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isoform composition reflects that of adjacent neuronal 
tau aggregates. However, even when it is seen in mixed 
tauopathies such as chronic traumatic encephalopa-
thy (CTE), it is composed predominantly of 4R tau [4] 
(Fig. 1).

The classic neuropathologic findings in CBD and PSP 
are astrocytic plaques and tufted astrocytes, respectively. 
Astrocytic plaques are composed of tau aggregates in 
distal astrocytic processes, while tufted astrocytes show 
tau aggregation in proximal astrocytic processes and the 
soma (Fig.  1). The 4R tauopathies globular glial tauopa-
thy (GGT) and argyrophilic grain disease (AGD) also 
both show astrocytic pathology, although it is rare in 
AGD. By contrast, tau pathology in Pick’s disease  (PiD) 
(3R), Alzheimer’s disease  (AD) (3R/4R), and primary 
age-related tauopathy (PART)  (3R/4R) is largely limited 

Introduction
Neurodegenerative tauopathies can be classified based 
on the composition of pathological tau aggregates into 
short (3R) isoform-predominant, long (4R) isoform-pre-
dominant, or mixed (3R/4R). Astrocytic tau is character-
istic of 4R tauopathies such as corticobasal degeneration 
(CBD) or progressive supranuclear palsy (PSP), where its 
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Abstract
Astrocytic tau aggregates are seen in several primary and secondary tauopathies, including progressive 
supranuclear palsy (PSP), corticobasal degeneration (CBD), and chronic traumatic encephalopathy (CTE). In all 
of these diseases, astrocytic tau consists mostly of the longer (4R) tau isoform, even when adjacent neuronal 
aggregates consist of a mixture of 3- and 4R tau, as in CTE. Even the rare astrocytic tau aggregates seen in Pick’s 
disease appear to contain both 3R and 4R tau. The reasons for this, and the mechanisms by which astrocytic tau 
aggregates form, remain unclear. We used a combination of RNA in situ hybridization and immunofluorescence in 
post-mortem human brain tissue, as well as tau uptake studies in human stem cell-derived astrocytes, to determine 
the origins of astrocytic tau in 4R tauopathies. We found no differences in tau mRNA expression between diseases 
or between tau positive and negative astrocytes within PSP. We then found that stem cell-derived astrocytes 
preferentially take up long isoform (4R) recombinant tau and that this uptake is impaired by induction of 
reactivity with inflammatory stimuli or nutritional stress. Astrocytes exposed to either 3R or 4R tau also showed 
downregulation of genes related to astrocyte differentiation. Our findings suggest that astrocytes preferentially take 
up neuronal 4R tau from the extracellular space, potentially explaining why 4R tau is the predominant isoform in 
astrocytic tau aggregates.
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to neurons, although rare astrocytic pathology with 
variable mixtures of 3R and 4R tau has been reported 
in Pick’s disease [2, 9, 10, 19, 20] (Fig. 1). Even in CTE, 
where the pathognomonic neuronal tau aggregates in the 
depths of sulci are composed of a mixture of 3R and 4R 
tau, astrocytic tau aggregates consist almost entirely of 
4R [4] (Fig. 1). The reasons for this predominance of 4R 
tau pathology in astrocytes remain unclear.

In rodent models, astrocytic tau cannot propagate in 
the absence of neuronal tau expression [26], and human 
single-cell sequencing and RNA in situ hybridization 
data do not show an upregulation of tau expression in 
astrocytes from PSP patients [13, 27]. Astrocytes will 
also readily take up recombinant tau fibrils or monomers 

in vitro [14, 17, 33]. It is therefore likely that astrocytic 
tau is primarily of neuronal origin. The human data are 
however based on a small number of cases, and CBD has 
not been systematically studied. The ability of astrocytes 
to take up different tau isoforms (e.g., 3R vs. 4R), and the 
downstream effects of such uptake also remain unclear. 
There has been considerable debate as to whether astro-
cytic tau pathology represents a degenerative or a reac-
tive process, and if the latter, what the underlying cellular 
mechanisms are [8, 16, 18, 22–24, 32, 34].

Here, we report the first systematic assessment of 
astrocytic tau expression in human brain tissue across 
multiple neurodegenerative disorders and the novel 
finding that astrocytes preferentially take up 4R tau 

Fig. 1 Tau pathology across diseases. Tau pathology is found exclusively in neurons in AD and PART, which are mixed 3R/4R tauopathies. In 4R tauopa-
thies, such as PSP, CBD, and GGT, tau pathology is seen in neurons, astrocytes, and oligodendrocytes. Both PiD, a 3R tauopathy, and AGD, a 4R tauopathy, 
show primarily neuronal pathology with rare astrocytic involvement. Although neuronal inclusions in CTE are composed of both 3R and 4R tau, the 
astrocytic pathology is predominantly 4R. Scale bar = 20 μm
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monomers, which is impaired by exposure to inflamma-
tory stimuli or nutritional stress.

Results
Astrocytic tau in human 4R tauopathies is of neuronal 
origin
We first sought to determine whether astrocytes in PSP 
and CBD, both characterized by astrocytic tau aggre-
gates, increase their expression of tau mRNA. Build-
ing upon our existing data using combined RNA in situ 
hybridization (RNAscope) and immunofluorescence, 
we found that the mean number of MAPT (tau) mRNA 
puncta per astrocyte (defined by positive immunofluo-
rescence for GFAP) (Fig. 2a) and the proportion of astro-
cytes with puncta (Fig.  2b) did not differ significantly 
between adult control, AD, PSP, and CBD cases [11]. 
MAPT (tau) mRNA puncta were rare in astrocytes in 
all conditions, occurred as single dots, and were seen in 
both the nucleus and cytoplasm. The number of astro-
cytes per case was 3,204 ± 401 with no significant differ-
ence between groups by one-way ANOVA (p = 0.3571). 
We then sought to determine whether astrocytes con-
taining tau aggregates (GFAP+AT8+) had higher levels of 
tau mRNA than those without (GFAP+AT8−). Because 
the pattern of tau staining in PSP astrocytes allows ready 
identification of the astrocytic soma, unlike more diffuse 
astrocytic plaques, we focused this analysis on cases of 
PSP. Comparing GFAP+AT8+ to GFAP+AT8− astrocytes 
within cases of PSP, we found no statistically significant 
difference in the mean number of puncta per astrocyte 
(Fig.  2c) or in the number of astrocytes expressing tau 
mRNA (not shown). The mean number of astrocytes per 
case was 3,284 ± 392.

hESC-derived astrocytes preferentially take up 4R tau
Next, we wanted to characterize the ability of human 
stem cell-derived astrocytes to take up 3R and 4R tau 
using labeled recombinant (monomeric) tau. Stem cells 
were validated by immunocytochemistry and trilineage 
differentiation, and all subsequent differentiation steps 
were validated by immunocytochemistry (Fig. 3, and S1-
S4). Recombinant tau produced in E. coli was validated 
by SDS-PAGE, followed by Coomassie Blue staining and 
western blotting (Fig. S5a and S5b, respectively). When 
cultured with Cy5-labeled recombinant 1N3R or 1N4R 
tau, astrocytes took up significantly more 4R than 3R tau 
(p < 10− 4), with 4R uptake also occurring earlier than 3R 
(Fig. 4). This result was further validated with a separate, 
independently differentiated, batch of astrocytes (Fig. 
S6).

Astrocytic uptake of tau impairs astrocyte maturation
We then used bulk RNA sequencing to compare the 
transcriptomes of 3R and 4R-treated astrocytes to 

untreated controls. We found 74 genes that differed 
between 3R-treated and control astrocytes, 30 between 
4R-treated and control, and no differentially expressed 
genes between 3R- and 4R-treated astrocytes. Nine genes 
were significantly downregulated in both the 3R- and 
4R-exposed conditions compared to controls (Fig.  5). 
For downstream analysis, we focused on genes that 
showed at least a two-fold difference in each compari-
son (60 between 3R-treated and control astrocytes and 
6 between 4R-treated and control astrocytes). Of the 60 
genes with at least two-fold differential expression in the 
3R vs. control comparison, 36 were upregulated and 24 
downregulated. The 36 genes with two-fold upregulation 
in the 3R condition showed a protein-protein interaction 
(PPI) enrichment p-value of 0.00114, indicating more 
interactions than expected by chance, and enrichment for 
GOCC:0070062 (FDR = 0.0468). The 24 two-fold down-
regulated genes in the 3R condition showed a PPI enrich-
ment p-value of 0.0348 and no significant gene ontology 
enrichment. The six genes with two-fold downregulation 
in 4R tau were too few for meaningful enrichment analy-
sis. Five genes showed significant downregulation by at 
least a factor of two in both comparisons (C4orf48, HES4, 
INAFM1, TMEM59L, CAMK2N2). Of these down-reg-
ulated genes, C4orf48, HES4, INAFM1, and TMEM59L 
promote stem cell or astrocyte differentiation, which sug-
gests that tau uptake impairs astrocyte differentiation [1, 
7, 12].

Astrocytes exposed to inflammatory stimuli or nutritional 
stress have impaired tau uptake and degradation
We then sought to test the effect of two distinct models 
of astrocytic stress on astrocytic tau uptake. We chose to 
focus on serum starvation, a model of nutritional stress, 
and TNF-alpha, IL1-alpha, and C1q (“TIC”), a model of 
inflammatory reactive astrocytes [24]. The two models 
showed identical results, with both taking up significantly 
less 4R tau than their control counterparts (TIC vs. con-
trol, p = 0.0015 and serum starved vs. control, p = 0.0005) 
(Fig. 6). Interestingly, both conditions also reached a pla-
teau in the amount of 4R taken up after roughly 10  h, 
compared to the control condition that saw continuous 
uptake over the 24-hour period (Fig. 6).

Discussion
Our data shows that astrocytes do not increase tau 
expression in progressive supranuclear palsy or corti-
cobasal degeneration. This is true between cases, when 
PSP or CBD are compared to controls, and within cases, 
comparing tau-positive and tau-negative astrocytes in 
patients with PSP. It should be noted however, that our 
data does not allow us to exclude the possibility of a dif-
ference between tau-containing and tau-negative astro-
cytes in CBD. We also showed that stem cell-derived 



Page 4 of 14Fiock et al. Acta Neuropathologica Communications          (2023) 11:161 

Fig. 2 Astrocytes do not upregulate tau mRNA in astrocytic tauopathies. (A) Mean number of mRNA puncta per astrocyte in control, AD, PSP, and CBD. 
(B) Proportion of tau mRNA positive astrocytes in control, AD, PSP, and CBD. (C) Mean number of puncta comparing tau-positive and negative astro-
cytes within cases of PSP. (D) Representative low power ROI with insets of tau-positive and negative astrocytes shown in (E) and (F), respectively. Scale 
bars = 1000 μm in (D) and 20 μm in (E) and (F); n = 3 individual cases per condition in (A) and (B) and n = 4 individual cases in (C)
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astrocytes preferentially take up 4R rather than 3R tau, 
that this downregulates the expression of genes related 
to astrocyte differentiation, and that is impaired by nutri-
tional or inflammatory stress. Our finding that astrocytes 
take up 4R tau in greater quantity and more rapidly than 
3R suggests a possible mechanism for the 4R tau aggre-
gates seen in astrocytic tauopathies such as PSP and 
CBD. The fact that both inflammatory and nutritional 
stresses cause a plateau in the amount of 4R tau taken 

up after 10 h suggests a possible impairment of degrada-
tion in the stressed astrocytes, where they cannot take 
up more tau due to a lack of clearance of the tau they 
already have. This is an unexpected result as, given the 
homeostatic role of astrocytes, we would have antici-
pated increased uptake of tau in response to stress, and 
will require further studies to identify the underlying 
mechanisms.

Fig. 3 Validation of cell differentiation. Stem cells show positive staining for OCT3/4 and NANOG (top left), and neuronal precursor cells stain positive for 
Nestin, SOX1, and PAX6 (top right). Astrocytes show positive staining for S100β and GFAP (bottom left) with little to no DCX (bottom right). A single cell 
showing neuronal differentiation is indicated by white arrow (bottom right). Scale bars = 200 μm. Individuals panels for each stain are shown in Figs. S1, 
S2, and S3 for stem cells, neural progenitors, and astrocytes, respectively
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Fig. 4 hESC-derived astrocytes preferentially take up 4R tau. hESC-derived astrocytes exposed to either labeled recombinant 3R or 4R tau over the course 
of 24 h exhibit preferential uptake of 4R. Image stills of hESC-derived astrocytes exposed to labeled recombinant 3R or 4R tau (magenta) over the course 
of 24 h show more 4R in cells than 3R. Scale bar = 200 μm; n = 3 biological replicates per condition
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Our findings are broadly in agreement with single 
nuclear sequencing and RNA in situ hybridization stud-
ies in PSP [13, 27]. Our work is also complementary to 
and builds on data presented by Forrest et al. in that 
we use GFAP immunofluorescence to identify astro-
cytic mRNAs and include a larger number of cases [13]. 
We also examined astrocytic tau expression in AD and 
CBD, which have not been previously characterized 

in histologic sections. Additionally, our work supports 
other groups that have shown astrocytes take up both tau 
monomers and oligomers [14, 17, 33]. We have built on 
this data by demonstrating isoform-specific uptake of tau 
monomers, which has, to our knowledge, not been previ-
ously described.

Our ability to comprehensively characterize astrocytic 
phenotypes in human tissue was limited by the relatively 

Fig. 5 Effect of 3R and 4R tau uptake on astrocyte transcriptome. Volcano plots showing differentially expressed genes between 3R and control (A), 4R 
and control (B), and 3R and 4R (C). Genes differentially expressed in both 3R and 4R are shown in (D). Grey lines in (A) – (C) indicate cutoffs of adjusted 
p-value > 0.05 (horizontal) and absolute fold change >  2 (vertical)
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small number of channels in our RNAscope workflow. 
Because tufted astrocytes can have markedly reduced 
expression of GFAP (Togo & Dickson 2002), we also 
cannot exclude the possibility that our automated algo-
rithm missed a small number of GFAP-negative tufted 
astrocytes, although we feel this is unlikely given our 

optimization strategy (see Methods). Although there 
was no global increase in astrocytic tau expression, the 
diffuse nature of astrocytic plaques compared to tufted 
astrocytes made it impossible for us to identify the soma 
of tau-positive astrocytes in CBD, and thus directly com-
pare tau-positive and tau-negative astrocytes. Answering 

Fig. 6 Nutritional or inflammatory stress impairs astrocyte tau uptake. hESC-derived astrocytes exposed to labeled 4R tau with or without serum starva-
tion (SS) or TIC protocol (TNFα, IL1-α, C1q) with representative still images. N = 3 technical replicates per condition; *p = 0.0015, **p = 0.0005, ***p = 0.0001, 
****p < 10 − 5
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this question will require three-dimensional reconstruc-
tion in thicker sections or the application of tissue-clear-
ing methods. Spatial transcriptomics combined with 
protein stains to identify tau-positive astrocytes also 
show great promise for in-depth astrocytic phenotyping 
in PSP and CBD. Our uptake assays are inherently lim-
ited due to their reliance on recombinant tau monomers, 
which do not necessarily recapitulate the post-transla-
tional modification patterns seen in the human brain. 
The relative toxicity of tau monomers and oligomers, and 
their respective contributions to astrocytic tau pathology, 
likewise remains unknown.

In summary, we have shown that astrocytes in PSP and 
CBD do not upregulate tau expression, that they prefer-
entially take up 4R tau monomers in vitro, and that this 
process is impaired by nutritional and inflammatory 
stress. These findings strongly suggest that the increased 
levels of astrocytic tau seen in PSP and CBD are due to 
astrocytic uptake of neuronal tau rather than upregula-
tion of astrocytic tau production and identify a poten-
tial mechanism for the observed isoform distribution of 
astrocytic tau aggregates. Future studies will be necessary 
to determine the molecular mechanisms for this uptake 
and its downstream effects on the recipient astrocytes.

Methods
Tissue procurement
Formalin-fixed paraffin-embedded (FFPE) tissue was 
obtained as previously described [11]. Individual cases 
used and demographic information are listed in Table 1. 

The University of Iowa’s Institutional Review Board 
determined that, since this project used tissue from 
deceased individuals exclusively, it does not represent 
human subjects research under the NIH common rule 
(determination #201706772). All methods were con-
ducted in accordance with the relevant laws, regulations, 
guidelines, and ethical standards of our institution and 
with the 1964 Helsinki declaration and its later amend-
ments or comparable ethical standards. Diagnoses were 
made according to the updated National Alzheimer’s 
Coordinating Center neuropathologic diagnostic crite-
ria and other published guidelines [3, 5, 6, 15, 25]. In all 
cases we used frontal cortex as a readily available, stan-
dardized area expected to have tau pathology across all 
our diseases of interest.

Combined RNA in situ hybridization and 
immunofluorescence
RNA in situ hybridization (RNAscope) with immuno-
fluorescence (IF) was performed on formalin-fixed, par-
affin embedded (FFPE) tissue using the 3-plex Multiplex 
Fluorescent v2 Reagent Kit (Cat No. 323100, ACDBio) 
with the C1-MAPT probe (Cat. No 408991, ACDBio) 
according to the manufacturer’s protocol as previously 
described [11]. Briefly, 5  μm FFPE sections were baked 
for one hour at 75  °C, deparaffinized, and treated with 
hydrogen peroxide solution (manufacturer provided) 
for 10  min at room temperature. Antigen retrieval was 
done using a steamer for 15  min at 85°C, followed by 
30  min of Protease Plus treatment at 40  °C in a HybEZ 
Oven (ACDBio; Newark, CA, USA). Probe hybridiza-
tion and amplification were then done according to the 
manufacturer’s directions. We used the Cyanine 5 TSA 
fluorophore (NEL745E001KT; Perkin Elmer; Waltham, 
MA, USA) at 1:400. Slides were washed with TBST with 
0.05% Tween20, blocked with normal goat serum and 
0.1% bovine serum albumin  (BSA) for 30  min at room 
temperature, then incubated with anti-GFAP (16825-1-
AP, RRID: AB_2109646; Proteintech; Rosemont, IL, USA) 
and anti-phosphotau (AT8) antibodies diluted to 1:1000 
in TBS + 0.1% BSA for 1.5  h at room temperature. This 
was followed by a 30-minute incubation at room tem-
perature with goat anti-mouse IgG H&L Alexa Fluor 555 
(ab150114, RRID: AB_2687594; Abcam; Cambridge, UK) 
and goat anti-rabbit IgG H&L Alexa Fluor 488 (ab150077, 
RRID: AB_2630356; Abcam; Cambridge, UK) antibodies, 
both at 1:1000 in TBS + 0.1% BSA. We used TrueBlack 
Lipofuscin Autofluorescence Quencher diluted accord-
ing to the manufacturer’s guidelines (23007; Biotium; 
San Francisco, CA, USA) to quench autofluorescence, 
followed by 4′,6-diamidino-2-phenylindole (DAPI) and 
coverslipping with VectaShield Plus antifade mounting 
medium (H-1900; VectorLabs; Newark, CA, USA). We 
used ACDBio 3-plex positive and negative controls (Cat. 

Table 1 Case Information
Case ID Pathologic Diagnosis Age (yr) Sex
#1 Control (SARS-CoV-19) 73 Female
#2 Control (cardiovascular 

disease)
67 Female

#3 Control (necrotizing 
fasciitis)

80 Female

#4 AD, high ADNC 58 Female
#5 AD, high ADNC 61 Female
#6 AD, high ADNC, LBD, and 

LATE
72 Male

#8 PSP 75 Male
#9 PSP 76 Male
#10 PSP 67 Female
#11 PSP 72 Female
#12 PSP 56 Male
#13 PSP 80 Male
#14 PSP 69 Female
#15 CBD 63 Female
#16 CBD 58 Male
#17 CBD 62 Male
AD Alzheimer’s disease; ADNC Alzheimer’s disease neuropathic change; LBD Lewy 
body dementia; LATE Limbic-predominant age-related TDP-43 encephalopathy; 
PSP Progressive supranuclear palsy; CBD Corticobasal degeneration
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no. 320861 and Cat. no. 320871, respectively; ACDBio; 
Newark, CA, USA), as well as an IF-only control to elimi-
nate false-positive or false-negative results.

Slide scanning and quantification
Slide scanning and quantification were done using a 
Cytation 5 from Agilent (Cat No. BTCYT5PW) with 
GEN5PRIME software (Cat No. BTGEN5IPRIM, Agi-
lent) to create a customized protocol. Each set of experi-
ments were run using identical protocol settings. A 
discovery scan was done to image the entire piece of tis-
sue at 4X (Cat No. BT1320515, Agilent) using a combina-
tion of the DAPI filter cube (Cube: Cat No. BT1225100, 
Agilent; LED: Cat No. BT1225007, Agilent), GFP filter 
cube (Cube: Cat No. BT1225101, Agilent; LED: Cat No. 
BT1225001, Agilent), TRITC filter cube (Cube: Cat No. 
BT1225125, Agilent; LED: Cat No. BT1225012, Agilent), 
and CY5 filter cube (Cube: Cat No. BT1225105, Agi-
lent; LED: Cat No. BT1225005, Agilent) as appropriate. 
Five regions of interest (ROIs) were selected at random 
in the cortex for each tissue using approximately equal 
sized ROIs, then each ROI was imaged in the appro-
priate channels using the above filters at 40X (Cat No. 
BT1320518, Agilent) and stitched using the GFP channel 
as a reference with 150 μm of overlap.

For quantification, subpopulations were defined in 
GEN5PRIME to identify cell types of interest and count 
the number of RNA puncta present. In our initial analy-
sis comparing astrocytic tau expression between cases, 
astrocytes were defined as cells with a nucleus size of less 
than 15 based on DAPI and a mean GFP intensity of at 
least 10,000, regardless of the presence of tau pathology. 
Due to the diffuse nature of astrocytic plaques in CBD, it 
was not possible to definitively identify which astrocytic 
soma and nucleus corresponded to a set of tau-positive 
distal processes. For the comparison of tau positive and 
negative astrocytes within PSP cases, astrocytes with 
tau pathology were defined as cells that met the above 
criteria in addition to a mean TRITC intensity of at 
least 10,000, and astrocytes without tau pathology were 
defined as cells that met the above criteria with a mean 
TRITC intensity of less than 10,000. These settings were 
selected by a blinded observer so as to detect all morpho-
logically identifiable tufted astrocytes in the AT8 channel 
(TRITC). RNA puncta were counted in each population 
based on the size of puncta (between 2 and 5 μm) using 
the CY5 channel. The average number of puncta in each 
subpopulation was calculated by GEN5PRIME using all 
five ROIs for each slide. P-values were assessed in Graph-
Pad Prism using t-tests with each sample counting as one 
biological replicate, and graphs were made using R Studio 
and Adobe Illustrator. Data is presented as mean ± stan-
dard error of the mean (SEM).

Stem cell procurement and culture
The H14 human embryonic stem cell (hESC) line was 
obtained from WiCell (Cat No. WAe014-A) and is listed 
as an NIH-approved line for research purposes (NIH 
Approval Number: NIHhESC-10-0064). Stem cell cul-
ture was done using a commercially available media kit 
(mTeSR Plus; Cat No. 100–0276, STEMCELL Technolo-
gies) following the manufacturer’s published protocol 
[29]. Briefly, cell colonies were grown on Matrigel-coated 
6-well plates (Matrigel: Cat No. 354277, Corning; Plates: 
Cat No. CLS3516-50EA, Sigma Aldrich) in mTeSR Plus 
for at least three passages before being dissociated for 
downstream differentiation protocols. Matrigel was 
diluted according to the lot-specific dilution factor rec-
ommended by the manufacturer in 25 ml of DMEM/
F12 HEPES (Cat No. 36254, STEMCELL Technologies) 
and set for 1  h at 37  °C before plates were used. Areas 
of cellular differentiation were removed each day from 
cultures. Passaging of colonies was done roughly every 
five days using Gentle Cell Dissociation Reagent (GCDR) 
from STEMCELL Technologies (Cat No. 100–0485). 
Stem cell pluripotency was validated using the STEMdiff 
Trilineage Differentiation Kit (STEMCELL Technologies, 
Cat No. 05230) and human stem cell antibody array from 
AbCam (Cat No. ab211066) according to the manufac-
turer’s directions.

Generation of neural progenitor cells
Neural progenitor cells (NPCs) were created from the 
hESCs described above using the STEMdiff SMADi Neu-
ral Induction kit from STEMCELL Technologies (Cat 
No. 08581) according to their guidelines for Matrigel-
coated 6-well plates [31]. Briefly, colonies were checked 
for areas of differentiation and removed, if necessary, 
before washing once with cold DPBS-/-. Colonies were 
then incubated for 8–10 min at 37  °C in GCDR for dis-
sociation. Cells were collected and triturated to create a 
single-cell suspension, then spun down at 300 g for 5 min 
at room temperature. Cell counts were determined using 
a Countess 3 instrument (Cat No. AMQAX2000, Thermo 
Fisher), and 2,000,000 cells/well were plated in a 6-well 
plate in STEMdiff SMADi Neural Induction media. Daily 
media changes were performed for seven days followed 
by passaging of progenitor cells using Accutase (Cat No. 
07920, STEMCELL Technologies), which was repeated 
for one additional passage (two passages total). Cells were 
plated at 1,500,000 cells/well in a 6-well plate for each 
passage. At passage 3, cells were either frozen down in 
CryoStor CS10 (Cat No. 07930, STEMCELL Technolo-
gies) at 3,000,000 cells/vial or moved onto the next step 
of the differentiation process.
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Generation of astrocyte precursor cells and mature 
astrocytes
Astrocyte precursor cells were created from the neu-
ral progenitor cells described above using the STEMdiff 
Astrocyte Differentiation media kit from STEMCELL 
Technologies (Cat No. 100 − 0013) following their pro-
tocol for Matrigel-coated 6-well plates [30]. Briefly, pro-
genitor cells were plated at a seeding density of 1,900,000 
cells/well in a Matrigel-coated 6-well plate and given 
daily media changes for seven days. For passaging, cells 
were incubated with Accutase for 8–10 min at 37 °C then 
spun down at 400 g for 5 min at room temperature. Cell 
counts were obtained using a Countess 3 instrument, 
and a density of 1,400,000 cells/well was used. Media 
changes were performed every other day for seven days, 
then the process was repeated once more (seeding den-
sity: 1,600,000 cells/well) for a total of two passages in the 
differentiation media. At passage 3, precursor cells were 

either frozen in CryoStor CS10 (above) at 2,000,000 cells/
vial or moved onto the final stage of differentiation.

Mature astrocytes were created from astrocyte precur-
sor cells using the STEMdiff Astrocyte Maturation media 
kit from STEMCELL Technologies (Cat No. 100 − 0016) 
following their guidelines for Matrigel-coated 6-well 
plates. Briefly, precursor cells were seeded at 1,900,000 
cells/well in a 6-well plate, and media changes were per-
formed every other day for seven days. Cells were disso-
ciated with Accutase for 8–10 min at 37 °C before being 
spun down at 400 g for 5 min at room temperature. This 
process was repeated once more for 2 passages in the 
maturation media before cells were plated for down-
stream analysis.

Immunocytochemistry
Primary and secondary antibodies used with their 
respective concentrations are shown in Table  2. Cells 
for ICC were grown in a 12-well plate (Cat No. 3513, 
Costar) on autoclave-sterilized 18  mm coverslips (Cat 
No. 12545100, Fisher Scientific) coated with Matrigel 
using the same protocol as described above. Coverslips 
were washed once with 1X PBS before fixing for 30 min 
with 10% formalin at room temperature and were sub-
sequently washed twice with 1X PBS before storing in 
1X PBS + 0.01% sodium azide at 4  °C. Coverslips were 
placed in a 12-well plate and incubated for 10  min at 
room temperature in extraction solution (0.02% Triton-X 
100 in 1XPBS; Triton-X 100: Cat No. BP151, Fisher Sci-
entific) before blocking for 30 min at room temperature 
in blocking solution (10% heat-inactivated fetal bovine 
serum (hiFBS) in 1XPBS; hiFBS: Cat No. S1245914, R&D 
Systems). Primary antibody incubation was done with 
the respective antibodies diluted in serum solution (1% 
hiFBS in 1XPBS) overnight at 4  °C with gentle rocking. 
Coverslips were washed five times for 1 min each at room 
temperature with 1X PBS, then incubated in secondary 
antibody diluted in serum solution for 1 h at room tem-
perature protected from light with gentle rocking. Five 
1-minute 1X PBS washes were performed before incuba-
tion with TrueView Autofluorescence Quenching solu-
tion (prepared according to manufacturer’s guidelines 
and diluted 1:10 with ddH2O) for 5 min with gentle agi-
tation at room temperature protected from light. Cover-
slips were washed once more for 5 min with 1X PBS at 
room temperature with the addition of three drops of 
DAPI (Cat No. R37606, Invitrogen) then mounted on 
SuperFrost Plus slides (Cat No. 12-550-15, Fisher Scien-
tific) using VECTASHIELD Plus mounting medium (Cat 
No. H-1900, Vector Laboratories).

Generation of plasmids
Custom human TauB and TauE plasmids were created 
on a pET29b backbone by GenScript on a fee-for-service 

Table 2 Antibody Product Information
Antibody Source Cat No. RRID
AT8 (phospho-tau 
Ser202/Thr205)

Thermo 
Fisher

MN1020 RRID:AB_223647

GFAP Proteintech 16825-1-AP RRID:AB_2109646
NANOG Cell 

Signaling 
Technology

4903T RRID:AB_10559205

OCT3/4 Santa Cruz 
Biotechnol-
ogy

sc-5279 RRID:AB_628051

PAX6 Biolegend Poly19013 RRID:AB_2565003
SOX1 R&D 

Systems
AF3369 RRID:AB_2239879

Nestin STEMCELL 
Technolo-
gies

#60091.1 RRID:AB_2905494

S100β Sigma 
Aldrich

S2532 RRID:AB_477499

DCX Cell 
Signaling 
Technology

4604 S RRID:AB_561007

HT7 (total tau) Thermo 
Fisher

MN1000 RRID:AB_2314654

Horse anti-mouse 
IgG Antibody 
Peroxidase

Vector Labs PI-2000 RRID:AB_2336177

Goat anti-mouse IgG 
Alexa Fluor® 555

Abcam ab150114 RRID:AB_2687594

Goat anti-rabbit IgG 
Alexa Fluor® 488

Abcam ab150077 RRID:AB_2630356

Donkey anti-mouse 
IgG Cy3

Jackson 
Immunore-
search

715-165-150 RRID:AB_2313599

Donkey anti-rabbit 
IgG Alexa Fluor® 488

Jackson 
Immunore-
search

711-545-152 RRID:AB_2313584

Donkey anti-goat 
IgG Alexa Fluor® 647

Abcam ab150135 RRID:AB_2687955
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basis, with 6xHIS and S tags added to the N- and C-ter-
minal ends to ensure high purity of the resulting protein 
preparations. The resulting plasmids were validated by 
long-read sequencing (Plasmidsaurus), transformed into 
BL21 (DE3) OneShot Competent Cells (Cat No. C6000-
03, Life Technologies), and given to the Carver College 
of Medicine’s Protein and Crystallography Facility at the 
University of Iowa for recombinant protein generation.

Generation of recombinant tau
Recombinant human TauB (1N3R) and TauE (1N4R) pro-
teins were produced at the Carver College of Medicine’s 
Protein and Crystallography Facility at the University of 
Iowa. Protein was produced in E. coli BL21 (DE3) cells 
(Cat No. 69450, Novagen) with the pET29b plasmids 
generated above. Bacteria were grown in Luria Broth 
(Cat No. 910-79-40-2, Research Products International) 
in the presence of kanamycin (100 ug/mL), and protein 
overexpression was induced with 1 mM IPTG in 3  h at 
37  °C. Cells were disrupted by sonication and boiled at 
75 °C for 15 min in buffer (50 mM NaPO4, 2 mM EDTA 
and 2 mM DTT, pH 6.8). All subsequent procedures were 
performed at 4 °C. Lysate was ultracentrifuged at 80,000 g 
for 45 min, and protein was purified by cation exchange 
chromatography (HiTrap SP, GE Healthcare), followed by 
size exclusion chromatography (HiLoad 16/600 Superdex 
200 pg, GE Healthcare). Recombinant tau was labeled 
using an Alexa Fluor 647 Protein Labeling Kit (Cat No. 
A20173, Invitrogen) with 500  mg of recombinant pro-
tein input at a concentration of 1  mg/mL according to 
the manufacturer’s recommendations. Successful labeling 
was confirmed by measuring absorbance on a NanoDrop 
spectrophotometer.

Western blotting
Western blots were run using 20ng of purified protein. 
Samples were run on a 10% Mini-PROTEAN TGX Stain-
Free Precast gel (Cat No. 4561036, Bio-Rad) and blot-
ted to PVDF. The membrane was blocked in EveryBlot 
blocking buffer (Cat No. 12010020, Bio-Rad) for 10 min 
at room temperature, then HT7 was diluted 1:5000 in 
EveryBlot and incubated with the membrane overnight 
at 4  °C (Table  2). Horseradish peroxidase-labeled horse 
anti-mouse secondary was used at 1:5000 diluted in 
EveryBlot for 1  h at room temperature and detected by 
Clarity Western ECL substrate (Cat. No 1705060, Bio-
Rad) (Table 2). Chemiluminescence was measured using 
a ChemiDoc Touch Imaging System (Cat No. 1708371, 
Bio-Rad).

Astrocyte plating for live cell imaging
Mature astrocytes were plated in glass bottom 12-well 
plates (Cat No. P12-1.5  H-N, Cellvis) at a density of 
200,000 cells/well and allowed to settle for a minimum 

of 24 h before live-cell imaging. For experiments requir-
ing different media conditions, cells were plated in either 
STEMDiff Astrocyte Maturation media without Supple-
ment B (serum-starved) or STEMDiff Astrocyte Matu-
ration media without Supplement B with the addition 
of “TIC” proinflammatory factors (30ng/mL TNF-alpha 
(Cat No. 300-01  A-10ug, Peprotech), 3ng/mL IL1-alpha 
(Cat No. 500-P21A-50ug, Peprotech), 400ng/mL C1q 
(Cat No. ab282858, Abcam) (TIC) [21]. Serum starvation 
occurred either at the beginning of the astrocyte matura-
tion protocol (three weeks total) or for four days before 
live-cell imaging, and “TIC” induction occurred 24  h 
prior to live-cell imaging.

Live cell imaging
Live-cell imaging was done using a Cytation 5 (above) 
with GEN5PRIME software (above) for 24 h using phase 
contrast with laser autofocus (Cat No. BT1225010, Agi-
lent) and the CY5 filter cube (above) at 20X (Cat No. 
BT1320517, Agilent). Cells were incubated in the imager 
at 37 °C with 5% CO2 to mimic normal incubator condi-
tions. A 5 × 5 matrix was used to capture 25 tiles across 
the center of the well with images captured every hour 
throughout the experiment. Images were processed in 
GEN5 to remove background fluorescence in the CY5 
channel caused by phenol red in the media then tau 
puncta spots were counted by GEN5 using a minimum 
and maximum size cutoff (2.5 and 10 μm, respectively). 
Due to difficulties counting cells on phase contrast by 
GEN5, all phase contrast images for timepoint 1 (base-
line) in each experiment were imported into Labscope 
(Zeiss). Cells were counted using the default settings of 
the AI Cell Counting Module (Zeiss), and counts were 
exported into a spreadsheet for data analysis.

RNA sequencing
RNA extraction was performed from the mature hESC-
derived astrocytes grown as a monolayer and used for 
live-cell imaging. Invitrogen’s PureLink RNA Mini kit 
(Cat No. 12183018  A) was used for RNA extraction 
according to the manufacturer’s protocol, and samples 
were sent to GeneWhiz for sequencing. For samples sent 
as cell pellets, cells were grown as described above, then 
scraped into cold DPBS-/- (above) using a cell spatula 
and spun down at 400  g for 5  min at 4  °C. The super-
natant was discarded, and pellets were flash-frozen in a 
dry ice/ethanol slurry. RNA extraction and sequencing 
were done by GeneWhiz’s sequencing facility on a fee-
for-service basis. Data analysis was conducted as previ-
ously described [28]. Briefly, RNA sequencing reads were 
aligned to the hg38 human reference genome using STAR 
aligner. Reads were quantified using the subreads pack-
age, and comparative gene expression analysis was done 
using the DESeq2 package in R.
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Statistical analysis
Data analysis for RNA sequencing is described above. 
For other studies, data analysis was done by either a gen-
eralized linear model with a HAC correction for time 
dependence or using paired or unpaired t-tests, as appro-
priate. Total cell count, treatment group, and position 
in well were also included as independent variables for 
the generalized linear model. Generalized linear models 
were run in MATLAB, t-tests were done in GraphPad 
Prism, and graphs were generated using either R studio 
or GraphPad Prism. Network and gene ontology enrich-
ment analysis was done using String-DB with standard 
settings.

Figure creation
All figures were made using Adobe Illustrator or the Bio-
Render imaging platform.
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org/10.1186/s40478-023-01655-1.

Supplementary Material 1

Supplementary Material 2: Table S1. List of all genes for Figure 4.

Acknowledgements
The authors wish to thank histotechnologists Mariah Leidinger and Melissa 
Jans for their technical assistance with block preparation and sectioning, 
as well as decedent care specialists Adam Ciha, Benjamin Palmer, Terry 
Anderson, Michael Hanes, and Vaughn Dohse for their assistance with tissue 
procurement and autopsies. We thank the Brain Bank for Neurodegenerative 
Disorders at Mayo Clinic, Jacksonville, FL and the Iowa Neuropathology 
Resource Laboratory for providing us with tissue sections, as well as Kurt 
Farrell and the Mount Sinai Neuropathology Brain Bank and Research CoRE for 
some of the images in Fig. 1. The authors also wish to thank the donors and 
their families who made the work possible. This work was supported by grants 
from the Histochemical Society and the Graduate College of the University of 
Iowa (to KLF), and the NIH (K23 NS109284) and the Roy J. Carver Foundation 
(to MMH).

Authors’ contributions
KLF and MMH conceived the study, KLF and JNH performed the experiments, 
MMH performed data analysis, and KLF and MMH wrote the manuscript. All 
authors approved the contents of the final manuscript.

Funding
This work was supported by grants from the Histochemical Society and 
the Graduate College of the University of Iowa (to KLF), and the NIH (K23 
NS109284) and the Roy J. Carver Foundation (to MMH). The authors have no 
other relevant disclosures.

Data Availability
All data and code generated over the course of this study are provided in the 
supplemental material.

Declarations

Ethics approval and consent to participate
The University of Iowa’s Institutional Review Board determined that, since 
this project used tissue from deceased individuals exclusively, it does 
not represent human subjects research under the NIH common rule 
(determination #201706772). All methods were conducted in accordance 
with the relevant laws, regulations, guidelines, and ethical standards of our 

institution and with the 1964 Helsinki declaration and its later amendments or 
comparable ethical standards.

Consent for publication
Not applicable.

Competing interests
The authors have no competing interests to declare.

Received: 7 August 2023 / Accepted: 24 September 2023

References
1. Aoki M, Segawa H, Naito M, Okamoto H (2014) Identification of possible 

downstream genes required for the extension of peripheral axons in primary 
sensory neurons. Biochem Biophys Res Commun 445:357–362. https://doi.
org/10.1016/j.bbrc.2014.01.193

2. Arai T, Ikeda K, Akiyama H, Shikamoto Y, Tsuchiya K, Yagishita S, Beach T, 
Rogers J, Schwab C, McGeer PL (2001) Distinct isoforms of tau aggregated 
in neurons and glial cells in brains of patients with pick’s disease, cortico-
basal degeneration and progressive supranuclear palsy. Acta Neuropathol 
101:167–173. https://doi.org/10.1007/s004010000283

3. Armstrong MJ, Litvan I, Lang AE, Bak TH, Bhatia KP, Borroni B, Boxer AL, 
Dickson DW, Grossman M Hallett M (2013) Criteria for the diagnosis of 
corticobasal degeneration. Neurology 80: 496–503 https://doi.org/10.1212/
WNL.0b013e31827f0fd1

4. Cherry JD, Kim SH, Stein TD, Pothast MJ, Nicks R, Meng G, Huber BR, Mez J, 
Alosco ML, Tripodis Yet al et al (2020) Evolution of neuronal and glial tau iso-
forms in chronic traumatic encephalopathy. Brain Pathol 30:913–925. https://
doi.org/10.1111/bpa.12867

5. Dickson DW, Kouri N, Murray ME, Josephs KA (2011) Neuropathology of fron-
totemporal lobar degeneration-tau (FTLD-tau). J Mol Neurosci 45:384–389. 
https://doi.org/10.1007/s12031-011-9589-0

6. Dickson DW, Bergeron C, Chin SS, Duyckaerts C, Horoupian D, Ikeda K, 
Jellinger K, Lantos PL, Lippa CF Mirra SS (2002) Office of Rare Diseases neuro-
pathologic criteria for corticobasal degeneration. J Neuropathol Exp Neurol 
61: 935–946 https://doi.org/10.1093/jnen/61.11.935

7. Endele S, Nelkenbrecher C, Bordlein A, Schlickum S, Winterpacht A (2011) 
C4ORF48, a gene from the Wolf-Hirschhorn syndrome critical region, 
encodes a putative neuropeptide and is expressed during neocortex and 
cerebellar development. Neurogenetics 12:155–163. https://doi.org/10.1007/
s10048-011-0275-8

8. Ezerskiy LA, Schoch KM, Sato C, Beltcheva M, Horie K, Rigo F, Martynowicz R, 
Karch CM, Bateman RJ, Miller TM (2022) Astrocytic 4R tau expression drives 
astrocyte reactivity and dysfunction. JCI Insight 7. https://doi.org/10.1172/jci.
insight.152012

9. Feany MB, Mattiace LA, Dickson DW (1996) Neuropathologic over-
lap of progressive supranuclear palsy, pick’s disease and cortico-
basal degeneration. J Neuropathol Exp Neurol 55:53–67. https://doi.
org/10.1097/00005072-199601000-00006

10. Ferrer I, Lopez-Gonzalez I, Carmona M, Arregui L, Dalfo E, Torrejon-Escribano 
B, Diehl R, Kovacs GG (2014) Glial and neuronal tau pathology in tauopa-
thies: characterization of disease-specific phenotypes and tau pathology 
progression. J Neuropathol Exp Neurol 73:81–97. https://doi.org/10.1097/
NEN.0000000000000030

11. Fiock KL, Betters RK, Hefti MM (2023) Thioflavin S staining and amyloid 
formation are unique to mixed tauopathies. J Histochem Cytochem: 
221554231158428 https://doi.org/10.1369/00221554231158428

12. Fleck JS, Jansen SMJ, Wollny D, Zenk F, Seimiya M, Jain A, Okamoto R, Santel 
M, He Z, Camp JG, Treutlein B (2022) Inferring and perturbing cell fate 
regulomes in human brain organoids. Nature: https://doi.org/10.1038/
s41586-022-05279-8

13. Forrest SL, Lee S, Nassir N, Martinez-Valbuena I, Sackmann V, Li J, Ahmed A, 
Tartaglia MC, Ittner LM, Lang AE al (2023) Cell-specific MAPT gene expression 
is preserved in neuronal and glial tau cytopathologies in progressive supra-
nuclear palsy. Acta Neuropathol: https://doi.org/10.1007/s00401-023-02604-x

14. Heidi M-S, Allysa LC, Daniel BS, Dan BS, Fading C, Ying-Wooi W, Ying-Wooi W, 
Ying-Wooi W, Ying-Wooi W, Lakshya B et al (2018) TFEB enhances astroglial 

https://doi.org/10.1186/s40478-023-01655-1
https://doi.org/10.1186/s40478-023-01655-1
https://doi.org/10.1016/j.bbrc.2014.01.193
https://doi.org/10.1016/j.bbrc.2014.01.193
https://doi.org/10.1007/s004010000283
https://doi.org/10.1212/WNL.0b013e31827f0fd1
https://doi.org/10.1212/WNL.0b013e31827f0fd1
https://doi.org/10.1111/bpa.12867
https://doi.org/10.1111/bpa.12867
https://doi.org/10.1007/s12031-011-9589-0
https://doi.org/10.1093/jnen/61.11.935
https://doi.org/10.1007/s10048-011-0275-8
https://doi.org/10.1007/s10048-011-0275-8
https://doi.org/10.1172/jci.insight.152012
https://doi.org/10.1172/jci.insight.152012
https://doi.org/10.1097/00005072-199601000-00006
https://doi.org/10.1097/00005072-199601000-00006
https://doi.org/10.1097/NEN.0000000000000030
https://doi.org/10.1097/NEN.0000000000000030
https://doi.org/10.1369/00221554231158428
https://doi.org/10.1038/s41586-022-05279-8
https://doi.org/10.1038/s41586-022-05279-8
https://doi.org/10.1007/s00401-023-02604-x


Page 14 of 14Fiock et al. Acta Neuropathologica Communications          (2023) 11:161 

uptake of extracellular tau species and reduces tau spreading. Journal of 
Experimental Medicine: https://doi.org/10.1084/jem.20172158

15. Hoglinger GU, Respondek G, Stamelou M, Kurz C, Josephs KA, Lang AE, 
Mollenhauer B, Muller U, Nilsson C, Whitwell JL al (2017) Clinical diagnosis of 
progressive supranuclear palsy: the movement disorder society criteria. Mov 
Disord 32:853–864. https://doi.org/10.1002/mds.26987

16. Johnson AG, Webster JA, Hales CM (2022) Glial profiling of human tauopathy 
brain demonstrates enrichment of astrocytic transcripts in tau-related 
frontotemporal degeneration. Neurobiol Aging 112:55–73. https://doi.
org/10.1016/j.neurobiolaging.2021.12.005

17. Juan Ramón P, Esther L, Esther Molina L, José Carlos D-B, Jesús A, Félix H, Félix 
H, Félix H, Marta B, Marta B (2019) Extracellular monomeric tau is internalized 
by astrocytes. Front Neuroscience: https://doi.org/10.3389/fnins.2019.00442

18. Kashon ML, Ross GW, O’Callaghan JP, Miller DB, Petrovitch H, Burchfiel CM, 
Sharp DS, Markesbery WR, Davis DG, Hardman Jet al et al (2004) Associations 
of cortical astrogliosis with cognitive performance and dementia status. J 
Alzheimers Dis 6:595–604 discussion 673 – 581. https://doi.org/10.3233/
jad-2004-6604

19. Kovacs GG, Rozemuller AJ, van Swieten JC, Gelpi E, Majtenyi K, Al-Sarraj S, 
Troakes C, Bodi I, King A, Hortobagyi Tet al et al (2013) Neuropathology of 
the hippocampus in FTLD-Tau with pick bodies: a study of the BrainNet 
Europe Consortium. Neuropathol Appl Neurobiol 39:166–178. https://doi.
org/10.1111/j.1365-2990.2012.01272.x

20. Kovacs GG, Lee VM, Trojanowski JQ (2017) Protein astrogliopathies in human 
neurodegenerative diseases and aging. Brain Pathol 27:675–690. https://doi.
org/10.1111/bpa.12536

21. Labib D, Wang Z, Prakash P, Zimmer M, Smith MD, Frazel PW, Barbar L, Sapar 
ML, Calabresi PA, Peng Jet al et al (2022) Proteomic alterations and novel 
markers of neurotoxic reactive astrocytes in Human Induced Pluripotent 
Stem Cell Models. Front Mol Neurosci 15:870085. https://doi.org/10.3389/
fnmol.2022.870085

22. Li K, Li J, Zheng J, Qin S (2019) Reactive astrocytes in neurodegenerative 
Diseases. Aging Dis 10:664–675. https://doi.org/10.14336/ad.2018.0720

23. Liddelow SA, Barres BA (2017) Reactive astrocytes: production, function, 
and therapeutic potential. Immunity 46:957–967. https://doi.org/10.1016/j.
immuni.2017.06.006

24. Liddelow SA, Guttenplan KA, Clarke LE, Bennett FC, Bohlen CJ, Schirmer 
L, Bennett ML, Münch AE, Chung WS, Peterson TC et al (2017) Neurotoxic 
reactive astrocytes are induced by activated microglia. Nature 541: 481–487 
https://doi.org/10.1038/nature21029

25. Montine TJ, Phelps CH, Beach TG, Bigio EH, Cairns NJ, Dickson DW, Duyck-
aerts C, Frosch MP, Masliah E, Mirra SSet al et al (2012) National Institute 

on Aging-Alzheimer’s Association guidelines for the neuropathologic 
assessment of Alzheimer’s disease: a practical approach. Acta Neuropathol 
123:1–11. https://doi.org/10.1007/s00401-011-0910-3

26. Narasimhan S, Changolkar L, Riddle DM, Kats A, Stieber A, Weitzman SA, 
Zhang B, Li Z, Roberson ED, Trojanowski JQ, Lee VMY (2020) Human tau 
pathology transmits glial tau aggregates in the absence of neuronal tau. J 
Exp Med 217. https://doi.org/10.1084/jem.20190783

27. Sharma A, Song W-M, Farrell K, Whitney K, Zhang B, Crary JF, Pereira AC 
(2021) Single-cell atlas of progressive supranuclear palsy reveals a distinct 
hybrid glial cell population. bioRxiv: 2021.2004.2011.439393. https://doi.
org/10.1101/2021.04.11.439393

28. Shin SS, Gottschalk AC, Mazandi VM, Kilbaugh TJ, Hefti MM (2022) Transcrip-
tional profiling in a Novel Swine Model of Traumatic Brain Injury. Neu-
rotrauma Rep 3:178–184. https://doi.org/10.1089/neur.2021.0051

29. Technologies S (2020) Maintenance of Human Pluripotent Stem Cells in 
mTeSR™ Plus https://cdn.stemcell.com/media/files/manual/10000007757-
Maintenance_of_Human_Pluripotent_Stem_Cells_in_mTeSR_Plus.
pdf?_ga=2.55536555.1208481054.1675095773-968244009.1675095773

30. Technologies S (2021) Astrocyte Differentation and Maturation Manual 
https://cdn.stemcell.com/media/files/pis/10000006879-PIS_06.
pdf?_ga=2.263570060.1208481054.1675095773-968244009.1675095773

31. Technologies S (2021) Generation and Culture of Neural Progeni-
tor Cells Using the STEMdiff™ Neural System https://cdn.stemcell.
com/media/files/manual/10000005588-Generation_Neural_Progeni-
tor_Cells_from_hPSCs_using_STEMdiff_Neural_Induction_Medium.
pdf?_ga=2.159611133.1775495983.1675356130-1992370814.1675356129

32. Togo T, Dickson DW (2002) Tau accumulation in astrocytes in progressive 
supranuclear palsy is a degenerative rather than a reactive process. Acta 
Neuropathol 104:398–402. https://doi.org/10.1007/s00401-002-0569-x

33. Wang P, Ye Y (2021) Filamentous recombinant human tau activates primary 
astrocytes via an integrin receptor complex. Nat Commun 12:95. https://doi.
org/10.1038/s41467-020-20322-w

34. Zamanian JL, Xu L, Foo LC, Nouri N, Zhou L, Giffard RG, Barres BA (2012) 
Genomic analysis of reactive astrogliosis. J Neurosci 32:6391–6410. https://
doi.org/10.1523/jneurosci.6221-11.2012

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in 
published maps and institutional affiliations. 

https://doi.org/10.1084/jem.20172158
https://doi.org/10.1002/mds.26987
https://doi.org/10.1016/j.neurobiolaging.2021.12.005
https://doi.org/10.1016/j.neurobiolaging.2021.12.005
https://doi.org/10.3389/fnins.2019.00442
https://doi.org/10.3233/jad-2004-6604
https://doi.org/10.3233/jad-2004-6604
https://doi.org/10.1111/j.1365-2990.2012.01272.x
https://doi.org/10.1111/j.1365-2990.2012.01272.x
https://doi.org/10.1111/bpa.12536
https://doi.org/10.1111/bpa.12536
https://doi.org/10.3389/fnmol.2022.870085
https://doi.org/10.3389/fnmol.2022.870085
https://doi.org/10.14336/ad.2018.0720
https://doi.org/10.1016/j.immuni.2017.06.006
https://doi.org/10.1016/j.immuni.2017.06.006
https://doi.org/10.1038/nature21029
https://doi.org/10.1007/s00401-011-0910-3
https://doi.org/10.1084/jem.20190783
https://doi.org/10.1101/2021.04.11.439393
https://doi.org/10.1101/2021.04.11.439393
https://doi.org/10.1089/neur.2021.0051
https://cdn.stemcell.com/media/files/manual/10000007757-Maintenance_of_Human_Pluripotent_Stem_Cells_in_mTeSR_Plus.pdf?_ga=2.55536555.1208481054.1675095773-968244009.1675095773
https://cdn.stemcell.com/media/files/manual/10000007757-Maintenance_of_Human_Pluripotent_Stem_Cells_in_mTeSR_Plus.pdf?_ga=2.55536555.1208481054.1675095773-968244009.1675095773
https://cdn.stemcell.com/media/files/manual/10000007757-Maintenance_of_Human_Pluripotent_Stem_Cells_in_mTeSR_Plus.pdf?_ga=2.55536555.1208481054.1675095773-968244009.1675095773
https://cdn.stemcell.com/media/files/pis/10000006879-PIS_06.pdf?_ga=2.263570060.1208481054.1675095773-968244009.1675095773
https://cdn.stemcell.com/media/files/pis/10000006879-PIS_06.pdf?_ga=2.263570060.1208481054.1675095773-968244009.1675095773
https://cdn.stemcell.com/media/files/manual/10000005588-Generation_Neural_Progenitor_Cells_from_hPSCs_using_STEMdiff_Neural_Induction_Medium.pdf?_ga=2.159611133.1775495983.1675356130-1992370814.1675356129
https://cdn.stemcell.com/media/files/manual/10000005588-Generation_Neural_Progenitor_Cells_from_hPSCs_using_STEMdiff_Neural_Induction_Medium.pdf?_ga=2.159611133.1775495983.1675356130-1992370814.1675356129
https://cdn.stemcell.com/media/files/manual/10000005588-Generation_Neural_Progenitor_Cells_from_hPSCs_using_STEMdiff_Neural_Induction_Medium.pdf?_ga=2.159611133.1775495983.1675356130-1992370814.1675356129
https://cdn.stemcell.com/media/files/manual/10000005588-Generation_Neural_Progenitor_Cells_from_hPSCs_using_STEMdiff_Neural_Induction_Medium.pdf?_ga=2.159611133.1775495983.1675356130-1992370814.1675356129
https://doi.org/10.1007/s00401-002-0569-x
https://doi.org/10.1038/s41467-020-20322-w
https://doi.org/10.1038/s41467-020-20322-w
https://doi.org/10.1523/jneurosci.6221-11.2012
https://doi.org/10.1523/jneurosci.6221-11.2012

	Determinants of astrocytic pathology in stem cell models of primary tauopathies
	Abstract
	Introduction
	Results
	Astrocytic tau in human 4R tauopathies is of neuronal origin
	hESC-derived astrocytes preferentially take up 4R tau
	Astrocytic uptake of tau impairs astrocyte maturation
	Astrocytes exposed to inflammatory stimuli or nutritional stress have impaired tau uptake and degradation

	Discussion
	Methods
	Tissue procurement
	Combined RNA in situ hybridization and immunofluorescence
	Slide scanning and quantification
	Stem cell procurement and culture
	Generation of neural progenitor cells
	Generation of astrocyte precursor cells and mature astrocytes
	Immunocytochemistry
	Generation of plasmids
	Generation of recombinant tau
	Western blotting
	Astrocyte plating for live cell imaging
	Live cell imaging
	RNA sequencing
	Statistical analysis
	Figure creation

	References


