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Abstract
Background: Alzheimer’s disease is characterized by two main neuropathological hallmarks: extracellular plaques of
amyloid-β (Aβ) protein and intracellular aggregates of tau protein. Although tau is normally a soluble monomer
that bind microtubules, in disease it forms insoluble, hyperphosphorylated aggregates in the cell body. Aside from
its role in AD, tau is also involved in several other neurodegenerative disorders collectively called tauopathies, such
as progressive supranuclear palsy (PSP), corticobasal degeneration (CBD), some forms of frontotemporal dementia,
and argyrophilic grain disease (AGD). The prion hypothesis suggests that after an initial trigger event, misfolded
forms of tau are released into the extracellular space, where they spread through different brain regions, enter cells,
and seeding previously normal forms. Thus understanding mechanisms regulating the clearance of extracellular tau
from the CNS is important. The discovery of a true lymphatic system in the dura and its potential role in mediating
Aβ pathology prompted us to investigate its role in regulating extracellular tau clearance.
Methods: To study clearance of extracellular tau from the brain, we conjugated monomeric human tau with a
near-infrared dye cypate, and injected this labeled tau in the parenchyma of both wild-type and K14-VEGFR3-Ig
transgenic mice, which lack a functional CNS lymphatic system. Following injection we performed longitudinal
imaging using fluorescence molecular tomography (FMT) and quantified fluorescence to calculate clearance of tau
from the brain. To complement this, we also measured tau clearance to the periphery by measuring plasma tau in
both groups of mice.
Results: Our results show that a significantly higher amount of tau is retained in the brains of K14-VEGFR3-Ig vs.
wild type mice at 48 and 72 h post-injection and its subsequent clearance to the periphery is delayed. We found that
clearance of reference tracer human serum albumin (HSA) was also significantly delayed in the K14-VEGFR3-Ig mice.
Conclusions: The dural lymphatic system appears to play an important role in clearance of extracellular tau, since tau
clearance is impaired in the absence of functional lymphatics. Based on our baseline characterization of extracellular
tau clearance, future studies are warranted to look at the interaction between tau pathology and efficiency of
lymphatic function.
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Background
Alzheimer's disease (AD) is the leading cause of dementia in the elderly and currently affects more than five
million people in the United States. The two main
neuropathological hallmarks of AD are extracellular plaques of amyloid-β (Aβ) and intracellular accumulations
of aggregated, hyperphosphorylated forms of tau in
structures such as neurofibrillary tangles (NFT) [1]. The
amyloid cascade hypothesis holds that the triggering
event in AD pathogenesis is the initial accumulation and
aggregation of Aβ into oligomers and insoluble extracellular plaques [2]. This initiates a cascade that incites the
misfolding and aggregation of soluble tau into insoluble
forms, eventually leading to neurodegeneration. Loss of
cognitive function in AD and other tauopathies is correlated with the amount of aggregated tau accumulation.
In addition to its key role in AD pathology, tau has also
been implicated in a host of other neurodegenerative
disorders such as progressive supranuclear palsy (PSP),
corticobasal degeneration (CBD), certain forms of frontotemporal dementia (FTD) and argyrophilic grain disease
(AGD). Collectively termed tauopathies, these disorders
all feature aggregated forms of tau in the CNS [3, 4].
One model explaining part of the pathogenesis of
tauopathies is the prion hypothesis, which states that
misfolded forms of tau can exit the cell, spread to distant
regions of the brain where they can re-enter cells and
“seed” previously normal forms of the protein, much like
prion protein [5, 6]. Expression of mutant human tau in
neurons in the entorhinal cortex shows spread of tau
pathology to synaptically connected regions in the dentate gyrus of the hippocampus in mice [7, 8]. In addition
to seeding and uptake in cell culture [9–12], injection of
brain lysates from transgenic mice [13, 14], cell lysates
[15], synthetic recombinant tau fibrils [16, 17] and tau
extracts purified from human brains [18–22] into mouse
models have also been shown to robustly induce uptake,
seeding and spreading of tau pathology. If this model of
tau propagation is correct, it is likely that extracellular
tau plays a key role in mediating pathogenesis and
progression of tauopathy. As a result understanding the
mechanisms that regulate tau fate in the extracellular
space of the CNS and its eventual clearance to the
periphery is important.
Regulated clearance of substances out of the CNS to
the periphery is vital to healthy functioning of the CNS,
and as such is an important and active area of research.
For all the attention focused on the brain in health and
disease, little was known about fundamental clearance
mechanisms until relatively recently. For decades, it was
thought the brain enjoyed a ‘true’ immune privileged status because of an apparent lack of lymphatic drainage
from the CNS. Early tracer injection studies showed that
peptides and solutes injected in the CSF and parenchyma
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eventually make their way to deep cervical lymph nodes
(dCLNs) by traveling along olfactory sinuses and the
cribriform plates [23, 24].
More recent work, also largely done with tracers,
refined this model further by proposing that solutes are
cleared across paravascular routes and are aided in this
process by astrocytes. The role of astrocytes in mediating this clearance led to this model being called the
‘glymphatic’ (a portmanteau of glia and lymphatic)
system [25]. The water channel aquaporin 4 (AQP4),
predominantly localized to astrocytic end-feet, was
shown to be key to glymphatic clearance, as its deletion
impaired clearance of solutes to dCLNs [26–28]. This
model proposes that the interstitial fluid (ISF) compartment of the brain exchanges metabolites and macromolecules with the CSF compartment. This is driven by arterial
pulsation [27], which causes solutes to exit the brain by
following paravascular pathways aided by AQP4.
The characterization of this system has implications
for aging and disease. Prolonged exposure to Aβ aggregates has been shown to impair glymphatic function in
mouse models [29]. Deleting AQP4 leads to reduced
transport of biomarkers of neuronal injury in a mouse
model of TBI [28] and exacerbates existing tau pathology, presumably because tau aggregates are not cleared
out of the brain properly [30].
More recent work has upended accepted dogma by
conclusively showing that the brain does indeed have a
‘true’ lymphatic system responsible for draining macromolecules and cells from the deep parenchyma. These
studies demonstrated and rigorously characterized a
network of lymphatic vessels localized to the dura of the
meninges using state of the art microscopy and high
resolution fluorescent imaging [31, 32]. These dural
lymphatics were shown to track along superior sagittal
and transverse sinuses, ultimately draining into the deep
cervical lymph nodes. Ablating dural lymphatics with
either genetic manipulation or surgery resulted in significantly slower clearance of injected macromolecules
in the deep parenchyma, perhaps indicating that the
glymphatic and lymphatic system exist in parallel and
might even be linked [32, 33]. Furthermore, it was
shown that impaired lymphatic drainage can exacerbate
amyloid pathology, particularly in the meninges [34].
Although it is known that extracellular clearance of
Aβ is regulated by the transporters at the BBB such as
RAGE, LRP1, LDLR and P-GP [35–39], by cellular
enzymes such as neprilysin [40] and insulin-degrading
enzyme [41], and by glymphatic flow [42, 43], data surrounding what regulates extracellular clearance of tau is
limited. Extracellular tau in various CNS compartments
can be detected in the periphery [30, 44, 45], but it is
unclear what regulates this process. A recent study
showed that various isoforms of tau are readily detected
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in plasma following injection in the ventricles [46] but
the mechanisms mediating this process are unknown.
There is also some evidence that the glymphatic system
is involved [30]; however, the role of the dural lymphatic
system has not yet been studied. This lack of information and proper understanding of tau clearance
prompted us to investigate the role of dural lymphatic
system in clearance of extracellular tau.

Methods
Animal surgeries and husbandry

Initial breeding pairs of K14-VEGFR3-Ig mice [47] were
obtained from Dr. Kari Alitalo at the University of
Helsinki and the colony was further expanded and maintained at Washington University School of Medicine. The
transgenic mice are crossed with C57/BL6 mice. WT and
TG mice used in all the experiments were littermates.
WT and K14-VEGFR3-Ig mice were anesthetized with
ketamine/xylazine cocktail before being placed in the
stereotactic surgery frame. Intrahippocampal injection of
recombinant monomeric human tau (labeled and
un-labeled) and human serum albumin (HSA) was performed at the following site: bregma − 2.5 mm, lateral 2
mm from midline, 2 mm ventral to the dura. All procedures were performed following protocols approved by
the Animal Studies Committee and Washington University School of Medicine.
Tau and HSA conjugation with cypate

Recombinant monomeric human tau (1N4R, tau-412,
rPeptide) and HSA were conjugated with near-infrared
dye cypate in the following manner: Cypate conjugation
to proteins was carried out by NHS ester chemistry [48].
Cypate-NHS was prepared by dissolving 31.3 mg (0.05
mmol) cypate in 200 μl DMSO. Next a solution of 5.8
mg (0.05 mmol) NHS, and 4.8 mg (0.025 mmol) EDC
was prepared in another 200 μl DMSO solution. Finally
the two solutions were mixed and incubated overnight
at room temperature. For conjugation, 100 μg tau was
reconstituted with 90 μl pH 7.4 1 X PBS buffer. Then
0.75 μl Cypate-NHS was diluted with DMSO into 10 μl,
and then added to the 90 μl tau solution and allowed to
incubate for 2 h at room temperature.
For HSA conjugation 1.0 mg HSA was dissolved in
200 μl pH 7.4 1 X PBS buffer. Next 1.5 μl, Cypate-NHS
DMSO solution was diluted with DMSO into 20 μl,
added to the 200 μl HSA PBS solution, and then incubated at room temperature for overnight. Reaction
mixtures were dialyzed with 1 X PBS, pH 7.4 at 4 °C for
overnight, and then lyophilized. Dye and protein concentrations were determined by protein assay (Bio-Rad)
and UV-Vis absorption spectrum, to give dye to protein
molar ratio.
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In vivo FMT of tau-cypate and HSA-cypate drainage

In vivo FMT was performed on a Perkin Elmer FMT4000
imaging system. Following intra-hippocampal injection of
cypate labeled tau, mice were anesthetized with 2% isoflurane for imaging. Both WT and K14-VEGFR3-Ig mice were
imaged at 1, 2, 24, 48, 72 and 168 h post-injection of tau.
A 2 μl of solution (1.1 μg) of monomeric human tau or
HSA was injected at a flow-rate of 0.2 μl/min. Fluorescence was quantified based on instrument calibration with
cypate phantoms. Total fluorescence of tau and HSA
fluorescent conjugates was measured in manually drawn
ROIs approximating the brain and lymph nodes. To control for variability caused by injection, data for each mouse
at each time point were normalized to the fluorescent
signal at the 1 h time point.
Plasma tau measurement

For plasma measurement, 50 mg/kg of anti-human antibody HJ 8.5 was injected intraperitoneally as described
in [44]. Mice were injected with 2 μl of solution (1.1 μg)
of unlabeled, monomeric tau 1 h post-antibody administration. Blood was collected at 2, 24, 48, 72, 168 h
post-tau injection. Samples were spun at 8000 g for 10
min to obtain plasma. The Simoa HD-1 analyzer (Quanterix Corp) was used to measure human tau in plasma
as previously described [44].
Meningeal extraction and immunohistochemistry

Mice were anesthetized by intraperitoneal injection of
pentobarbital (200 mg/kg) for perfusion with ice-cold
Dulbecco’s PBS with Heparin. Following perfusion, the
skull cap was carefully removed and fixed overnight in
4% paraformaldehyde. Intact meninges were then peeled
off and stored as floating sections in PBS until immunohistochemistry. For LYVE1 staining, meninges were
washed in PBS-Triton X-100 (0.5%) and blocked in
PBS-T with 0.5% BSA at room temperature. Sections
were incubated with LYVE1-e660 (ThermoFisher) at
1:200 overnight at 40 C. Sections were washed in PBS-T
prior to mounting on slides in Prolong Gold antifade reagent with DAPI (ThermoFisher) mounting medium.
Slides were imaged on Zeiss Axio Imager Z2 fluorescence microscope and Cytation 5 imaging reader (Biotek
Imaging, Inc.). Images were processed on ZEN software
suite (Carl Zeiss, Inc.) and Cytation 5 imaging reader.
Statistics

Bulk of data plotting and statistical analysis were done
on GraphPad Prism 5. For tau-cypate (n = 6–9) and
HSA-cypate (n = 4–6) injection and brain retention studies, a two-way ANOVA with a Bonferroni post-test by
was used to analyze the two groups of mice at each time
point (i.e. 2, 24, 48, 72 and 168 h). For plasma tau
measurement a mixed effects linear model was used to
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compare plasma tau (pg/ml) for the two groups (WT n
= 5, K14-VEGFR3-Ig n = 6) across five times (2, 24, 48,
72, and 168 h). Akaike’s AIC was used to evaluate 15
ovariance structures to determine the best fit model for
the two analyses. Least square estimates of the differences between groups (i.e., mouse types or drug treatment) at each time period were used to compare the
trajectory of response over time. All tests were conducted at the alpha = 0.05 level of significance. All tests
were run in PROC MIXED of SAS 9.4.

Results
Extracellular tau clearance is impaired and significantly
more tau is retained in the brain of K14-VEGFR3-Ig mice

We utilized the K14-VEGFR3-Ig transgenic mice for our
studies. These mice lack a functional dural lymphatic
system [32] and thus provide a model to study the contribution of this system to clearance of substances from
the brain. We first confirmed that these mice lack dural
lymphatics by immunohistochemistry for LYVE1, a
lymph endothelial cell marker (Fig. 1). WT mice show
clear distribution of lymphatic vessels along superior sagittal and transverse sinuses, while K14-VEGFR3-Ig mice
have no LYVE1 staining, indicating a complete lack of
lymphatic vessels.
To assess clearance of extracellular tau from the CNS
over time, we performed serial FMT – an optical imaging modality that allows for in vivo imaging of fluorescent probes through layers of skin, bone and tissue – of
mice injected with recombinant monomeric human tau
labeled with cypate, a near-infrared dye that can be
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easily conjugated to a number of different tracers,
probes and molecules for optical imaging of tumors and
other physiological processes [49–52]. In this experiment, 4-6mo old WT and K14-VEGFR3-Ig mice were
imaged at 1, 2, 24, 48, 72 and 168 h post-injection of tau
(Fig. 2a). Fluorescence was quantified in the brain to calculate amount of tau retained at each time point. Signal
for each mouse at each time point was normalized to
the 1 h time point. As we imaged mice over several days,
we observed a clear result: tau clearance is delayed from
the brain in K14-VEGFR3-Ig mice. Significantly more
tau is retained at 48 h (85% vs 52%) and 72 h (52% vs
22%) post-injection in the K14-VEGFR3-Ig mice,
strongly suggesting that in the absence of dural lymphatics, extracellular tau is not as effectively cleared
from the CNS to the periphery (Fig. 2b). This is reflected
in the half-life of tau in both groups (Fig. 2d): tau has a
shorter half-life of 39.67 h in WT mice compared to 154
h in the K14-VEGFR3-Ig mice.
Clearance of HSA from CNS is also impaired in K14VEGFR3-Ig mice

To get a more clear understanding of tau clearance by
lymphatics we repeated our experiment by injecting
HSA-cypate to serve as a reference tracer. Since it is
known that albumin is cleared by lymphatic vessels out
of the CNS [31, 32], we hypothesized delayed clearance
of HSA in K14-VEGFR3-Ig mice. Longitudinal FMT of 4–6
mo WT and K14-VEGFR3-Ig mice injected with
HSA-cypate reveals that significantly more HSA is retained
in the brain of the transgenic mice at 24 h (57% vs 29%)

Fig. 1 Histological characterization of the dural lymphatic system. Intact meninges from both WT and K14-VEGFR3-Ig mice were stained for
cellular marker DAPI (top) and the lymphatic endothelial marker LYVE1 (bottom). Representative sections are shown here. WT mice show the
characteristic distribution of dural lymph vessels along the superior sagittal and transverse sinuses (as delineated by LYVE1 staining). K14-VEGFR3Ig mice have no LYVE1 staining
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Fig. 2 K14-VEGFR3-Ig mice retain significantly more tau in the brain following intra-CNS injection. a Panel showing distribution and gradual
clearance of tau-cypate (as measured by longitudinal FMT) in a representative WT mouse from pre-injection through 168 h post-injection.
Monomeric recombinant human tau was conjugated with the near-infrared fluorescent dye cypate and stereotactically injected in the
hippocampus of WT and K14-VEGFR3-Ig mice. Mice were longitudinally imaged with FMT at the time-points indicated. The same injection and
imaging timeline was followed for experiments involving clearance of HSA-cypate in WT and K14-VEGFR3-Ig mice b Significantly more tau is
retained in the brain of K14-VEGFR3-Ig mice, indicating delayed clearance. 4–6 mo old WT (n = 9; 5 males, 4 females) and K14-VEGFR3-Ig mice (n
= 6; 3 males, 3 females) were injected with tau-cypate in the hippocampus. They were imaged with FMT at 1, 2, 24, 48, 72 and 168 h post
injection. The amount of fluorescence in the brain was quantified and normalized to values for the 1 h time point. A significantly higher amount
of tau was retained in the K14-VEGFR3-Ig mice compared to WT mice at 48 h (85% vs 52% retention) and 72 h (52% vs 22% retention), following
injection. Data was analyzed by a two-way ANOVA with a Bonferroni post-test. (** p-value < 0.01). c Significantly more HSA is retained in the
brain of K14-VEGFR3-Ig mice, indicating delayed clearance. 4–6 mo old WT (n = 4; 1 male, 3 females) and K14-VEGFR3-Ig mice (n = 6; 4 males, 2
females) were injected with HSA-cypate in the hippocampus. They were imaged with FMT at 1, 2, 24, 48, 72 and 168 h post injection. The
amount of fluorescence in the brain was quantified and normalized to values for the 1 h time point. A significantly higher amount of HSA was
retained in the K14-VEGFR3-Ig mice compared to WT mice at 24 h (57% vs 29% retention) and 48 h (36% vs 15% retention) following injection.
Data was analyzed by a two-way ANOVA with a Bonferroni post-test. (** p-value < 0.01, * p-value < 0.05). d Table summarizing half-life of tau and
HSA in the CNS following their injection in both WT and K14-VEGFR3-Ig mice. The half-life of both proteins is longer in the K14-VEGFR3-Ig mice

and 48 h (36% vs 15%) compared to WT mice (Fig. 2c),
suggesting that similar to tau, clearance of HSA is delayed
in mice lacking a functional dural lymphatic system. Additionally we found that half-life of HSA was longer in
K14-VEGFR3-Ig mice (26 h) compared to WT mice (~ 13
h). This is in agreement with published reports of rat albumin’s half-life in rat brain [53, 54] being in the range of
11–18 h, thus further validating this method to measuring

CNS clearance of proteins. The fact that HSA is cleared
faster than tau could perhaps indicate uptake and/or
additional extracellular retention of tau within CNS.
Measurement of plasma tau reveals a trend toward
delayed clearance in K14-VEGFR3-Ig mice

As we showed there is delayed clearance of extracellular
tau from the brain, one would predict that the amount
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of tau appearing in the blood would also be delayed. In
order to study this directly, we measured plasma tau in
both groups of mice to complement FMT experiments
looking at brain retention of tau to get a more complete
picture of tau clearance. We used an antibody-mediated
approach [44] to increase half-life of soluble tau in the
plasma to allow us to measure it reliably. This was done
because the half-life of tau once it reaches the plasma is
only 8.49 min; however, in the presence of the anti-tau
antibody HJ8.5, the half-life of plasma tau increases to
3.4 h allowing one to measure it there in a more facile
fashion [44]. Following intraperitoneal antibody administration of HJ 8.5 (an anti-human tau antibody), WT and
K14-VEGFR3-Ig mice were injected in the hippocampus
with 1.1 μg tau. Blood was collected at 2, 24, 48, 72 and
168 h post-injection and plasma human tau was measured by a high-sensitivity ELISA on a Simoa analyzer.
The plasma tau assay uses capture antibody HJ8.7
(which binds to N-terminal epitopes 117–122 of tau)
and biotinylated detection antibody BT2 (which binds to
epitopes 194–198 of tau). We found that K14-VEGFR3Ig mice, which retained a significantly higher amount of
tau in the brain, correspondingly also show delayed
appearance of tau in the periphery (Fig. 3) compared to
WT mice. The amount of human tau in the plasma
peaked earlier in the WT mice than in the K14-VEGFR3-Ig mice (24 h vs. 48 h). Significantly higher plasma
tau was present in K14-VEGFR3-Ig mice at 48 h, when
the WT mice had already cleared most of the tau from
the periphery. Together with the fluorescence data from
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the brain, these plasma tau measurements strongly suggest that impaired dural lymphatic function leads to increased retention in the brain as well as delayed
clearance of tau to the periphery.

Discussion
While intracellular forms of tau are critical for its normal function as well as its role in neurodegenerative diseases, extracellular forms of tau appear to have an
important role in the process of tau aggregate spreading
transynaptically in different tauopathies as well as
possibly in a component of tau toxicity. Given this, it is
important to understand what regulates the clearance of
extracellular tau from the brain. One important recently
identified pathway that is involved in extracellular protein clearance from the brain is the dural lymphatics. Because of the recent discovery of bona fide lymph vessels
in the meninges, we particularly focused on their role in
this process. By using the K14-VEGFR3-Ig mouse model,
which lacks dural lymphatics and shows delayed clearance of CNS macromolecules and tracers [32], we demonstrated that extracellular tau clearance from the CNS
is significantly impaired in the absence of a functioning
dural lymphatic system. A significantly higher amount of
tau is retained in the brain of the K14-VEGFR3-Ig mice
and its eventual clearance and appearance in the periphery is also delayed.
As our work was done to establish ‘baseline’ clearance
mechanism of monomeric tau, it opens several exciting
future directions: does disruption of lymphatic vessels

Fig. 3 K14-VEGFR3-Ig mice show delayed clearance of extracellular tau to the plasma after intra CNS injection. 4-6mo old WT (n = 6; 3 males, 3
females) and K14-VEGFR3-Ig mice (n = 5; 3 males, 2 females) were injected with anti-tau antibody HJ 8.5 to stabilize tau entering the plasma from
the CNS to allow for its measurement. An hour later recombinant monomeric human tau was injected in the hippocampus and blood was
collected at time points indicated. Plasma tau was measured using the ultrasensitive Simoa HD1-Analyzer platform. Though the overall difference
between tau for the two mouse groups was not significant (p = 0.6766), the interaction between the two mouse groups over time was significant
(p = 0.0191). Plasma tau peaks earlier in WT mice compared to K14-VEGFR3-Ig mice (24 vs 48 h). Amount of plasma tau is significantly higher in
K14-VEGFR3-Ig mice at 48 h compared to WT mice (p = 0.0260), indicative of delayed clearance of tau due to impaired lymphatics. Data was
analyzed by mixed effects linear model. Akaike’s AIC was used to evaluate 15 covariance structures to determine the best fit model for this
analysis. Least square estimates of the differences between the two mouse groups at each time period were used to compare the trajectory of
response over time
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exacerbate tau pathology? What effect does age have on
lymphatic clearance of tau? Is clearance of aggregated
tau markedly different than monomeric tau? The mice
we used in our work are otherwise healthy and do not
show any neuropathological alterations (such as tau aggregation). As a result it would be interesting to determine whether the clearance of tau is altered in the
presence of significant AD or other pathology as this will
help us to understand if there is a link between CNS
lymphatics and neurodegeneration.
Since the glymphatic system appears to play a key role
in the ISF-CSF exchange of solutes, we can propose a
model of extracellular tau clearance that traces the fate
of ISF tau: following its release into the ISF compartment, tau is cleared into the CSF space by the glymphatic system. Once in the CSF it is drained to the cervical
lymph nodes by the dural lymphatic system. Thus the
glymphatic and lymphatic systems most likely work in
tandem to accomplish the eventual clearance of tau to
the periphery.
However one key observation from our FMT experiments in K14-VEGFR3-Ig mice is that despite
complete lack of lymphatic vessels, extracellular tau is
still able to be cleared out of the brain to the periphery, albeit at a much slower rate than in healthy WT
mice. This implies the existence of alternate paths for
tau clearance and/or uptake within the CNS. Coupled
with the fact that passive clearance of HSA appears
to be faster than passive clearance of tau (despite
their similar molecular weights) this leads to the hypothesis that the dural lymphatic system might show
some specificity in transporting macromolecules out
of the CNS. The potential existence of alternate clearance
mechanisms needs to be investigated further. K14-VEGFR3-Ig mice lack a functional lymphatic system owing to
lack of signaling through the VEGFR3 receptor. Mice
show complete lack of lymph vasculature and profound
lymphedema. They survive the neonatal period despite
these defects and subsequently even show regeneration of
lymph vasculature in the periphery. In adulthood they
only lack the dural lymphatic system [32, 47]. Though
these mice do not have any defects in vascular permeability that are detectable, it is possible that abnormal development of peripheral lymphatics might also lead to
disturbance in degradation and eventual clearance of
plasma tau.
Finally, in the process of investigating the contribution
of dural lymphatics to extracellular clearance we made
extensive use of FMT, a technique that has previously
been used mostly to study tumor evolution and other
related cellular processes in vivo [49]. We have thus
established a novel use for this versatile technique,
which can hopefully be used for more extensive clearance studies in the future.
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Conclusions
We demonstrate a novel use of FMT in studying clearance
of extracellular tau from the CNS. Using a mouse model
lacking functional lymphatics we performed longitudinal
FMT to show that tau clearance is notably impaired in the
absence of functional lymphatics and its eventual clearance to the periphery is significantly delayed, thus establishing a key role for the dural lymphatic system in
mediating extracellular tau clearance. Our study highlights
a likely link between the glymphatic and lymphatic
systems in mediating extracellular clearance and opens
new avenues to investigate the interplay between neurodegeneration and the dural lymphatic system.
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