W. C., Luchak, J. M., 
Martinez, P., et al. (2000). Identification of genes that modify ataxin-1-induced 
neurodegeneration. Nature 408, 101–106. doi: 10.1038/35040584

Fernandez-Funez, P., Sanchez-Garcia, J., and Rincon-Limas, D. E. (2017). Drosophila 
models of prionopathies: insight into prion protein function, transmission, and 
neurotoxicity. Curr. Opin. Genet. Dev. 44, 141–148. doi: 10.1016/j.gde.2017.03.013

Fernandez-Funez, P., Zhang, Y., Casas-Tinto, S., Xiao, X., Zou, W. Q., and 
Rincon-Limas, D. E. (2010). Sequence-dependent prion protein misfolding and 
neurotoxicity. J. Biol. Chem. 285, 36897–36908. doi: 10.1074/jbc.M110.174391

Fischbach, K. F., and Dittrich, A. P. M. (1989). The optic lobe of Drosophila 
melanogaster. I. a Golgi analysis of wild-type structure. Cell Tissue Res. 258, 441–475. 
doi: 10.1007/BF00218858

Gambetti, P., Dong, Z., Yuan, J., Xiao, X., Zheng, M., Alshekhlee, A., et al. (2008). A 
novel human disease with abnormal prion protein sensitive to protease. Ann. Neurol. 63, 
697–708. doi: 10.1002/ana.21420

Gavin, B. A., Dolph, M. J., Deleault, N. R., Geoghegan, J. C., Khurana, V., Feany, M. B., 
et al. (2006). Accelerated accumulation of misfolded prion protein and spongiform 
degeneration in a Drosophila model of Gerstmann-Straussler-Scheinker syndrome. J. 
Neurosci. 26, 12408–12414. doi: 10.1523/JNEUROSCI.3372-06.2006

Gibbs, C. J. Jr., and Gajdusek, D. C. (1973). Experimental subacute spongiform virus 
encephalopathies in primates and other laboratory animals. Science 182, 67–68. doi: 
10.1126/science.182.4107.67

Gil-Garcia, M., Iglesias, V., Pallares, I., and Ventura, S. (2021). Prion-like proteins: 
from computational approaches to proteome-wide analysis. FEBS Open Bio 11, 
2400–2417. doi: 10.1002/2211-5463.13213

Glazer, D. S., Radmer, R. J., and Altman, R. B. (2009). Improving structure-based 
function prediction using molecular dynamics. Structure 17, 919–929. doi: 10.1016/j.
str.2009.05.010

Guilbert, C., Ricard, F., and Smith, J. C. (2000). Dynamic simulation of the mouse 
prion protein. Biopolymers 54, 406–415. doi: 10.1002/1097-0282(200011)54:6<406::AID-
BIP50>3.0.CO;2-6

Hadzi, S., Ondracka, A., Jerala, R., and Hafner-Bratkovic, I. (2015). Pathological 
mutations H187R and E196K facilitate subdomain separation and prion protein 
conversion by destabilization of the native structure. FASEB J. 29, 882–893. doi: 10.1096/
fj.14-255646

Harrathi, C., Fernandez-Borges, N., Erana, H., Elezgarai, S. R., Venegas, V., 
Charco, J. M., et al. (2019). Insights into the bidirectional properties of the sheep-deer 
prion transmission barrier. Mol. Neurobiol. 56, 5287–5303. doi: 10.1007/
s12035-018-1443-8

Harris, D. A., and True, H. L. (2006). New insights into prion structure and toxicity. 
Neuron 50, 353–357. doi: 10.1016/j.neuron.2006.04.020

Hegde, R. S., Mastrianni, J. A., Scott, M. R., DeFea, K. A., Tremblay, P., Torchia, M., 
et al. (1998). A transmembrane form of the prion protein in neurodegenerative disease. 
Science 279, 827–834. doi: 10.1126/science.279.5352.827

https://doi.org/10.3389/fnmol.2023.1231079
https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://doi.org/10.1073/pnas.061555898
https://doi.org/10.1074/jbc.M313581200
https://doi.org/10.1021/bi051455+
https://doi.org/10.3389/fneur.2022.1003056
https://doi.org/10.1096/fj.11-200923
https://doi.org/10.1073/pnas.1611891114
https://doi.org/10.1073/pnas.1611891114
https://doi.org/10.1016/bs.pmbts.2017.06.006
https://doi.org/10.1073/pnas.94.14.7281
https://doi.org/10.1073/pnas.0611511104
https://doi.org/10.3390/ijms21093055
https://doi.org/10.5501/wjv.v4.i3.188
https://doi.org/10.1007/s00441-022-03586-0
https://doi.org/10.1007/s00441-022-03586-0
https://doi.org/10.1073/pnas.1712155114
https://doi.org/10.1093/hmg/ddr100
https://doi.org/10.1093/hmg/ddr100
https://doi.org/10.1021/acs.biochem.6b01042
https://doi.org/10.1016/S0140-6736(71)90966-4
https://doi.org/10.1016/S0140-6736(63)90820-1
https://doi.org/10.1093/nar/30.1.149
https://doi.org/10.1093/nar/30.1.149
https://doi.org/10.1523/JNEUROSCI.3109-08.2008
https://doi.org/10.1146/annurev.biochem.75.101304.123901
https://doi.org/10.1146/annurev.biochem.75.101304.123901
https://doi.org/10.1073/pnas.1306178110
https://doi.org/10.1101/cshperspect.a006833
https://doi.org/10.1101/gr.849004
https://doi.org/10.1016/j.neuroscience.2004.12.025
https://doi.org/10.1016/j.neuroscience.2004.12.025
https://doi.org/10.1016/S0959-4388(03)00103-X
https://doi.org/10.1016/S0959-4388(03)00103-X
https://doi.org/10.1073/pnas.1106325108
https://doi.org/10.3389/fnmol.2021.670513
https://doi.org/10.1073/pnas.0307178101
https://doi.org/10.1073/pnas.0404235101
https://doi.org/10.1016/j.pneurobio.2010.12.001
https://doi.org/10.1016/S1093-3263(01)00113-9
https://doi.org/10.1016/S1093-3263(01)00113-9
https://doi.org/10.1371/journal.ppat.1006716
https://doi.org/10.1371/journal.pgen.1000507
https://doi.org/10.1038/35040584
https://doi.org/10.1016/j.gde.2017.03.013
https://doi.org/10.1074/jbc.M110.174391
https://doi.org/10.1007/BF00218858
https://doi.org/10.1002/ana.21420
https://doi.org/10.1523/JNEUROSCI.3372-06.2006
https://doi.org/10.1126/science.182.4107.67
https://doi.org/10.1002/2211-5463.13213
https://doi.org/10.1016/j.str.2009.05.010
https://doi.org/10.1016/j.str.2009.05.010
https://doi.org/10.1002/1097-0282(200011)54:6<406::AID-BIP50>3.0.CO;2-6
https://doi.org/10.1002/1097-0282(200011)54:6<406::AID-BIP50>3.0.CO;2-6
https://doi.org/10.1096/fj.14-255646
https://doi.org/10.1096/fj.14-255646
https://doi.org/10.1007/s12035-018-1443-8
https://doi.org/10.1007/s12035-018-1443-8
https://doi.org/10.1016/j.neuron.2006.04.020
https://doi.org/10.1126/science.279.5352.827


Cembran and Fernandez-Funez 10.3389/fnmol.2023.1231079

Frontiers in Molecular Neuroscience 13 frontiersin.org

Hegde, R. S., and Rane, N. S. (2003). Prion protein trafficking and the development of 
neurodegeneration. Trends Neurosci. 26, 337–339. doi: 10.1016/S0166-2236(03)00143-7

Hirth, F. (2010). On the origin and evolution of the tripartite brain. Brain Behav. Evol. 
76, 3–10. doi: 10.1159/000320218

Huang, D., and Caflisch, A. (2015a). The roles of the conserved tyrosine in the beta2-
alpha2 loop of the prion protein. Prion 9, 412–419. doi: 10.1080/19336896.2015.1115944

Huang, D., and Caflisch, A. (2015b). Evolutionary conserved Tyr169 stabilizes the 
beta2-alpha2 loop of the prion protein. J. Am. Chem. Soc. 137, 2948–2957. doi: 10.1021/
ja511568m

Huang, S., Liang, J., Zheng, M., Li, X., Wang, M., Wang, P., et al. (2007). Inducible 
overexpression of wild-type prion protein in the muscles leads to a primary myopathy 
in transgenic mice. Proc. Natl. Acad. Sci. U. S. A. 104, 6800–6805. doi: 10.1073/
pnas.0608885104

Jackson, G. R., Salecker, I., Dong, X., Yao, X., Arnheim, N., Faber, P. W., et al. (1998). 
Polyglutamine-expanded human huntingtin transgenes induce degeneration of 
Drosophila photoreceptor neurons. Neuron 21, 633–642. doi: 10.1016/
S0896-6273(00)80573-5

Jackson, G. R., Wiedau-Pazos, M., Sang, T. K., Wagle, N., Brown, C. A., Massachi, S., 
et al. (2002). Human wild-type tau interacts with wingless pathway components and 
produces neurofibrillary pathology in Drosophila. Neuron 34, 509–519. doi: 10.1016/
S0896-6273(02)00706-7

James, T. L., Liu, H., Ulyanov, N. B., Farr-Jones, S., Zhang, H., Donne, D. G., et al. 
(1997). Solution structure of a 142-residue recombinant prion protein corresponding to 
the infectious fragment of the scrapie isoform. Proc. Natl. Acad. Sci. U. S. A. 94, 
10086–10091. doi: 10.1073/pnas.94.19.10086

Kaneko, K., Zulianello, L., Scott, M., Cooper, C. M., Wallace, A. C., James, T. L., et al. 
(1997). Evidence for protein X binding to a discontinuous epitope on the cellular prion 
protein during scrapie prion propagation. Proc. Natl. Acad. Sci. U. S. A. 94, 10069–10074. 
doi: 10.1073/pnas.94.19.10069

Karplus, M., and Kuriyan, J. (2005). Molecular dynamics and protein function. Proc. 
Natl. Acad. Sci. U. S. A. 102, 6679–6685. doi: 10.1073/pnas.0408930102

Karplus, M., and McCammon, J. A. (2002). Molecular dynamics simulations of 
biomolecules. Nat. Struct. Biol. 9, 646–652. doi: 10.1038/nsb0902-646

Kazemi-Esfarjani, P., and Benzer, S. (2000). Genetic suppression of polyglutamine 
toxicity in Drosophila. Science 287, 1837–1840. doi: 10.1126/science.287.5459.1837

Khan, M. Q., Sweeting, B., Mulligan, V. K., Arslan, P. E., Cashman, N. R., Pai, E. F., 
et al. (2010). Prion disease susceptibility is affected by beta-structure folding propensity 
and local side-chain interactions in PrP. Proc. Natl. Acad. Sci. U. S. A. 107, 19808–19813. 
doi: 10.1073/pnas.1005267107

Kirkwood, J. K., and Cunningham, A. A. (1994). Epidemiological observations on 
spongiform encephalopathies in captive wild animals in the British Isles. Vet. Rec. 135, 
296–303. doi: 10.1136/vr.135.13.296

Knaus, K. J., Morillas, M., Swietnicki, W., Malone, M., Surewicz, W. K., and Yee, V. C. 
(2001). Crystal structure of the human prion protein reveals a mechanism for 
oligomerization. Nat. Struct. Biol. 8, 770–774. doi: 10.1038/nsb0901-770

Kovac, V., and Curin Serbec, V. (2022). Prion protein: the molecule of many forms and 
faces. Int. J. Mol. Sci. 23:1232. doi: 10.3390/ijms23031232

Kraus, A., Groveman, B. R., and Caughey, B. (2013). Prions and the potential 
transmissibility of protein misfolding diseases. Annu. Rev. Microbiol. 67, 543–564. doi: 
10.1146/annurev-micro-092412-155735

Kurt, T. D., Bett, C., Fernandez-Borges, N., Joshi-Barr, S., Hornemann, S., Rulicke, T., 
et al. (2014a). Prion transmission prevented by modifying the beta2-alpha2 loop 
structure of host PrPC. J. Neurosci. 34, 1022–1027. doi: 10.1523/
JNEUROSCI.4636-13.2014

Kurt, T. D., Jiang, L., Bett, C., Eisenberg, D., and Sigurdson, C. J. (2014b). A proposed 
mechanism for the promotion of prion conversion involving a strictly conserved 
tyrosine residue in the beta2-alpha2 loop of PrPC. J. Biol. Chem. 289, 10660–10667. doi: 
10.1074/jbc.M114.549030

Kurt, T. D., Jiang, L., Fernandez-Borges, N., Bett, C., Liu, J., Yang, T., et al. (2015). 
Human prion protein sequence elements impede cross-species chronic wasting disease 
transmission. J. Clin. Invest. 125, 1485–1496. doi: 10.1172/JCI79408

Kurt, T. D., and Sigurdson, C. J. (2016). Cross-species transmission of CWD prions. 
Prion 10, 83–91. doi: 10.1080/19336896.2015.1118603

Kurt, T. D., Telling, G. C., Zabel, M. D., and Hoover, E. A. (2009). Trans-species 
amplification of PrP(CWD) and correlation with rigid loop  170N. Virology 387, 
235–243. doi: 10.1016/j.virol.2009.02.025

Laio, A., and Parrinello, M. (2002). Escaping free-energy minima. Proc. Natl. Acad. 
Sci. U. S. A. 99, 12562–12566. doi: 10.1073/pnas.202427399

Liemann, S., and Glockshuber, R. (1999). Influence of amino acid substitutions related 
to inherited human prion diseases on the thermodynamic stability of the cellular prion 
protein. Biochemistry 38, 3258–3267. doi: 10.1021/bi982714g

Liu, H., Farr-Jones, S., Ulyanov, N. B., Llinas, M., Marqusee, S., Groth, D., et al. (1999). 
Solution structure of Syrian hamster prion protein rPrP(90-231). Biochemistry 38, 
5362–5377. doi: 10.1021/bi982878x

Lloyd, S., Mead, S., and Collinge, J. (2011). Genetics of prion disease. Top. Curr. Chem. 
305, 1–22. doi: 10.1007/128_2011_157

Lysek, D. A., Schorn, C., Nivon, L. G., Esteve-Moya, V., Christen, B., Calzolai, L., et al. 
(2005). Prion protein NMR structures of cats, dogs, pigs, and sheep. Proc. Natl. Acad. 
Sci. U. S. A. 102, 640–645. doi: 10.1073/pnas.0408937102

Ma, M., Moulton, M. J., Lu, S., and Bellen, H. J. (2022). 'Fly-ing' from rare to common 
neurodegenerative disease mechanisms. Trends Genet. 38, 972–984. doi: 10.1016/j.
tig.2022.03.018

Ma, J., Wollmann, R., and Lindquist, S. (2002). Neurotoxicity and neurodegeneration 
when PrP accumulates in the cytosol. Science 298, 1781–1785. doi: 10.1126/
science.1073725

Mathiason, C. K. (2017). Scrapie, CWD, and transmissible mink encephalopathy. Prog. 
Mol. Biol. Transl. Sci. 150, 267–292. doi: 10.1016/bs.pmbts.2017.07.009

Mercer, R. C. C., and Harris, D. A. (2023). Mechanisms of prion-induced toxicity. Cell 
Tissue Res. 392, 81–96. doi: 10.1007/s00441-022-03683-0

Mizielinska, S., Gronke, S., Niccoli, T., Ridler, C. E., Clayton, E. L., Devoy, A., et al. 
(2014). C9orf72 repeat expansions cause neurodegeneration in Drosophila through 
arginine-rich proteins. Science 345, 1192–1194. doi: 10.1126/science.1256800

Myers, R., Cembran, A., and Fernandez-Funez, P. (2020). Insight from animals 
resistant to prion diseases: Deciphering the genotype – Morphotype – Phenotype code 
for the prion protein. Front. Cell. Neurosci. 14:14. doi: 10.3389/fncel.2020.00254

Myers, R. R., John, A., Zhang, W., Zou, W., Cembran, A., and Fernandez-Funez, P. 
(2023). Y225A induces long-range conformational changes in human PrP that are 
protective in Drosophila. J. Biol. Chem. 299:104881. doi: 10.1016/j.jbc.2023.104881

Myers, R. R., Sanchez-Garcia, J., Leving, D. C., Melvin, R. G., and Fernandez-Funez, P. 
(2022). New Drosophila models to uncover the intrinsic and extrinsic factors that 
mediate the toxicity of the human prion protein. Dis. Model. Mech. 15:49184. doi: 
10.1242/dmm.049184

Ning, L., Guo, J., Jin, N., Liu, H., and Yao, X. (2014). The role of Cys179-Cys214 
disulfide bond in the stability and folding of prion protein: insights from molecular 
dynamics simulations. J. Mol. Model. 20:2106. doi: 10.1007/s00894-014-2106-y

Nitta, Y., and Sugie, A. (2022). Studies of neurodegenerative diseases using Drosophila 
and the development of novel approaches for their analysis. Fly (Austin) 16, 275–298. 
doi: 10.1080/19336934.2022.2087484

Palaniappan, C., Narayanan, R. C., and Sekar, K. (2021). Mutation-dependent 
refolding of prion protein unveils Amyloidogenic-related structural ramifications: 
insights from molecular dynamics simulations. ACS Chem. Neurosci. 12, 2810–2819. 
doi: 10.1021/acschemneuro.1c00142

Pan, K. M., Baldwin, M., Nguyen, J., Gasset, M., Serban, A., Groth, D., et al. (1993). 
Conversion of alpha-helices into beta-sheets features in the formation of the scrapie 
prion proteins. Proc. Natl. Acad. Sci. U. S. A. 90, 10962–10966. doi: 10.1073/
pnas.90.23.10962

Pan, X., Dutta, D., Lu, S., and Bellen, H. J. (2023). Sphingolipids in neurodegenerative 
diseases. Front. Neurosci. 17:1137893. doi: 10.3389/fnins.2023.1137893

Panes, J. D., Saavedra, P., Pineda, B., Escobar, K., Cuevas, M. E., Moraga-Cid, G., et al. 
(2021). PrP (C) as a transducer of physiological and pathological signals. Front. Mol. 
Neurosci. 14:762918. doi: 10.3389/fnmol.2021.762918

Parchment, O. G., and Essex, J. W. (2000). Molecular dynamics of mouse and Syrian 
hamster PrP: implications for activity. Proteins 38, 327–340. doi: 10.1002/(SICI)1097
-0134(20000215)38:3<327::AID-PROT8>3.0.CO;2-G

Perez, D. R., Damberger, F. F., and Wuthrich, K. (2010). Horse prion protein NMR 
structure and comparisons with related variants of the mouse prion protein. J. Mol. Biol. 
400, 121–128. doi: 10.1016/j.jmb.2010.04.066

Prusiner, S. B. (1998). Prions. Proc. Natl. Acad. Sci. U. S. A. 95, 13363–13383. doi: 
10.1073/pnas.95.23.13363

Reichert, H., and Simeone, A. (2001). Developmental genetic evidence for a 
monophyletic origin of the bilaterian brain. Philos. Trans. R. Soc. Lond. Ser. B Biol. Sci. 
356, 1533–1544. doi: 10.1098/rstb.2001.0972

Riek, R., Hornemann, S., Wider, G., Billeter, M., Glockshuber, R., and Wuthrich, K. 
(1996). NMR structure of the mouse prion protein domain PrP(121-321). Nature 382, 
180–182. doi: 10.1038/382180a0

Riek, R., Hornemann, S., Wider, G., Glockshuber, R., and Wuthrich, K. (1997). NMR 
characterization of the full-length recombinant murine prion protein, mPrP(23-231). 
FEBS Lett. 413, 282–288.

Rincon-Limas, D. E., Jensen, K., and Fernandez-Funez, P. (2012). Drosophila models 
of proteinopathies: the little fly that could. Curr. Pharm. Des. 18, 1108–1122. doi: 
10.2174/138161212799315894

Ritson, G. P., Custer, S. K., Freibaum, B. D., Guinto, J. B., Geffel, D., Moore, J., et al. 
(2010). TDP-43 mediates degeneration in a novel Drosophila model of disease caused 
by mutations in VCP/p97. J. Neurosci. 30, 7729–7739. doi: 10.1523/
JNEUROSCI.5894-09.2010

Rossetti, G., and Carloni, P. (2017). Structural modeling of human prion Protein's 
point mutations. Prog. Mol. Biol. Transl. Sci. 150, 105–122. doi: 10.1016/bs.
pmbts.2017.07.001

https://doi.org/10.3389/fnmol.2023.1231079
https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://doi.org/10.1016/S0166-2236(03)00143-7
https://doi.org/10.1159/000320218
https://doi.org/10.1080/19336896.2015.1115944
https://doi.org/10.1021/ja511568m
https://doi.org/10.1021/ja511568m
https://doi.org/10.1073/pnas.0608885104
https://doi.org/10.1073/pnas.0608885104
https://doi.org/10.1016/S0896-6273(00)80573-5
https://doi.org/10.1016/S0896-6273(00)80573-5
https://doi.org/10.1016/S0896-6273(02)00706-7
https://doi.org/10.1016/S0896-6273(02)00706-7
https://doi.org/10.1073/pnas.94.19.10086
https://doi.org/10.1073/pnas.94.19.10069
https://doi.org/10.1073/pnas.0408930102
https://doi.org/10.1038/nsb0902-646
https://doi.org/10.1126/science.287.5459.1837
https://doi.org/10.1073/pnas.1005267107
https://doi.org/10.1136/vr.135.13.296
https://doi.org/10.1038/nsb0901-770
https://doi.org/10.3390/ijms23031232
https://doi.org/10.1146/annurev-micro-092412-155735
https://doi.org/10.1523/JNEUROSCI.4636-13.2014
https://doi.org/10.1523/JNEUROSCI.4636-13.2014
https://doi.org/10.1074/jbc.M114.549030
https://doi.org/10.1172/JCI79408
https://doi.org/10.1080/19336896.2015.1118603
https://doi.org/10.1016/j.virol.2009.02.025
https://doi.org/10.1073/pnas.202427399
https://doi.org/10.1021/bi982714g
https://doi.org/10.1021/bi982878x
https://doi.org/10.1007/128_2011_157
https://doi.org/10.1073/pnas.0408937102
https://doi.org/10.1016/j.tig.2022.03.018
https://doi.org/10.1016/j.tig.2022.03.018
https://doi.org/10.1126/science.1073725
https://doi.org/10.1126/science.1073725
https://doi.org/10.1016/bs.pmbts.2017.07.009
https://doi.org/10.1007/s00441-022-03683-0
https://doi.org/10.1126/science.1256800
https://doi.org/10.3389/fncel.2020.00254
https://doi.org/10.1016/j.jbc.2023.104881
https://doi.org/10.1242/dmm.049184
https://doi.org/10.1007/s00894-014-2106-y
https://doi.org/10.1080/19336934.2022.2087484
https://doi.org/10.1021/acschemneuro.1c00142
https://doi.org/10.1073/pnas.90.23.10962
https://doi.org/10.1073/pnas.90.23.10962
https://doi.org/10.3389/fnins.2023.1137893
https://doi.org/10.3389/fnmol.2021.762918
https://doi.org/10.1002/(SICI)1097-0134(20000215)38:3<327::AID-PROT8>3.0.CO;2-G
https://doi.org/10.1002/(SICI)1097-0134(20000215)38:3<327::AID-PROT8>3.0.CO;2-G
https://doi.org/10.1016/j.jmb.2010.04.066
https://doi.org/10.1073/pnas.95.23.13363
https://doi.org/10.1098/rstb.2001.0972
https://doi.org/10.1038/382180a0
https://doi.org/10.2174/138161212799315894
https://doi.org/10.1523/JNEUROSCI.5894-09.2010
https://doi.org/10.1523/JNEUROSCI.5894-09.2010
https://doi.org/10.1016/bs.pmbts.2017.07.001
https://doi.org/10.1016/bs.pmbts.2017.07.001


Cembran and Fernandez-Funez 10.3389/fnmol.2023.1231079

Frontiers in Molecular Neuroscience 14 frontiersin.org

Rossetti, G., Cong, X., Caliandro, R., Legname, G., and Carloni, P. (2011). Common 
structural traits across pathogenic mutants of the human prion protein and their 
implications for familial prion diseases. J. Mol. Biol. 411, 700–712. doi: 10.1016/j.
jmb.2011.06.008

Rossetti, G., Giachin, G., Legname, G., and Carloni, P. (2010). Structural facets of 
disease-linked human prion protein mutants: a molecular dynamic study. Proteins 78, 
3270–3280. doi: 10.1002/prot.22834

Sanchez-Garcia, J., Arbelaez, D., Jensen, K., Rincon-Limas, D. E., and 
Fernandez-Funez, P. (2013). Polar substitutions in helix 3 of the prion protein produce 
transmembrane isoforms that disturb vesicle trafficking. Hum. Mol. Genet. 22, 
4253–4266. doi: 10.1093/hmg/ddt276

Sanchez-Garcia, J., and Fernandez-Funez, P. (2018). D159 and S167 are protective 
residues in the prion protein from dog and horse, two prion-resistant animals. Neurobiol. 
Dis. 119, 1–12. doi: 10.1016/j.nbd.2018.07.011

Sanchez-Garcia, J., Jensen, K., Zhang, Y., Rincon-Limas, D. E., and Fernandez-Funez, P. 
(2016). A single amino acid (Asp159) from the dog prion protein suppresses the toxicity 
of the mouse prion protein in Drosophila. Neurobiol. Dis. 95, 204–209. doi: 10.1016/j.
nbd.2016.07.025

Santarelli, S., Londero, C., Soldano, A., Candelaresi, C., Todeschini, L., Vernizzi, L., 
et al. (2023). Drosophila melanogaster as a model to study autophagy in 
neurodegenerative diseases induced by proteinopathies. Front. Neurosci. 17:1082047. 
doi: 10.3389/fnins.2023.1082047

Sanz-Hernandez, M., Barritt, J. D., Sobek, J., Hornemann, S., Aguzzi, A., and De 
Simone, A. (2021). Mechanism of misfolding of the human prion protein revealed by a 
pathological mutation. Proc. Natl. Acad. Sci. U. S. A. 118:118. doi: 10.1073/
pnas.2019631118

Schaeffer, R. D., Fersht, A., and Daggett, V. (2008). Combining experiment and 
simulation in protein folding: closing the gap for small model systems. Curr. Opin. 
Struct. Biol. 18, 4–9. doi: 10.1016/j.sbi.2007.11.007

Scheckel, C., and Aguzzi, A. (2018). Prions, prionoids and protein misfolding 
disorders. Nat. Rev. Genet. 19, 405–418. doi: 10.1038/s41576-018-0011-4

Sigurdson, C. J., and Miller, M. W. (2003). Other animal prion diseases. Br. Med. Bull. 
66, 199–212. doi: 10.1093/bmb/66.1.199

Sigurdson, C. J., Nilsson, K. P., Hornemann, S., Manco, G., Fernandez-Borges, N., 
Schwarz, P., et al. (2010). A molecular switch controls interspecies prion disease 
transmission in mice. J. Clin. Invest. 120, 2590–2599. doi: 10.1172/JCI42051

Singh, R. K., Chamachi, N. G., Chakrabarty, S., and Mukherjee, A. (2017). Mechanism 
of unfolding of human prion protein. J. Phys. Chem. B 121, 550–564. doi: 10.1021/acs.
jpcb.6b11416

Sprunger, M. L., and Jackrel, M. E. (2021). Prion-like proteins in phase separation and 
their Link to disease. Biomol. Ther. 11:1014. doi: 10.3390/biom11071014

Surguchov, A. (2021). Invertebrate models untangle the mechanism of 
neurodegeneration in Parkinson's disease. Cells 10:407. doi: 10.3390/cells10020407

Telling, G. C., Scott, M., Mastrianni, J., Gabizon, R., Torchia, M., Cohen, F. E., et al. 
(1995). Prion propagation in mice expressing human and chimeric PrP transgenes 
implicates the interaction of cellular PrP with another protein. Cells 83, 79–90. doi: 
10.1016/0092-8674(95)90236-8

Thackray, A. M., Andreoletti, O., and Bujdoso, R. (2016). Bioassay of prion-infected 
blood plasma in PrP transgenic Drosophila. Biochem. J. 473, 4399–4412. doi: 10.1042/
BCJ20160417

Thackray, A. M., Andreoletti, O., and Bujdoso, R. (2018). The use of PrP transgenic 
Drosophila to replace and reduce vertebrate hosts in the bioassay of mammalian prion 
infectivity. F1000Res 7:595. doi: 10.12688/f1000research.14753.1

Thackray, A. M., Andreoletti, O., Spiropoulos, J., and Bujdoso, R. (2021). A new model 
for sensitive detection of zoonotic prions by PrP transgenic Drosophila. J. Biol. Chem. 
297:100878. doi: 10.1016/j.jbc.2021.100878

Thackray, A. M., Di, Y., Zhang, C., Wolf, H., Pradl, L., Vorberg, I., et al. (2014). Prion-
induced and spontaneous formation of transmissible toxicity in PrP transgenic 
Drosophila. Biochem. J. 463, 31–40. doi: 10.1042/BJ20140129

Thackray, A. M., Muhammad, F., Zhang, C., Denyer, M., Spiropoulos, J., 
Crowther, D. C., et al. (2012a). Prion-induced toxicity in PrP transgenic Drosophila. 
Exp. Mol. Pathol. 92, 194–201. doi: 10.1016/j.yexmp.2012.01.005

Thackray, A. M., Muhammad, F., Zhang, C., Di, Y., Jahn, T. R., Landgraf, M., et al. 
(2012b). Ovine PrP transgenic Drosophila show reduced locomotor activity and 
decreased survival. Biochem. J. 444, 487–495. doi: 10.1042/BJ20112141

Ugur, B., Chen, K., and Bellen, H. J. (2016). Drosophila tools and assays for the study 
of human diseases. Dis. Model. Mech. 9, 235–244. doi: 10.1242/dmm.023762

van der Kamp, M. W., and Daggett, V. (2011). “Molecular dynamics as an approach to 
study prion protein Misfolding and the effect of pathogenic mutations” in Prion Proteins. 
ed. J. Tatzelt (Berlin, Heidelberg: Springer), 169–197.

Vanik, D. L., and Surewicz, W. K. (2002). Disease-associated F198S mutation increases 
the propensity of the recombinant prion protein for conformational conversion to 
scrapie-like form. J. Biol. Chem. 277, 49065–49070. doi: 10.1074/jbc.M207511200

Varte, V., Munkelwitz, J. W., and Rincon-Limas, D. E. (2023). Insights from Drosophila 
on Abeta- and tau-induced mitochondrial dysfunction: mechanisms and tools. Front. 
Neurosci. 17:1184080. doi: 10.3389/fnins.2023.1184080

Vidal, E., Fernandez-Borges, N., Erana, H., Parra, B., Pintado, B., 
Sanchez-Martin, M. A., et al. (2020). Dogs are resistant to prion infection, due to the 
presence of aspartic or glutamic acid at position 163 of their prion protein. FASEB J. 34, 
3969–3982. doi: 10.1096/fj.201902646R

Vidal, E., Fernandez-Borges, N., Pintado, B., Erana, H., Ordonez, M., Marquez, M., 
et al. (2015). Transgenic mouse bioassay: evidence that rabbits are susceptible to a variety 
of prion isolates. PLoS Pathog. 11:e1004977. doi: 10.1371/journal.ppat.1004977

Vorberg, I., Groschup, M. H., Pfaff, E., and Priola, S. A. (2003). Multiple amino acid 
residues within the rabbit prion protein inhibit formation of its abnormal isoform. J. 
Virol. 77, 2003–2009. doi: 10.1128/JVI.77.3.2003-2009.2003

Warrick, J. M., Paulson, H. L., Gray-Board, G. L., Bui, Q. T., Fischbeck, K. H., Pittman, R. N., 
et al. (1998). Expanded polyglutamine protein forms nuclear inclusions and causes neural 
degeneration in Drosophila. Cells 93, 939–949. doi: 10.1016/S0092-8674(00)81200-3

Watts, J. C., Bourkas, M. E. C., and Arshad, H. (2018). The function of the cellular 
prion protein in health and disease. Acta Neuropathol. 135, 159–178. doi: 10.1007/
s00401-017-1790-y

Watts, J. C., and Westaway, D. (2007). The prion protein family: diversity, rivalry, and 
dysfunction. Biochim. Biophys. Acta 1772, 654–672. doi: 10.1016/j.bbadis.2007.05.001

Wells, G. A., Scott, A. C., Johnson, C. T., Gunning, R. F., Hancock, R. D., Jeffrey, M., 
et al. (1987). A novel progressive spongiform encephalopathy in cattle. Vet. Rec. 121, 
419–420. doi: 10.1136/vr.121.18.419

Wen, Y., Li, J., Yao, W., Xiong, M., Hong, J., Peng, Y., et al. (2010). Unique structural 
characteristics of the rabbit prion protein. J. Biol. Chem. 285, 31682–31693. doi: 10.1074/
jbc.M110.118844

Westaway, D., DeArmond, S. J., Cayetano-Canlas, J., Groth, D., Foster, D., Yang, S. L., 
et al. (1994). Degeneration of skeletal muscle, peripheral nerves, and the central nervous 
system in transgenic mice overexpressing wild-type prion proteins. Cells 76, 117–129. 
doi: 10.1016/0092-8674(94)90177-5

Wilesmith, J. W. (1988). Bovine spongiform encephalopathy. Vet. Rec. 122:614. doi: 
10.1136/vr.122.25.614-a

Winter, M. H., Aldridge, B. M., Scott, P. R., and Clarke, M. (1989). Occurrence of 14 
cases of bovine spongiform encephalopathy in a closed dairy herd. Br. Vet. J. 145, 
191–194. doi: 10.1016/0007-1935(89)90104-8

Wittmann, C. W., Wszolek, M. F., Shulman, J. M., Salvaterra, P. M., Lewis, J., 
Hutton, M., et al. (2001). Tauopathy in Drosophila: neurodegeneration without 
neurofibrillary tangles. Science 293, 711–714. doi: 10.1126/science.1062382

Wulf, M. A., Senatore, A., and Aguzzi, A. (2017). The biological function of the cellular 
prion protein: an update. BMC Biol. 15:34. doi: 10.1186/s12915-017-0375-5

Yamamoto, S., Jaiswal, M., Charng, W. L., Gambin, T., Karaca, E., Mirzaa, G., et al. 
(2014). A drosophila genetic resource of mutants to study mechanisms underlying 
human genetic diseases. Cells 159, 200–214. doi: 10.1016/j.cell.2014.09.002

Zahn, R., Liu, A., Luhrs, T., Riek, R., von Schroetter, C., Lopez Garcia, F., et al. (2000). 
NMR solution structure of the human prion protein. Proc. Natl. Acad. Sci. U. S. A. 97, 
145–150. doi: 10.1073/pnas.97.1.145

Zhang, J. (2018) Molecular dynamics analyses of prion protein structures. Singapore: 
Springer Singapore.

Zhang, J., and Wang, F. (2016). A review on the salt bridge ASP177-ARG163 (O-N) 
of wild-type rabbit prion protein. J. Biomol. Struct. Dyn. 34, 1020–1028. doi: 
10.1080/07391102.2015.1064832

Zlotnik, I., and Rennie, J. C. (1963). Further observations on the experimental 
transmission of scrapie from sheep and goats to laboratory mice. J. Comp. Pathol. 73, 
150–IN13. doi: 10.1016/S0368-1742(63)80018-1

Zlotnik, I., and Rennie, J. C. (1965). Experimental transmission of mouse passaged 
scrapie to goats, sheep, rats and hamsters. J. Comp. Pathol. 75, 147–157. doi: 
10.1016/0021-9975(65)90005-8

Zuegg, J., and Gready, J. E. (1999). Molecular dynamics simulations of human prion 
protein: importance of correct treatment of electrostatic interactions. Biochemistry 38, 
13862–13876. doi: 10.1021/bi991469d

https://doi.org/10.3389/fnmol.2023.1231079
https://www.frontiersin.org/journals/molecular-neuroscience
https://www.frontiersin.org
https://doi.org/10.1016/j.jmb.2011.06.008
https://doi.org/10.1016/j.jmb.2011.06.008
https://doi.org/10.1002/prot.22834
https://doi.org/10.1093/hmg/ddt276
https://doi.org/10.1016/j.nbd.2018.07.011
https://doi.org/10.1016/j.nbd.2016.07.025
https://doi.org/10.1016/j.nbd.2016.07.025
https://doi.org/10.3389/fnins.2023.1082047
https://doi.org/10.1073/pnas.2019631118
https://doi.org/10.1073/pnas.2019631118
https://doi.org/10.1016/j.sbi.2007.11.007
https://doi.org/10.1038/s41576-018-0011-4
https://doi.org/10.1093/bmb/66.1.199
https://doi.org/10.1172/JCI42051
https://doi.org/10.1021/acs.jpcb.6b11416
https://doi.org/10.1021/acs.jpcb.6b11416
https://doi.org/10.3390/biom11071014
https://doi.org/10.3390/cells10020407
https://doi.org/10.1016/0092-8674(95)90236-8
https://doi.org/10.1042/BCJ20160417
https://doi.org/10.1042/BCJ20160417
https://doi.org/10.12688/f1000research.14753.1
https://doi.org/10.1016/j.jbc.2021.100878
https://doi.org/10.1042/BJ20140129
https://doi.org/10.1016/j.yexmp.2012.01.005
https://doi.org/10.1042/BJ20112141
https://doi.org/10.1242/dmm.023762
https://doi.org/10.1074/jbc.M207511200
https://doi.org/10.3389/fnins.2023.1184080
https://doi.org/10.1096/fj.201902646R
https://doi.org/10.1371/journal.ppat.1004977
https://doi.org/10.1128/JVI.77.3.2003-2009.2003
https://doi.org/10.1016/S0092-8674(00)81200-3
https://doi.org/10.1007/s00401-017-1790-y
https://doi.org/10.1007/s00401-017-1790-y
https://doi.org/10.1016/j.bbadis.2007.05.001
https://doi.org/10.1136/vr.121.18.419
https://doi.org/10.1074/jbc.M110.118844
https://doi.org/10.1074/jbc.M110.118844
https://doi.org/10.1016/0092-8674(94)90177-5
https://doi.org/10.1136/vr.122.25.614-a
https://doi.org/10.1016/0007-1935(89)90104-8
https://doi.org/10.1126/science.1062382
https://doi.org/10.1186/s12915-017-0375-5
https://doi.org/10.1016/j.cell.2014.09.002
https://doi.org/10.1073/pnas.97.1.145
https://doi.org/10.1080/07391102.2015.1064832
https://doi.org/10.1016/S0368-1742(63)80018-1
https://doi.org/10.1016/0021-9975(65)90005-8
https://doi.org/10.1021/bi991469d

	Intrinsic determinants of prion protein neurotoxicity in Drosophila: from sequence to (dys)function
	Introduction
	Structure of PrP globular domain
	Pathogenic mutations in inherited prion diseases
	The PrP zoo: clues from susceptible and resistant animals
	Drosophila as a model to dissect animal biology: from genes to behavior
	Drosophila models of proteinopathies and prionopathies
	Conformational dynamics of PrP by molecular modeling
	Sequence entropy
	Backbone conformational flexibility
	Prp as a model to uncover the principles governing sequence→function
	Concluding remarks

	Materials and methods
	Sequence analysis
	Backbone φ/ψ angles entropy
	PDB structures conformational variability

	Author contributions
	Funding
	Conflict of interest
	Publisher’s note

	References

