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is predictive of the incubation time to prion
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Abstract
In neurodegenerative diseases including Alzheimer’s, Parkinson’s and prion diseases, astrocytes acquire diseaseassociated reactive phenotypes. With growing appreciation of their role in chronic neurodegeneration, the questions
whether astrocytes lose their ability to perform homeostatic functions in the reactive states and whether the reactive
phenotypes are neurotoxic or neuroprotective remain unsettled. The current work examined region-specific changes
in expression of genes, which report on astrocyte physiological functions and their reactive states, in C57Black/6J
mice challenged with four prion strains via two inoculation routes. Unexpectedly, strong reverse correlation between
the incubation time to the diseases and the degree of astrocyte activation along with disturbance in functional path‑
ways was observed. The animal groups with the most severe astrocyte response and degree of activation showed
the most rapid disease progression. The degree of activation tightly intertwined with the global transformation of the
homeostatic state, characterized by disturbances in multiple gene sets responsible for normal physiological functions
producing a neurotoxic, reactive phenotype as a net result. The neurotoxic reactive phenotype exhibited a universal
gene signature regardless of the prion strain. The current work suggests that the degree of astrocyte activation along
with the disturbance in their physiological pathways contribute to the faster progression of disease and perhaps even
drive prion pathogenesis.
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Introduction
Transformation of astrocytes into reactive states is recognized as one of the major hallmarks of neurodegenerative diseases including Alzheimer’s, Parkinson’s,
Amyotrophic Lateral Sclerosis and prion diseases [1,
2]. The role of reactive astrocytes in neurodegenerative
diseases in not well understood. The questions whether
reactive astrocytes are neurotoxic or neuroprotective,
and whether their normal physiological functions are
undermined remain unsettled [3–5]. Another important
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question is whether animal models faithfully reproduce
glial phenotypes associated with neurodegenerative diseases in humans [6–8]. Unlike other neurodegenerative
diseases, which rely on modeling of pathological condition in genetically modified animals, wild type or inbred
animals infected with prions develops bona fide prion
diseases [9–11]. Animals infected with prions offer an
opportunity to examine the role of glia in actual chronic
neurodegenerative disease, not a disease model.
Several recent studies suggested that astrocytes are
intimately involved in prion disease pathogenesis, yet
their role remains poorly defined [12–16]. In prion diseases, astrocytes responded to prion infection much earlier than neurons, and perhaps even prior to microglia
[13]. Changes in astrocyte function were found to score
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at the top of the pathways activated in prion diseases [13].
Inhibition of PERK-elF2a signaling selectively in astrocytes was found to delay progression of prion diseases
in mice [14]. Unexpectedly, elimination of three microglia-derived factors TNF-α, IL-1α and C1qa, which were
thought to drive polarization of astrocytes into a neurotoxic state, accelerated the progression of prion diseases
[12]. Moreover, partial depletion of microglia exacerbated the reactive phenotype of astrocytes and accelerated disease progression [16]. Highly infectious prions
purified from animals were not directly neurotoxic, supporting the hypothesis on a non-autonomous mechanism
being behind prion neurotoxicity [17]. Indeed, reactive
astrocytes isolated from prion-infected animals exhibited
synaptotoxic phenotypes characterized by impairment of
neuronal growth, inhibition of dendritic spine development and synapse maturation along with impairment of
synapse integrity [15].
The current study examined region-specific changes in
astrocyte function and their reactive phenotype by monitoring the expression of astrocyte-specific genes along
with markers of astrocyte reactive states in animals challenged with four prion stains via two different routes.
One can expect the most severe changes in the degree of
astrocyte activation and intensity of their response occur
in animal groups with long incubation times to disease
due to longer exposure to altered brain homeostasis.
Instead, strong reverse correlation between the degree
of astrocyte activation and the incubation time to terminal diseases was observed. Reactive states associated
with prion diseases involved global transformation of the
physiological functions, characterized by disturbance in
multiple physiological pathways. The current work illustrated that the degree of astrocyte activation along with
loss of normal homeostatic functions is predictive of the
incubation time to the diseases, and suggests that these
changes perhaps even drive prion disease progression.

Materials and methods
Animal experiments and brain tissue collection

Using isoflurane anesthesia, 6-week-old C57Black/6J
female and male mice were inoculated with 10% or 1%
brain homogenates, as indicated, prepared in PBS (pH
7.4) using terminally ill 22L-, ME7-, RML-, or SSLOWinfected mice. Brain materials from the 5th passage of
SSLOW was used for inoculations [18, 19]. Inoculation
volume was 200 μl and 20 μl for intraperitoneal (i.p.) and
intracerebral (i.c.) inoculations, respectively. 1xPBS was
inoculated into i.p. control groups. 10% brain homogenate prepared in PBS (pH 7.4) from healthy non-infected
mice was inoculated into the i.c. control group. Animals
were regularly observed for signs of neurological impairment: abnormal gate, hind limb clasping, lethargy, and
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weight loss. Mice were considered terminally ill when
they were unable to rear and/or lost 20% of their weight.
At this time, mice were euthanized by C
 O2 asphyxiation and their brains were immediately extracted. The
brains were kept ice-cold for prompt dissection or preserved in 10% buffered formalin (MilliporeSigma) for
histopathology.
Extracted ice-cold brains were dissected using a rodent
brain slicer matrix (Zivic Instruments, Pittsburg, PA). A
2 mm central coronal section of each brain was used to
collect individual regions. Allen Brain Atlas digital portal (http://mouse.brain-map.org/static/atlas) was used as
a reference. The hypothalami (HTh), as well as thalami
(Th), hippocampi (Hp) and cortices (Ctx) were collected
into RNase-free, sterile tubes, frozen in liquid nitrogen
and stored at −80˚C until the RNA isolation with Aurum
Total RNA Mini Kit (Bio-Rad, Hercules, CA, USA), as
described [13].
Design of NanoString nCounter mouse astrocyte panel

To design custom-based nCounter Mouse Astrocyte
Panel (Additional file 1: Table S1), publicly accessible databases (www.brainrnaseq.org and https://www.
networkglia.eu/en/astrocyte) were used for selecting 275
genes that under normal conditions, express primarily
in astrocytes and were assigned to functional pathways.
In addition, 47 genes, reporting on reactive phenotypes,
including A1-, A2- and pan-specific makers along with
other markers of reactive astrocytes were used for the
panel, as well as 8 microglia-, 10 neuron-, and 2 oligodendrocyte-specific genes. The addition of 10 housekeeping genes completed the panel bringing total number of
genes to 352. These genes were assigned to 23 gene sets
to allow for an advanced analysis of their group changes.
Analysis of gene expression by NanoString

Samples were processed by the Institute for Genome
Sciences at the University of Maryland, School of Medicine using a custom nCounter Mouse Astrocyte Panel.
Only samples with an RNA integrity number RIN > 7.2
were used for Nanostring. All data passed QC, with no
imaging, binding, positive control, or CodeSet content
normalization flags. The analysis of data was performed
using nSolver Analysis Software 4.0, including nCounter
Advanced Analysis (version 2.0.115). For agglomerative
clusters and heat maps, genes with less than 10% of samples above 20 counts were excluded. Z-score transformation was performed for genes. Clustering was done using
Euclidian distance and the linkage method was Average.
For Fig. 2b and c, the number of differentially expressed
genes (DEGs) was calculated from the ratio of normalized counts for each experimental group (n = 3) against
the control normal i.p. female (F) group (n = 6). Only
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genes with p < 0.05 and linear fold change ≥  ± 1.2 were
counted. Differential expression analysis for Fig. 3b and
Additional file 7: Figures S3 and S4 was performed with
nCounter Advanced Analysis. Only genes with p < 0.05
and linear fold change ≥  ± 1.2 were counted. Advanced
Analysis was performed for each brain region separately.
Undirected global significance scores obtained as a result
of gene set analysis (GSA scores) were added up to produce a combined GSA score (a sum of GSA scores for all
gene sets within one brain region) for plots on Additional
file 7: Fig. S2. A sum of combined GSA scores for all four
regions was used for plots on Fig. 4.
Histopathology and immunofluorescence

Formalin-fixed brains were treated for 1 h with 95%
formic acid to deactivate prion infectivity before being
embedded in paraffin. Subsequently, 4 µm brain sections produced using a Leica RM2235 microtome were
mounted on slides and processed for immunohistochemistry. To expose epitopes, slides were subjected to 20 min
of hydrated autoclaving at 121 °C in Antigen Retriever
citrate buffer, pH 6.0 (C9999, MilliporeSigma). Chicken
polyclonal anti-GFAP (AB5541, MilliporeSigma) was
used to stain for astrocytes. Detection was performed
with a DAB Substrate Kit (BD Biosciences).
For co-immunofluorescence, rabbit polyclonal antiAQP4 antibody (#HPA014784, Sigma-Aldrich) and
chicken polyclonal anti-VIM (#ab24525, Abcam) were
used in combination with chicken polyclonal anti-GFAP
(AB5541, MilliporeSigma) or rabbit anti-GFAP clone
D1F4Q (12,389, Cell Signaling Technology), respectively.
The secondary antibodies were goat anti–rabbit or antichicken IgG conjugated with Alexa Fluor 546 for red
color or Alexa Fluor 488 for green color (Thermo Fisher
Scientific). Images were collected with an inverted microscope (Nikon Eclipse TE2000-U) equipped with an illumination system X-cite 120 (EXFO Photonics Solutions
Inc., Exton, PA, United States) and a cooled 12-bit CoolSnap HQ CCD camera (Photometrics, Tucson, AZ, United
States). Fiji ImageJ software was used for image analysis.
AQP4 distribution was measured on the images taken
with 20× objective. 50 pixel long, linear profiles across
cortical microvessels were exported to Microsoft Excel.
The lines were drawn avoiding cell bodies, positioning
the vessel in the middle. Measurements were performed
on the brains of 4 infected animals and 3 control animals (3 fields of view for each brain, 10 measurements
from each field of view, resulting in a total of 120 and 90
representative profiles from the infected and control animals, respectively). The minimum value of each profile
was subtracted as a background value. Non-perivascular
AQP4 signal was reported as an average intensity of the
first and last 15 pixels of each profile. Maximum intensity
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of the 20 pixels in the middle of each plot represented
the perivascular AQP4 signal. The ratio of perivascular
AQP4 signal to the non-perivascular signal for each brain
was plotted, and the statistical significance of the difference between infected and normal brains was estimated
by an unpaired t test (****p < 0.0001).
Statistics

In Figs. 2, 4, 5 and 6, Additional file 7: S2 and S3, correlation coefficients R2 and p-values were calculated using
simple linear regression analysis performed with GraphPad Prism 9.0.0. In Fig. 8, the ratio of perivascular AQP4
signal to non-perivascular signal for each brain was
plotted, and the statistical significance of the difference
between infected and normal brains was estimated by an
unpaired t-test (****p < 0.0001).

Results
Astrocyte panel detects region‑ and strain‑specific
differences in the gene expression profiles

For the analysis of gene expression, 352 genes were
selected using publicly accessible databases (www.brain
rnaseq.org and https://www.networkglia.eu/en/astro
cyte) (Additional file 1: Table S1). The panel consisted
of 275 genes, which were previously found to report on
astrocyte physiological functions. An additional 47 genes
were selected to report on reactive phenotype including A1-, A2- and pan-specific makers along with other
markers of reactive astrocytes, or because of involvement
of the genes in regulating astrocyte reactivity. The later
groups of genes were used to assess the degree of astrocyte activation. The panel also included 8 microglia-, 10
neuron-, and 2 oligodendrocyte-specific genes along with
10 housekeeping genes. On average, the designed probes
were positive for 99.9% of the samples, with 98.8% of
probes generating a signal above 30 counts.
Based on previous studies [13], four brain regions—
thalamus (Th), hypothalamus (HTh), cortex (Ctx)
and hippocampus (Hp) were selected for examining
region-specific gene expression. When non-infected
adult C57Black/6J female (n = 6) and male (n = 3) mice
were assessed by the astrocytic panel (Additional file 2:
Table S2), the heat map of brain regions showed robust
reproducibility and high regional specificity of the gene
expression pattern (Fig. 1a). All samples clustered in
strict accordance to brain region showing minimal variations within each control group. These results were
consistent with previously reported well-defined regionspecific homeostatic identities of astrocytes [13, 20–23].
Principal component analysis of non-infected samples
confirmed strong region specificity, with very minimal, if
any, gender-specific differences (Fig. 1b).
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For examining the changes associated with prion diseases, C57Black/6J mice were inoculated intraperitoneally (i.p.) with 22L, ME7 or SSLOW mouse-adapted
prion strains and analyzed at the terminal stage of the
disease (Additional file 2: Table S2). Normalized counts
for all genes in individual animals and fold change for
each gene in four brain regions are listed in Additional
file 3: Table S3 and Additional file 4: Table S4, respectively. Among three strains, SSLOW elicited the strongest response across four brain regions, whereas 22L
and ME7 displayed noticeable region-specific tropism
(Fig. 2a). These results were in agreement with previous
studies that documented wide-spread neuroinflammation in SSLOW-infected animals [19], and strong regional
tropism in 22L and ME7 animals [24, 25]. The number
of genes differentially expressed (DEGs) in each region
(p < 0.05, fold change ≥  ± 1.2) was used to build strainspecific response profiles (Fig. 2b). Because ME7 mice
displayed strong gender differences in incubation time
to terminal disease (Additional file 2: Table S2), male and
female groups were analyzed separately for all strains.
Surprisingly, the total number of DEGs that responded to
prions in four regions correlated inversely with the time
to the terminal stage of the disease (Fig. 2c). Staining with
GFAP confirmed the region-specific and strain-specific
differences in the degree of astrocyte activation (Additional file 7: Fig. S1). To summarize, in prion-infected
brains, astrocyte reacted in a region-specific manner,
where the degree of activation was dictated by the strainspecific tropism to individual regions (Fig. 2a). Nevertheless, upon summation of DEGs across four brain
regions, strong reverse correlation (R2 = 0.61) between
the total number of DEGs and incubation time to disease
emerged.
Inverse correlation between incubation time to the disease
and degree of astrocyte response

As evident from a gradual increase in a number of DEGs
during the course of the disease, progression of prion disease follows a strict strain-specific timeline [13, 24, 26,
27]. This observation holds true within each individual
strain. However, comparison across strains at the terminal point revealed a reverse correlation: the group with
the longest incubation time (ME7 females) displayed the
least change in gene expression and vice versa (Fig. 2).
This correlation is counterintuitive, because astrocytes
in strains with longer incubation times were expected
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to have more severe changes due to longer exposure to
altered brain homeostasis and more pronounced impact
of natural aging.
For rigorously testing the relationship between the
degree of changes in the astrocyte gene expression and
incubation time, several groups were added to the analysis: animals challenged via intracranial route (i.c.) with
SSLOW, 22L, RML or ME7; animals challenged via i.p.
with RML; and an additional SSLOW group inoculated
via i.p. (Additional file 2: Table S2). To summarize, female
and male mice challenged with four prion strains via two
routes were included into analysis (Fig. 3). To take into
account a number of DEGs, but also weighted differences
in the fold change and statistical significance, we used
Gene Set Analysis (GSA) scores, which represented undirected global significance scores calculated by nCounter
Advanced Analysis for each set of genes.
In both i.p. and i.c. groups, individual brain regions
responded to prions in a region-specific fashion (Fig. 3a).
However, within individual brain regions, the vast majority of DEGs were common across four strains (Fig. 3b),
whereas only a small fraction of DEGs exhibited strainspecific up- or downregulation. As expected, the most
strain-specific DEGs were found in SSLOW, which is
likely to reflect the fact that SSLOW-infected animals
displayed the most severe degree of astrocyte activation.
Combined GSA scores summated for four brain regions
were used to report on the degree of astrocyte activation along with dysregulation in astrocyte physiological
functions. Plotting of the combined GSA scores against
the time to the terminal disease for all animals, which
included i.c. and i.p groups, confirmed a very strong
relationship between the degree of activation/dysregulation and the incubation time (Fig. 4a). In comparison
to the correlation build using both i.c. and i.p. groups
(R2 = 0.69), the strength of the relationship was even
higher for the i.c. groups (R2 = 0.84), but weaker for the
i.p groups (R2 = 0.64), (Fig. 4a–c). A weaker relationship
in i.p. groups was expected, considering that upon i.p.
challenges, the incubation time to diseases is dictated in
part by the strain-dependent interaction of prions with
peripheral cells and timing of invasion of CNS [28–33].
To investigate how the strain-specific regional tropism
of prions affects the relationship between the changes in
gene expression and time to terminal disease, we examined each brain region separately. Ctx and HTh showed
the strongest correlation, whereas Hp (both i.c. and

(See figure on next page.)
Fig. 1 nSolver analysis of non-infected samples. (a) Hierarchical clustering of non-infected samples used as control groups showing high regional
specificity and reproducibility of the Astorocyte panel. Adult C57Black/6J female (n = 6) and male (n = 3) mice were inoculated i.p. with PBS
and analyzed at 197–363 days post-inoculation (Additional file 2: Table S2). (b) Principal component analysis illustrates strong differences in the
expression pattern of brain regions (left panel) and no gender-specific differences (right panel). Th, thalamus; HTh, hypothalamus; Ctx, cortex; Hp,
hippocampus; F, females; M, males
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Fig. 2 Region-specific response of astrocytes to prions in animals infected with ME7, 22L or SSLOW. (a) Ordered heat map of individual samples
from animals inoculated i.p with ME7, 22L or SSLOW and control groups. (b) Strain profiles for female and male groups inoculated i.p. with 22L,
ME7, or SSLOW. The profiles were built using the number of DEGs (linear fold change ≥  ± 1.2; n = 3; p < 0.05) in cortex, hippocampus, thalamus and
hypothalamus. (c) Inverse correlation between the sum of DEGs in all four regions and the time to disease (dpi) in female and male mice inoculated
i.p. with 22L, ME7, or SSLOW (n = 3). Bars represent the standard deviation in the time to terminal disease (n = 3). Th, thalamus; HTh, hypothalamus;
Ctx, cortex; Hp, hippocampus; F, females; M, males

i.p. groups) and Th (i.c. group) showed weak correlations (Additional file 7: Fig. S2). Weak correlation in i.p.
Hp groups was attributed to substantial strain-specific

differences in tropism to Hp, which disturbed the relationship. The strength of the relationship for Hp and
Th regions of the i.c. groups was also weak. Hp and Th
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b

Fig. 3 Changes in gene expression profiles detected with the Astrocyte panel in prion-infected mice. (a) Ordered heat map of grouped samples
for cortex (Ctx), hypothalamus (HTh), thalamus (Th) and hippocampus (Hp) of normal and terminally ill females (F) and males (M) inoculated via
i.p. (upper panel) or i.c. (lower panel) with ME7, 22L, RML, or SSLOW, as described in Materials and Methods. (b) Venn diagram for DEGs (linear fold
change ≥  ± 1.2; n = 3; p < 0.05) in cortex (left) and thalamus (right) of i.c. inoculated ME7, 22L, RML, or SSLOW mice (females and males, n = 3 + 3)

Makarava et al. acta neuropathol commun

(2021) 9:87

a

b

c

Fig. 4 Inverse correlation between the sum of the combined GSA
scores and the time to prion disease. A significant inverse correlation
between the combined GSA scores summed across four brain
regions and the time to terminal prion disease (dpi) in female and
male mice inoculated with RML, 22L, ME7, or SSLOW (n = 3) shown
for all sample groups i.p + i.c. (a), as well as separately for the i.p (b)
and i.c. (c) samples. Bars represent the standard deviation in the time
to terminal disease (n = 3). Th, thalamus; HTh, hypothalamus; Ctx,
cortex; Hp, hippocampus

were affected uniformly strong in all i.c.-infected groups,
as evident from a narrow range of GSA scores in both
regions and the heat map (Fig. 3a), which explained
a weak relationship. Remarkably, summation of GSA
scores across all four regions absorbed the disturbances
due to strain-specific neurotropism (Fig. 4).
Gene set changes that define the time to the terminal
stage

Next, to evaluate the inverse correlation with the timing to disease on a gene set level, we looked at the GSA
scores for individual astrocyte functions. The majority
of gene sets were disturbed in all strains, although to a
different extent (Fig. 5a). As expected, SSLOW groups,
which had the shortest incubation times, clustered
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together and displayed the strongest changes in all gene
sets. Notably, pathway-specific heat map analysis did not
reveal a pathway responsible for the disease-associated
phenotype, but instead pointed to a global disturbance of
genes across multiple astrocyte-specific functions.
Examining individual gene sets based on the dataset of
cortices in i.c. groups revealed pathways with the strongest relationship (R2 > 0.70) to the incubation time to disease. They included pathways reporting on the astrocytes
reactive states or involved in regulating astrocyte reactivity (pan-, A1- and A2-specific markers; Other markers of
reactive astrocytes; Regulation of astrocyte reactivity), as
well as multiple pathways reporting on astrocyte function (BBB regulation, Transporters, Myelination, Energy
metabolism, Channels, Extracellular matrix, Growth
factors/receptors/signaling, Neuroprotection, Neurotoxicity, Transcription factors) (Fig. 6, Additional file 5:
Table S5). Few remaining pathways showed relatively
weak, yet statistically significant, strength of the relationship (Additional file 3: Table S3). Weaker strength might
not necessarily reflect low impact of the remaining pathways, but can be attributed, in part, to a small size of a
particular gene set in the Astrocyte panel. In fact, the
top 40 differentially expressed functional pathway genes
included multiple genes from gene sets with a weak relationship to incubation time (Additional file 6: Table S6).
Notably, the degree of astrocyte activation, as measured
by upregulation of pan-, A1- and A2-markers, and the
severity of dysregulation in physiological pathways were
tightly related. Indeed, there was a very strong correlation coefficient (R2 = 0.98) between the gene sets reporting on the degree of activation and the dysregulation in
physiological pathways (Fig. 5b).
For validating changes in gene expression, Vim, a
pan-reactive marker expressed in disease-associated
astrocytes in mouse models of Alzheimer’s disease [22],
and Aqp4, the most prevalent water channel in CNS,
were selected. In a normal brain, Vim was expressed
predominantly in endothelial cells (Fig. 7a). In prioninfected animals, we observed an increase in Vim
immunoreactivity, which colocalized with GFAP-positive astrocytes (Fig. 7b, c). Consistent with previous
studies that documented heterogeneity of astrocytes
in neurodegenerative conditions, including heterogeneity in Vim expression [22], several sub-populations of GFAP+ astrocytes ranging from Vim negative
to strongly Vim positive were seen in prion-infected
brains (Fig. 7b, c). Immunostaining for Aqp4 revealed
that upregulation in Aqp4 expression was accompanied
by remarkable changes in its subcellular colocalization
(Fig. 8). In normal brains, Aqp4 was found predominantly in astrocytic end-feet that surround microvessels, whereas in prion-infected animals, intense Aqp4
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Fig. 5 A relationship between the changes in the expression of gene sets in cortex. (a) Heat map of directed global significance scores for 20
gene sets across 19 groups of animal samples. (b) A strong correlation between the sum of undirected global significance scores of the gene
sets reporting on the degree of astrocyte activation (A1-, A2-, pan-specific markers and other markers of reactive astrocytes) and dysregulation of
astrocyte function (BBB regulation, channels, lipid/cholesterol homeostasis, myelination, energy metabolism, extracellular matrix, gliotransmitters,
transporters, glutamate-glutamine cycle, neuroprotection, neurotoxicity)

reactivity was widespread in processes (Fig. 8a, c-f ). In
fact, changes of the ratio of perivascular versus nonperivascular Aqp4 immunoreactivity documented a
remarkable sub-cellular redistribution of this channel

protein in reactive astrocytes. These changes were reminiscent of those seen in Creutzfeldt-Jakob disease individuals [34].
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Changes in neuroprotective versus neurotoxic gene sets

Both sets of genes, involved in neuroprotection and neurotoxicity, were among the groups with a strong relationship to the incubation time (Fig. 6). In fact, plotting GSA
scores for neuroprotective versus neurotoxic pathways
revealed a very strong relationship between the two gene
sets (R2 = 0.95), suggesting that in reactive astrocytes,
both sets change in parallel (Additional file 7: Fig. S4).
Regardless of strain or brain region, the majority of DEGs
involved in neurotoxicity were upregulated, whereas a
significant fraction of genes responsible for neuroprotection or synapse maintenance were downregulated
(Additional file 7: Fig. S3, S4). Among the neuroprotective genes downregulated across four prion strains and
four brain regions were neurexin 1 (Nrxn1) and neuroligin 1 (Nlgn1), the cell surface proteins that are required
for neurotransmission by mediating formation and
maintenance of synapses [35, 36]. Several neuroprotective genes were downregulated in a region-specific manner, including cadherin 10 (Cdh10), which is involved in
maintenance of excitatory and inhibitory synaptic structures [37], and glypicans 4 and 5 (Gpc4, Gpc5), which are
important for functional synapse formation [38]. While
the transition to the reactive state underlies disturbances
in both neuroprotective and neurotoxic gene sets, the net
effect was consistent with a neurotoxic phenotype.

Discussion
In a healthy brain, astrocytes are responsible for a number of important physiological functions including
support of neuronal growth, modulation of neurotransmission, formation and maintenance of synapses, regulation of blood flow, supplying energy and providing
metabolic support to neurons, maintaining the blood–
brain-barrier and more [39–41]. In neurodegenerative
diseases including prion diseases, astrocytes acquire
reactive phenotypes sustained throughout the disease
progression [1, 2, 42]. In recent studies on region-specific analysis of gene expression, astrocytes responded
to prions much earlier than neurons and even sooner
than microglia, and astrocyte functions scored at the top
of the activated pathways [13]. Analysis of hippocampal
proteome revealed a predominant astrocytic signature in
prion-infected mice [43]. With a growing appreciation of
the role of astrocytes in neurodegenerative diseases, the
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questions whether astrocytes lose their ability to perform normal physiological functions in the reactive states
and whether the reactive phenotypes are neurotoxic
or neuroprotective still remain unsettled [2, 12, 43, 44].
These questions are closely related to another important
query—do astrocytes simply respond to altered brain
homeostasis or, on the contrary, drive pathogenesis?
For addressing the above questions, the current work
examined animals challenged with four prion strains via
two inoculation routes using a gene panel that monitored
expression of astrocyte-specific genes. Under the circumstances where astrocytes simply respond to changes in
the CNS environment, one should expect more severe
changes in groups with longer incubation times, due to
longer exposure to altered brain homeostasis along with
a more pronounced impact of natural aging. Indeed, in
normal aged animals, dysregulation in astrocytic gene
expression was found to be reminiscent of those observed
in neurodegenerative diseases [45–47]. Moreover, astrocytes primed by chronic neurodegeneration were found
to produce an exaggerated, pro-inflammatory response
[48]. In the current study, a reverse correlation between
the degree of astrocyte activation and the incubation
time to the diseases was observed. SSLOW-infected
animals had the shortest incubation times and the most
severe astrocyte response, whereas the most attenuated
response was observed in ME7 females with the longest
incubation time to the disease. The strength of the relationship, as measured by the correlation coefficient, was
very high for the i.c. groups (R2 = 0.84), lower for the
combined i.c. and i.p. groups (R2 = 0.69), and the lowest,
yet still robust and highly significant, for the i.p. groups
(R2 = 0.62). Strain-specific differences in pathogenic steps
that preceded neuroinvasion such as interaction of prions with peripheral immune cells, replication in secondary lymphoid organs and trafficking to the CNS [28–33],
were likely to disturb the strength of correlation between
astrocytic response and the incubation time to the terminal disease upon peripheral challenges. Nevertheless, the
current work suggests that the degree of astrocyte activation along with dysregulation of their physiological pathways are major contributors in defining the timeline of
disease progression.
As illustrated by a region-specific transcriptome profile
(Fig. 1), astrocytes exhibit robust regional homeostatic

(See figure on next page.)
Fig. 6 Correlations between GSA scores for individual gene sets and incubation time to disease. (a) Hierarchical clustering of grouped data for
cortex (n = 6 for normal females, n = 3 for other groups). Astrocyte state reporters (left panel) include A1-, A2-, pan-specific markers, other markers
of reactive astrocytes, regulators of astrocyte reactivity, transcription factors, growth factors, and receptors. Astrocyte function genes (middle
panel) include BBB, channels, lipid/cholesterol homeostasis, myelination, energy metabolism, extracellular matrix, gliotransmitters, transporters,
and glutamate-glutamine cycle genes. Genes related to the astrocyte function in neuroprotection/synaptogenesis, and neurotoxicity/synapse
elimination are presented on the right panel. (b) Simple linear regressions built for GSA scores of selected gene sets and incubation time to disease
showing a strong inverse correlation. Cortex samples from i.c. female and male groups were used
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identity, while responding to prion infection in a regionspecific manner [42, 49]. Individual prion strains follow
their own, strain-specific timelines of disease progression exhibiting strain-specific affinity to different brain
regions [13, 25, 50]. It is not surprising that, in individual brain regions, the relationships between astrocyte
response and incubation time were not as strong as the
relationship build based on the combined scores across
four brain regions. Remarkably, scores combined across
four regions absorbed disturbances attributed to the
region-specific differences in strain tropism and regionspecific astrocyte response.
The four prion strains used in the current work exhibit
different cell-specific tropism. 22L is mainly associated
with astrocytes, ME7 is primarily found in neurons,
SSLOW is colocalized with microglia and considerably
less with astrocytes, whereas cell association of RML
depends on brain region, showing either neuron- or
astrocyte-specific localization [19, 24]. Regardless of the
differences in the cellular tropism, the set of DEGs largely
overlapped between all four strains, displaying very
minor strain-specific differences (Fig. 3b). In part, strainspecific DEGs can be explained by differences in the
degree of astrocyte activation, as was clearly the case for
SSLOW, which exhibited the largest number of strainspecific DEGs and the most severe degree of astrocyte
activation. These results suggest that the astrocyte reactive phenotype, along with the nature of dysregulation
in their physiological pathways, were universal and not
dictated by cell type, with which individual prion strains
were associated.
What normal functions of astrocytes are disturbed in
prion diseases? The fold changes for the individual functional genes, including the top 40 functional genes (Additional file 4: Table S4), were not as dramatic as the genes
that reported on astrocyte reactive phenotypes. Nevertheless, plotting the GSA scores for individual groups
of genes clearly showed strong inverse relationships
between the changes in gene sets and the time to terminal disease. Pathways that report on a number of physiological functions including BBB regulation, transporters,
myelination, energy metabolism, channels, extracellular
matrix, growth factors/receptors/signaling, neuroprotection, neurotoxicity and transcription factors showed very
strong relationships with correlation coefficients ranging
between 0.7 and 0.86. For the remaining gene sets, the
correlation coefficients were lower, but also suggested
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statistically significant correlations. Because individual
functions were represented only by limited numbers of
genes, the correlation coefficient might not report on the
actual impact of the individual pathways. This work suggests that the manifestation of the reactive states associated with prion diseases was not in dysfunction of any
specific pathway, but a global transformation of the physiological state of astrocytes, characterized by disturbance
in multiple functions. Notably, the more substantial the
disturbance, the shorter the incubation time.
Analysis of gene expression alone might not report
on the depth of functional transformation in astrocytes
to the full extent. Dramatic changes in cellular localization of AQP4 provided an excellent illustration of this
point. In the current work, upregulation of AQP4 ranged
from ~ 1.5- to fourfold, an observation consistent with
the previously reported increase in expression levels of
AQP4 in prion diseases of animals and humans [34, 51–
53]. Changes in the cellular localization of AQP4 from
predominantly end-feet, which surround microvessels,
to cell processes, which lack direct contact with blood
vessels, supported the hypothesis regarding profound
transformation in astrocyte physiology. AQP4 is the most
prevalent, bidirectional water channel in the CNS. Under
normal conditions, AQP4 localized in astrocytic end-feet
and is considered a key channel in maintaining water
homeostasis [54]. In addition, AQP4 is a critical part of
the glymphatic system responsible for removing neuronal
wastes including abnormal tau and Aβ peptides [55, 56].
Since minor changes in water homeostasis perturb ion
concentrations and neuronal excitability [57], changes in
sub-cellular localization of AQP4 are expected to have
profound effects in physiology of the CNS including
impact on glymphatic drainage.
Changes in functional states of astrocytes occurred in
parallel with the transformation in their reactive state.
According to the Barres hypothesis, astrocytes can polarize and acquire either neurotoxic (A1) or neuroprotective
(A2) phenotypes, which exhibit distinct transcriptome
characteristics and, presumably, opposing effects on
neuronal survival [58, 59]. In the current work, a number of A1-, A2- and pan-reactive markers were upregulated, where the level of upregulation within each group
correlated strongly with the incubation times (R2 = 0.85
for A1-, R
 2 = 0.71 for A2- and R
 2 = 0.83 for pan-reactive
markers). These results are in agreement with previous
studies [12, 13, 16, 19, 44] and illustrate that in prion

(See figure on next page.)
Fig. 7 Immunoreactivity of vimentin in SSLOW-infected animals. Co-immunostaining of SSLOW-infected mice and age-matched control for
vimentin (VIM, red), GFAP (green) and nuclei (DAPI, blue). (a) Similar to control mice (right), SSLOW-infected mice (left) maintain strong Vimentin
immunoreactivity of ependymal cells. (b, c) Astrocytes in normal animals lacked vimentin immunoreactivity (b, top). In SSLOW-infected animals,
hypertrophic GFAP + astrocytes consisted of heterogeneous VIM+ and VIM− sub-populations (b, bottom and c). Scale bar: 60 μm in a, 20 µm in b
and c. Asterisks: non-specific binding of anti-Vim antibodies to nuclei
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Fig. 8 Change in cellular localization of AQP4 in prion-infected mice. (a) Reduction of perivascular AQP4 and increase of non-perivascular AQP4
in the cortex of SSLOW-infected mice (top) in comparison to age-matched control mice (bottom). (b) Normalized count of AQP4 mRNA in cortex
plotted for different groups of mice. NanoString data were plotted as group averages with standard deviations (n = 6 for normal females, and
n = 3 for other groups). (c) Ratio of perivascular versus non-perivascular AQP4 immunofluorescence signal in cortex of SSLOW and age-matched
control mice. (d) Higher magnification images of cortical vessels in age-matched control (upper row) and SSLOW-infected mice (lower row)
co-immunostained for GFAP (green) and AQP4 (red). (e) Representative profiles across microvessels in the cortices of age-matched control (upper
plot) and SSLOW-infected mice (lower plot). (f) AQP4 immunoreactivity outlines hypertrophic astrocytes of SSLOW-infected mice. Scale bar 60 µm
in a, 20 µm in d and f
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diseases, astrocytes do not follow the simple A1/A2
polarization model. The concept for polarization into A1
or A2 states was developed using animals treated with
LPS or subjected to ischemia (MCAO), conditions that
did not induce sustainable, chronic effects [58]. The current work suggests that in actual chronic neurodegenerative disease, the polarization phenotype is complex and
involves upregulation of markers previously assigned to
neurotoxic (A1) and neuroprotective (A2) phenotypes
along with pan-reactive markers. The current work illustrates that the reactive phenotype associated with prion
diseases is characterized by dysregulation in a number of
physiologically important functions.
In the current work, mRNA expression was analyzed
in bulk tissues opening possibilities that changes in gene
expression were attributed not only to astrocytes, but
also to other cell types. Indeed, despite the fact that pan-,
A1- and A2-markers have been used widely to describe
the reactive state of astrocytes, the majority of these
markers along with genes responsible for neuroinflammation are known to be expressed by multiple cell types
[44]. The possibility that under the disease conditions,
multiple cell types contribute to differential expression
of genes associated with astrocyte-specific physiological
pathways, cannot be excluded. If this is the case, dysregulation of astrocyte-specific pathways described in this
study involves, at least in part, a cell-non autonomous
mechanism.
Previous studies that employed single-cell RNA
sequencing established that astrocytes not only display
region-specific homeostatic signatures, but also exhibit
subregional heterogeneity defined by developmental patterns [20–22, 60]. In mouse models of Alzheimer’s disease or individuals with Alzheimer’s disease, in addition
to the sub-populations that constitute a healthy brain, a
new sub-population with distinctive transcriptome signatures termed disease-associated astrocytes (DAAs)
emerged [22]. VIM, which is in a normal brains expressed
predominantly by endothelial and ependymal cells, was
identified as one of the main markers that constitute the
disease-associated signature in astrocytes [22]. The current study analyzed bulk tissues and could not identify
sub-populations of astrocytes with distinctive transcriptome signatures. Nevertheless, consistent with the work
on single cell RNAseq, diverse populations of astrocytes
were seen in the current work including G
 FAP+VIM−,
+
+
+
GFAP VIM and GFAP astrocytes with low levels of
VIM expression. We do not know, whether heterogeneity in VIM expression levels represent different degrees
of astrocyte activation, different sub-populations of disease-associated astrocytes, normal vs disease-associated
subpopulations or all of the above. It will be interesting
to examine in future studies whether reactive astrocytes
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associated with prion diseases are shared with other neurodegenerative diseases or prion-specific.
The current work suggests that phenotypic changes in
the state of astrocytes contribute to the faster progression of diseases and perhaps even drive prion pathogenesis. Notably, both sets of genes, those involved in
neuroprotection and neurotoxic functions, were disturbed in the reactive astrocytes. It appears that in the
reactive states, astrocytes upregulate a group of genes
associated with neuronal protection, which is in agreement with previous work documenting upregulation of
defense pathways against protein misfolding and reactive oxygen species [43]. In parallel, several important
genes involved in formation and maintenance of synapses
(Nrxn1, Nlgn1, Cdh10, Gpc4, Gpc5) were found to be
downregulated. While some neuroprotective pathways
might be upregulated in response to prions, the net result
of disturbances in neuroprotective/neurotoxic pathways,
along with the global dysregulation across physiological
functions, produced a neurotoxic phenotype. Indeed,
several recent studies argue that reactive astrocytes associated with prion diseases are neurotoxic. Primary astrocytes isolated from prion-infected animals had adverse
effects on neuronal cultures invoking reduction in spine
size and density along with impairment of neuronal
growth and synapse integrity [15]. Synaptotoxic effects
of primary reactive astrocytes were mediated via astrocyte-conditioned media, as well as also seen in astrocyteneuron co-cultures [15]. Selective, astrocyte-restrictive
targeting of unfolded protein response, which is exuberated in reactive astrocytes, via inhibition of PERK signaling was found to prolong the incubation time to the
terminal disease in mice [14]. Moreover, highly infectious
prions lacked direct neurotoxicity, indirectly supporting the hypothesis on a non-cell autonomous mechanism of neurodegeneration [17]. Together with previous
work, the current study argues in support of the noncell autonomous, astrocyte-driven mechanism behind
neurodegeneration.
What factors dictate the incubation time to the diseases? Physical properties of prions including strainspecific replication rate, conformational stability and
size of protein aggregates were examined in the past
in attempt to establish a link between strain-specific
characteristics and disease progression [61–64]. The
current work suggests that the degree of astrocyte activation and dysregulation in their physiological functions dictate the rate of disease progression. It is not
clear how astrocytes are activated in prion diseases,
whether direct PrPSc-astrocyte interaction is important
for their activation, and to what molecular features of
PrPSc, if any, astrocytes respond. Recent studies that
employed triple T
NF−/−/IL1a−/−/C1qa−/− knockout
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mice questioned the role of reactive microglia as a
driver of the neurotoxic phenotypes in astrocytes [12].
Elimination of three key microglia-derived factors
TNF-α, IL-1α and C1qa, which are known to drive the
A1 reactive state, was found to have only modest effects
in suppressing A1-specific markers in prion-infected
animals and, contrary to the expectations, accelerated
the progression of prion diseases [12]. Moreover, partial ablation of microglia by PLX5622 exacerbated the
reactive astrocyte phenotype and accelerated disease
progression, suggesting that in prion diseases, astrocyte
activation does not rely on microglia, but in contrast is
attenuated by reactive microglia [16]. In neurons, lipoprotein receptor-related protein 1, a transmembrane
protein which is also expressed in astrocytes at high
levels, was shown to be involved in recognition and
endocytosis of PrPSc [65]. In previous studies, prion
protein fragment PrP 106–126 induced hypertrophic
changes along with upregulation of GFAP expression in
astrocytes cultured in vitro [66]. In mice infected with
prions via i.c. or i.p routes, the onset of GFAP upregulation appeared to be triggered by the accumulation of
PrPSc over a certain threshold, and the kinetics in GFAP
overexpression followed very closely the kinetics of
PrPSc accumulation [67]. Furthermore, previous work
also revealed that cultured astrocytes could recognize
PrPSc directly and, in response, upregulate expression
of chemokine genes triggering microglia migration
[68]. Microglia too can recognize and react to P
 rPSc
with a pro-inflammatory response, where the degree of
the response was found to be dictated by the sialylation
status of N-linked glycans on the surface of PrPSc [69].
Interestingly, the level of PrPSc sialylation varies among
prion strains [32, 70]. Notably, significant changes in
PrPSc sialylation pattern accompanied the shortening of
the incubation times to the disease during serial adaptation of a prion strain to a new species, suggesting that
the PrPSc sialylation pattern dictate glial activation and
disease progression [19, 71]. In conclusion, the current
work supports the view of reactive astrocytes as emerging drivers of pathogenesis in prion disease. This opens
new venues for developing new therapeutic targets that
aim to manipulate the reactive states of astrocytes.
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ME7, 22L, RML, or SSLOW (n=3; * p < 0.05, ** p < 0.01, *** p < 0.001, **** p
< 0.0001). (b) Correlation between undirected global significance scores
of neurotoxicity and neuroprotection gene sets calculated for thalamus
of female and male groups inoculated via i.p. and i.c. routes.Figure S4.
DEGs in neurotoxicity and neuroprotection gene sets in four brain regions.
Log2 fold changes in neurotoxicity and neuroprotection gene sets in
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female mice i.c.-inoculated with SSLOW (n=3; * p < 0.05, ** p < 0.01, *** p
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Acknowledgements
Not applicable
Authors’ contributions
IB and NM designed the study; KM and JC performed animal procedures
and scored the disease signs; NM performed brain dissection; OM and JC
performed isolation of RNAs; NM and OM prepared brain slices and performed
immunohistochemistry; NM and IB analyzed the data. IB and NM wrote the
manuscript. All authors read, edited and approved the final manuscript.
Funding
Financial support for this study was provided by National Institute of Health
Grants R01 NS045585 and R01 AI128925 to IVB.
Availability of data and materials
All data generated or analyzed during this study are included in this published
article and its supplementary information file.

Makarava et al. acta neuropathol commun

(2021) 9:87

Page 17 of 18

Declarations
Ethics approval and consent to participate
The study was carried out in strict accordance with the recommendations in
the Guide for the Care and Use of Laboratory Animals of the National Insti‑
tutes of Health. The animal protocol was approved by the Institutional Animal
Care and Use Committee of the University of Maryland, Baltimore (Assurance
Number: A32000-01; Permit Number: 0118001).

15.
16.
17.

Consent for publication
Not applicable.
Competing interests
The authors declare that they have no competing interest.

18.

Author details
1
Center for Biomedical Engineering and Technology, University of Maryland
School of Medicine, 111 S. Penn St, Baltimore, MD 21201, USA. 2 Department
of Anatomy and Neurobiology, University of Maryland School of Medicine,
Baltimore, MD 21201, USA.

19.

Received: 30 March 2021 Accepted: 3 May 2021

20.

21.
22.

References
1. Phatnani H, Maniatis T (2015) Astrocytes in neurodegenerative disease.
Cold Spring Harb Perspect Biol 7(6):a020628
2. Ferrer I (2017) Diversity of astroglial responses across human neurode‑
generative disorders and brain aging. Brain Pathol 27(5):645–674
3. Ben Haim L, Carrillo-de Sauvage M-A, Ceyzériat K, Escartin C (2015)
Elusive roles for reactive astrocytes in neurodegenerative diseases. Front
Cell Neurosci 9:278
4. Oksanen M, Lehtonen S, Jaronen M, Goldsteins G, Hämäläinen RH, Kois‑
tinaho J (2019) Astrocyte alterations in neurodegenerative pathologies
and their modeling in human induced pluripotent stem cell platforms.
Cell Mol Life Sci 76(14):2739–2760
5. Acioglu C, Li L, Elkabes S (2021) Contribution of astrocytes to neuropa‑
thology of neurodegenerative diseases. Brain Res 1758:147291
6. Morrissette DA, Parachikova A, Green KN, LaFerla FM (2009) Relevance
of transgenic mouse models to human Alzheimer disease. J Biol Chem
284(10):6033–6037
7. Dawson TM, Golde TE, Lagier-Tourenne C (2018) Animal models of neuro‑
degenerative diseases. Nat Neurosci 21(10):1370–1379
8. Friedman BA, Srinivasan K, Ayalon G, Meilandt WJ, Lin H, Huntley MA, Cao
Y, Lee SH, Haddick PCG, Ngu H et al (2018) Diverse brain myeloid expres‑
sion profiles reveal distinct microglial activation states and aspects of
Alzheimer’s Disease not evident in mouse models. Cell Rep 22(3):832–847
9. Watts JC, Prusiner SB (2014) Mouse models for studying the formation
and propagation of prions. J Biol Chem 289(29):19841–19849
10. Makarava N, Kovacs GG, Savtchenko R, Alexeeva I, Budka H, Rohwer
RG, Baskakov IV (2011) Genesis of mammalian prions: from noninfectious amyloid fibrils to a transmissible prion disease. PLoS Pathog
7(12):e1002419
11. Makarava N, Savtchenko R, Baskakov IV (2015) Two alternative pathways
for generating transmissible prion disease de novo. Acta Neuropathol
Commun 3(1):e69
12. Hartmann K, Sepulveda-Falla D, Rose IVL, Madore C, Muth C, Matschke
J, Butovsky O, Liddelow S, Glatzel M, Krasemann S (2019) Complement
3+-astrocytes are highly abundant in prion diseases, but their abolish‑
ment led to an accelerated disease course and early dysregulation of
microglia. Acta Neuropathol Commun 7(1):83
13. Makarava N, Chang JC-Y, Molesworth K, Baskakov IV (2020) Regionspecific glial homeostatic signature in prion diseases is replaced by a
uniform neuroinflammation signature, common for brain regions and
prion strains with different cell tropism. Neurobiol Dis 137(1):e104783
14. Smith HL, Freeman OJ, Butcher AJ, Holmqvist S, Humoud I, Schätzl
T, Hughes DT, Verity NC, Swinden DP, Hayes J et al (2020) Astrocyte
unfolded protein response induces a specific reactivity state that causes

23.
24.

25.

26.
27.
28.
29.
30.

31.

32.
33.
34.
35.
36.

non-cell-autonomous neuronal degeneration. Neuron 105(5):855-866.
e855
Kushwaha R, Sinha A, Makarava N, Molesworth K, Baskakov IV (2021) Noncell autonomous astrocyte-mediated neuronal toxicity in prion diseases.
Acta Neuropathol Commun 9(1):22
Carroll JA, Race B, Williams K, Striebel J, Chesebro B (2020) RNA-seq and
network analysis reveal unique glial gene expression signatures during
prion infection. Mol Brain 13(1):71
Benilova I, Reilly M, Terry C, Wenborn A, Schmidt C, Marinho AT, Risse E,
Al-Doujaily H, Wiggins De Oliveira M, Sandberg MK et al (2020) Highly
infectious prions are not directly neurotoxic. Proc Natl Acad Sci USA
117(38):23815–23822
Makarava N, Kovacs GG, Savtchenko R, Alexeeva I, Budka H, Rohwer
RG, Baskakov IV (2012) Stabilization of a prion strain of synthetic origin
requires multiple serial passages. J Biol Chem 287(36):30205–30214
Makarava N, Chang JC-Y, Molesworth K, Baskakov IV (2020) Posttransla‑
tional modifications define course of prion strain adaptation and disease
phenotype. J Clin Investig 130(8):4382–4395
Bayraktar OA, Bartels T, Holmqvist S, Kleshchevnikov V, Martirosyan A,
Polioudakis D, Ben Haim L, Young AMH, Batiuk MY, Prakash K et al (2020)
Astrocyte layers in the mammalian cerebral cortex revealed by a singlecell in situ transcriptomic map. Nat Neurosci 23(4):500–509
Batiuk MY, Martirosyan A, Wahis J, de Vin F, Marneffe C, Kusserow C, Koep‑
pen J, Viana JF, Oliveira JF, Voet T et al (2020) Identification of region-spe‑
cific astrocyte subtypes at single cell resolution. Nat Commun 11(1):1220
Habib N, McCabe C, Medina S, Varshavsky M, Kitsberg D, Dvir-Szternfeld R,
Green G, Dionne D, Nguyen L, Marshall JL et al (2020) Disease-associated
astrocytes in Alzheimer’s disease and aging. Nat Neurosci 23(6):701–706
Westergard T, Rothstein JD (2020) Astrocyte diversity: current insights and
future directions. Neurochem Res 45(6):1298–1305
Carroll JA, Striebel JF, Rangel A, Woods T, Phillips K, Peterson KE, Race B,
Chesebro B (2016) Prion strain differences in accumulation of PrPSc on
neurons and glia are associated with similar expression profiles of neu‑
roinflammatory genes: comparison of three prion strains. PLoS Pathog
12(4):e1005551
Karapetyan YE, Saa P, Mahal SP, Sferrazza GF, Sherman A, Sales N,
Weissmann C, Lasmezas CI (2009) Prion strain discrimination based on
rapid in vivo amplification and analysis by the cell panel assay. PLoS ONE
4(5):e5730
Vincenti JE, Murphy L, Grabert K, McColl BW, Cancellotti E, Freeman
TC, Manson JC (2016) Defining the Microglia response during the time
course of chronic neurodegeneration. J Virol 90(6):3003–3017
Hwang D, Lee IY, Yoo H, Gehlenborg N, Cho JH, Petritis B, Baxter D, Pitstick
R, Young R, Spicer D et al (2009) A systems approach to prion disease. J
Mol Syst Biol 5(1):252
Glatzel M, Heppner FL, Albers KM, Aguzzi A (2001) Sympathetic innerva‑
tion of lymphoreticular organs is rate limiting for prion neuroinvasion.
Neuron 31(1):25–34
Mabbott NA, Mackay F, Minns F, Bruce ME (2000) Temporal inactivation
of follicular dendritic cells delays neuroinvasion of scrapie. Nat Med
6:719–720
McCulloch L, Brown KL, Bradford BM, Hopkins J, Bailey M, Rajewsky K,
Manson JC, Mabbott NA (2011) Follicular dendritic cell-specific prion
protein (PrP) expression alone is sufficient to sustain prion infection in the
spleen. PLOS Pathog 7(12):e1002402
Castro-Seoane R, Hummerich H, Sweeting T, Tattum MH, Linehan JM,
Fernandez de Marco M, Brandner S, Collinge J, Klohn PC (2012) Plasma‑
cytoid dendritic cells sequester high prion titres at early stages of prion
infection. PLOS Pathog 8(2):e1002538
Srivastava S, Makarava N, Katorcha E, Savtchenko R, Brossmer R, Baskakov
IV (2015) Post-conversion sialylation of prions in lymphoid tissues. Proc
Acad Natl Sci USA 112(48):E6654-6662
Srivastava S, Katorcha E, Daus ML, Lasch P, Beekes M, Baskakov IV (2017)
Sialylation controls prion fate in vivo. J Biol Chem 292(6):2359–2368
Iwasaki Y, Mimuro M, Yoshida M, Hashizume Y, Ito M, Kitamoto T, Wakay‑
ama Y, Sobue G (2007) Enhanced Aquaporin-4 immunoreactivity in
sporadic Creutzfeldt-Jakob disease. Neuropathology 27(4):314–323
Südhof TC (2017) Synaptic neurexin complexes: a molecular code for the
logic of neural circuits. Cell 171(4):745–769
Südhof TC (2008) Neuroligins and neurexins link synaptic function to
cognitive disease. Nature 455(7215):903–911

Makarava et al. acta neuropathol commun

(2021) 9:87

37. Smith KR, Jones KA, Kopeikina KJ, Burette AC, Copits BA, Yoon S, Forrest
MP, Fawcett-Patel JM, Hanley JG, Weinberg RJ et al (2017) Cadherin-10
maintains excitatory/inhibitory ratio through interactions with synaptic
proteins. J Neurosci 37(46):11127–11139
38. Farhy-Tselnicker I, van Casteren ACM, Lee A, Chang VT, Aricescu AR, Allen
NJ (2017) Astrocyte-secreted Glypican 4 regulates release of neuronal
Pentraxin 1 from axons to induce functional synapse formation. Neuron
96(2):428-445.e413
39. Dallérac G, Zapata J, Rouach N (2018) Versatile control of synaptic circuits
by astrocytes: where, when and how? Nat Rev Neurosci 19(12):729–743
40. Santello M, Toni N, Volterra A (2019) Astrocyte function from informa‑
tion processing to cognition and cognitive impairment. Nat Neurosci
22(2):154–166
41. Sofroniew MV, Vinters HV (2010) Astrocytes: biology and pathology. Acta
Neuropathol 119(1):7–35
42. Makarava N, Chang JC-Y, Kushwaha R, Baskakov IV (2019) Region-specific
response of astrocytes to prion infection. Front Neurosci 13(1):e1048
43. Asuni AA, Gray B, Bailey J, Skipp P, Perry VH, O’Connor V (2014) Analysis of
the hippocampal proteome in ME7 prion disease reveals a predominant
astrocytic signature and highlights the brain-restricted production of
clusterin in chronic neurodegeneration. J Biol Chem 289(7):4532–4545
44. Scheckel C, Imeri M, Schwarz P, Aguzzi A (2020) Ribosomal profiling dur‑
ing prion disease uncovers progressive translational derangement in glia
but not in neurons. Elife 9:e62911
45. Clarke LE, Liddelow SA, Chakraborty C, Munich AE, Heiman M, Barres BA
(2018) Normal aging induces A1-like astrocyte reactivity. Proc Natl Acad
Sci USA 115(8):E1896–E1905
46. Boisvert MM, Erikson GA, Shokhirev MN, Allen NJ (2018) The aging astro‑
cyte transcriptome from multiple regions of the mouse brain. Cell Rep
22:269–285
47. Soreq L, Consortium UBE, Consortium NABE, Rose J, Soreq E, Hardy J,
Trabzuni D, Cookson MR, Smith C, Ryten M et al (2017) Major shifts in glial
regional identity are a transcriptional hallmark of human brain aging. Cell
Rep 18(2):557–570
48. Hennessy E, Griffin EW, Cunningham C (2015) Astrocytes are primed by
chronic neurodegeneration to produce exaggerated chemokine and cell
infiltration responses to acute stimulation with the cytokines IL-1β and
TNF-α. J Neurosci 35(22):8411–8422
49. Bradford BM, Wijaya CAW, Mabbott NA (2019) Discrimination of prion
strain targeting in the central nervous system via reactive astrocyte
heterogeneity in CD44 expression. Front Cell Neurosci 13:411
50. Makarava N, Chang JC-Y, Baskakov IV (2020) Region-specific sialylation
pattern of prion strains provides novel insight into prion neurotropism.
Int J Mol Sci 21(3):828
51. Shi Q, Wu YZ, Yang X, Xiao K, Maimaitiming A, Gao LP, Chen C, Gao C, Guo
Y, Dong XP (2019) Significant enhanced expressions of aquaporin-1, -4
and -9 in the brains of various prion diseases. Prion 13(1):173–184
52. Sadashima S, Honda H, Suzuki SO, Shijo M, Aishima S, Kai K, Kira J, Iwaki T
(2020) Accumulation of astrocytic aquaporin 4 and aquaporin 1 in prion
protein plaques. J Neuropathol Exp Neurol 79(4):419–429
53. Rodríguez A, Pérez-Gracia E, Espinosa JC, Pumarola M, Torres JM, Fer‑
rer I (2006) Increased expression of water channel aquaporin 1 and
aquaporin 4 in Creutzfeldt-Jakob disease and in bovine spongiform
encephalopathy-infected bovine-PrP transgenic mice. Acta Neuropathol
112(5):573–585
54. Potokar M, Jorgačevski J, Zorec R (2016) Astrocyte aquaporin dynamics in
health and disease. Int J Mol Sci 17(7):1121
55. Iliff JJ, Wang M, Liao Y, Plogg BA, Peng W, Gundersen GA, Benveniste
H, Vates GE, Deane R, Goldman SA et al (2012) A Paravascular Pathway
Facilitates CSF Flow Through the Brain Parenchyma and the Clearance of
Interstitial Solutes Including Amyloid β. Sci Transl Med 4(147):147ra111

Page 18 of 18

56. Wu J, Carlock C, Shim J, Moreno-Gonzalez I, Glass W, Ross A, Barichello
T, Quevedo J, Lou Y (2021) Requirement of brain interleukin33 for aqua‑
porin4 expression in astrocytes and glymphatic drainage of abnormal
tau. Mol Psychiatry. https://doi.org/10.1038/s41380-020-00992-0
57. Amiry-Moghaddam M, Ottersen OP (2003) The molecular basis of water
transport in the brain. Nat Rev Neurosci 4(12):991–1001
58. Zamanian JL, Xu L, Foo LC, Nouri N, Zhou L, Giffard RG, Barres BA (2012)
Genomic analysis of reactive astrogliosis. J Neurosci 32(18):6391–6410
59. Liddelow SA, Barres BA (2017) Reactive astrocytes: production, function,
and therapeutic potential. Immunity 46(6):957–967
60. Zeisel A, Hochgerner H, Lonnerberg P, Johnsson A, Memic F, van der
Zwan J, Harig M, Braun E, Borm LE, La Manno G et al (2018) Molecular
architecture of the mouse nervous system. Cell 174(4):999–1014
61. Colby DW, Giles K, Legname G, Wille H, Baskakov IV, DeArmond SJ,
Prusiner SB (2009) Design and construction of diverse mammalian prion
strains. Proc Acad Natl Sci USA 106:20417–20422
62. Gonzalez-Montalban N, Makarava N, Savtchenko R, Baskakov IV (2011)
Relationship between conformational stability and amplification effi‑
ciency of prions. Biochemistry 50(37):7933–7940
63. Morales R, Hu PP, Duran-Aniotz C, Moda F, Diaz-Espinoza R, Chen B, BravoAlegria J, Makarava N, Baskakov IV, Soto C (2016) Strain-dependent profile
of misfolded prion protein aggregates. Sci Rep 6(1):e20526
64. Ayers JL, Schutt CR, Shikiya RA, Aguzzi A, Kincaid AE, Bartz JC (2011) The
strain-encoded relationship between PrP replication, stability and pro‑
cessing in neurons is predictive of the incubation period of disease. PLOS
Pathog 7(3):e1001317
65. Jen A, Parkyn CJ, Mootoosamy RC, Warley A, Liu Q, Bu G, Baskakov IV,
Moestrup S, McGuinness L, Emptage N et al (2010) Neuronal low density
lipoprotein receptor-related protein 1 binds and endocytoses infectious
fibrils via receptor cluster 4. J Cell Sci 123(2):246–255
66. Forloni G, Del Bo R, Angeretti N, Chiesa R, Smiroldo S, Doni R, Ghibaudi E,
Salmona M, Porro M, Verga L et al (1994) A neurotoxic prion protein frag‑
ment induces rat astroglial proliferation and hypertrophy. Eur J Neurosci
6:1415–1422
67. Lasmézas CI, Deslys JP, Demaimay R, Adjou KT, Hauw JJ, Dormont D
(1996) Strain specific and common pathogenic events in murine models
of scrapie and bovine spongiform encephalopathy. J Gen Virol 77(Pt
7):1601–1609
68. Marella M, Chabry J (2004) Neurons and astrocytes respond to prion
infection by inducing microglia recruitment. J Neurosci 24(3):620–627
69. Srivastava S, Katorcha E, Makarava N, Barrett JP, Loane DJ, Baskakov IV
(2018) Inflammatory response of microglia to prions is controlled by
sialylation of PrPSc. Sci Rep 8(1):e11326
70. Katorcha E, Makarava N, Savtchenko R, Baskakov IV (2015) Sialylation of
the prion protein glycans controls prion replication rate and glycoform
ratio. Sci Rep 5(1):16912
71. Baskakov IV, Katorcha E, Makarava N (2018) Prion Strain-Specific Structure
and Pathology: a View from the Perspective of Glycobiology. Viruses
10(12):723

Publisher’s Note

Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

Ready to submit your research ? Choose BMC and benefit from:

• fast, convenient online submission
• thorough peer review by experienced researchers in your field
• rapid publication on acceptance
• support for research data, including large and complex data types
• gold Open Access which fosters wider collaboration and increased citations
• maximum visibility for your research: over 100M website views per year
At BMC, research is always in progress.
Learn more biomedcentral.com/submissions

