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Introduction

Prion diseases are a family of fatal proteinopathies that are associated with progressive neuro-
degeneration, such as Creutzfeldt-Jakob disease, bovine spongiform encephalitis, and chronic
wasting disease. These diseases are associated with an infectious protein agent, called a prion,
rather than bacteria or virus. In mammals, prions are composed of misfolded Prp protein
(Prp*°) aggregated into highly organized beta-sheet structures called amyloids. Interestingly,
the infectious nature of these amyloids means that prions can convert normal Prp protein into
an aggregated form, resulting in a self-perpetuating agent. The ability to propagate the prion is
dependent upon the fragmentation of large aggregates into smaller transmissible particles
(reviewed in [1]). Animal and cell culture models have provided us with important insight
into how prions can cross species barriers, exist in prion conformational states (also called
strains), and mechanisms of toxicity. Yet, the molecular underpinnings of how newly formed
prion aggregates are managed and transmitted by cells are still unclear.

Similarities between mammalian prions and fungal prions have allowed us to delve into the
mechanisms of prion formation and transmission using the basic cellular system of yeast. In
1994, Reed Wickner discovered that 2 yeast proteins, Sup35 and Ure2, could form prions [2].
The next 25 years brought forth exciting findings including that yeast prions behave similarly
to mammalian prions, the role of molecular chaperones in prion propagation, and importantly
that protein aggregates are the causal form of the infectious prion agent, providing solid proof
for the “protein only” hypothesis [3-5].

The Sup35 prion called [PSI*]

Since 1994, there have been a diverse array of yeast proteins identified that undergo a struc-
tural conversion that is epigenetically heritable through many rounds of cell division, defining
them as prions (reviewed in [5,6]). Some of the most recently identified prions are not amyloid
in nature [7-9], whereas others, especially the earliest identified yeast prions, are amyloids.
[PST"] was the first such prion identified in yeast [10] and continues to be among the most
studied.

The spontaneous formation of [PSI'] is rare (1 in 10 million cells), thus making prion for-
mation extremely difficult to study in the lab. However, formation frequencies can be dramati-
cally increased by transiently overexpressing the Sup35 protein in the presence of another
prion or overexpression of proteins with glutamine rich domains [11,12]. While overexpres-
sion of Sup35 increases the chance a small portion of proteins misfold [2,13], the need for the
presence of a preexisting prion is thought to either provide a template for protein aggregation
or sequester prion-inhibiting factors away from Sup35 allowing for protein misfolding and
aggregation [11,14,15]. Fusion of Sup35 or the N-terminal glutamine/asparagine rich domain
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(called the prion domain or PrD) to GFP also allows for real-time tracking of prion formation
through the presence of microscopically visible puncta. Visible puncta are considered hall-
marks of prion formation because cells containing these puncta give rise to future generations
that propagate the prion [16,17]. However, the visible puncta are likely not the infectious
agent. Visible puncta are asymmetrically retained in mother cells, and non-visible particles (or
propagons) are transmitted to daughter cells [18]. The propagation of [PSI'] from mother to
daughter to granddaughter and beyond is dependent upon the generation and transmission of
these propagons. The inheritance of propagons through generations is dependent upon the
Hsp104 molecular chaperone, which plays an essential role in fragmenting these prion aggre-
gates into smaller transmissible particles [19-21].

Prion formation and endocytic coat proteins associated with the
actin patch

A number of small-scale and large-scale deletion screens have identified genes required for
[PSI'] formation. Several genes identified encode proteins that coordinate actin polymeriza-
tion at sites of endocytosis and the developing bud, called actin patches. Actin patches are
dynamic branched actin structures that require the recruitment of initiation factors near the
cell surface. These initiation proteins, commonly called endocytic coat proteins, such as Slal,
Sla2, and Entl, assemble near the membrane at endocytic sites to coordinate actin assembly
and membrane invagination. Interestingly, many of these endocytic coat proteins have prion-
like domains (PrLD), which are glutamine and asparagine-rich [22]. Proteins containing
PrLDs, including Sup35, have been shown to promote phase separation [23,24]. Recent work
has shown that a PrLD containing endocytic coat protein, Edel, may undergo liquid-liquid
phase separation to form condensates that initiate the endocytosis process [25]. Furthermore,
other coat proteins such as Slal and Entl, utilize these PrLDs to form rich condensates near
sites of endocytosis [26], which possibly mediate membrane invagination.

As previously discussed, overexpression of Sup35 or its prion domain fused to GFP results
in the formation of microscopically visible puncta and the formation of [PSI*] [27]. Induced
[PSI] formation in strains containing deletions of endocytic coat proteins, such as slalA,
sla2A, las17A, and panlA, resulted in reduced number of cells with puncta as well as decreased
prion formation in cell populations [16,28,29]. Conversely, overexpression of fluorescently
tagged Sup35 in the presence of the overexpressed glutamine-rich endocytic protein,
Lsb2-GFP, not only forms puncta that transiently co-localize with Sup35, but also leads to the
induction of [PSI'], possibly through the metastable formation of a Lsb2 prion [11,30]. Inter-
estingly, the metastable Lsb2 prion can also be induced by heat [31], an environmental stress
known to recruit PrLD proteins into stress granules [32]. However, it is important to note that
the disruption of actin patches alone, through the use of actin point mutants, retained the abil-
ity to form puncta and prions [33], indicating that actin patch coat proteins, but not actin
organization, underlie this formation process. The presence of PrLD domains in endocytic
coat proteins suggest that the formation of condensates or metastable prions may recruit and
convert Sup35 proteins, allowing for nucleation of misfolded Sup35 into pre-prion seeds (Fig
1A). While more research is needed to test this model, it is possible that these Sup35 seeds
could be the precursor that then allows for further recruitment and conversion of native Sup35
into the prion form.

Actin cables and spatial retention of newly formed propagons

In yeast, actin is involved in the formation of several structures including actin patches and
actin cables. While actin patches orchestrate membrane changes, such as endocytosis and
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Fig 1. Model of actin in prion formation. (A) PrLD containing endocytic coat proteins (such as Slal, Ede2, and Ent1, shown as
shapes) are suggested to form condensates that mediate the initiation of endocytosis. In addition, the Lsb2 endocytic coat protein
forms metastable prions (shown in yellow), although it is unclear whether these metastable prions are associated with the endocytic
condensate. The presence of condensates or metastable prions may recruit the prion domain of Sup35 (orange protein with prion
domain shown as black line) to nucleate the formation of pre-prion seeds. (B) Actin cable networks (red) have been shown to play a
role in the retention of unhealthy organelles or damaged proteins in the mother cell. Recent work has shown that the disruption of
actin cables is associated with increased [PSI"] induction frequencies, which may facilitate enhanced transmission of propagons.
Therefore, the implications of this study suggest that normal actin cables may play an important role in restricting propagon
transmission to daughter cells.

https://doi.org/10.1371/journal.ppat.1011228.g001
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budding, actin cables are long filamentous assemblies used for polarized transport of cargo
and organelles throughout the cell, a function normally reserved for microtubules in metazo-
ans [34,35]. Actin cables also play an important role in spatial retention of unhealthy organelles
and damaged proteins to mother cells during cell division. For example, healthy mitochondria
tend to segregate to daughter cells while lower functioning oxidized mitochondria are spatially
retained in the mother cell [36]. However, the ability to retain unhealthy mitochondria appears
to decline with age through reduced stability of actin cables [37]. Damaged proteins and heat-
induced aggregates are also spatially retained in mother cells through an Hsp104 and actin-
dependent mechanism [38,39]. Recent evidence has suggested that the transmission of newly
formed prion propagons follow a similar spatial retention mechanism. [PSI'] formation fre-
quencies are increased when actin cables are disrupted, using genetic or pharmacological
manipulation, thereby enhancing the transmission of non-visible propagons [33]. These data
suggest that actin cables may play an important role in retaining new propagons in mother
cells to limit transmission (Fig 1B).

Future directions

The study of yeast prions has uncovered mechanisms that play an important role in the prion
formation process, specifically factors that coordinate and manage cytoskeletal networks.
Based on the yeast system, it is possible that biomolecular condensates or metastable prions
may seed prion formation in mammals, yet these mechanisms have been poorly explored in
vivo. However, there is in vitro evidence that suggests biomolecular condensates may play a
role in seeding of amyloid. Condensates can seed the aggregation of purified human o-synu-
clein protein, which is associated with Parkinson’s disease (reviewed in [40]). Interestingly in
the presence of purified o-synuclein, the human Prp protein can also form biomolecular con-
densates, which can facilitate Prp’s conversion to amyloid [41]. Further investigation will be
required to determine whether these types of mechanisms underlie Prp prion formation.

The yeast system also suggests that actin cable networks play an important role in retaining
prion propagons as a potential mechanism to limit transmission. However, whether these
mechanisms exist in mammalian systems is unclear. One suggested way that prion particles
can be transmitted within the brain is through tunneling nanotubes (TNT). These thin inter-
cellular conduits contain actin filaments that allow the transfer of proteins and organelles, as
well as viruses, between cells. TNTs have been shown to also mediate the transmission of Prp*
from infected cells to non-infected cells [42], suggesting that these actin-based structures may
explain how prions are spread throughout the brain. However, it is important to note that
aggregated prion protein, Prp®, is also associated with actin filament destabilization [43], and
may influence the integrity of actin networks within TNTs. More work is still required to
clearly understand whether transmission of prion particles through TNTs are facilitated by
actin networks, or occur as a byproduct of failed spatial retention of prion particles due to
impaired actin networks.
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