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Abstract

Background: Microglia are long-lived cells that constantly monitor their

microenvironment. To accomplish this task, they constantly change their mor-

phology both in the short and long term under physiological conditions. This

makes the process of quantifying physiological microglial morphology difficult.

Results: By using a semi-manual and a semi-automatic method to assess fine

changes in cortical microglia morphology, we were able to quantify microglia

changes in number, surveillance and branch tree starting from the fifth postna-

tal day to 2 years of life. We were able to identify a fluctuating behavior of most

analyzed parameters characterized by a rapid cellular maturation, followed by

a long period of relative stable morphology during the adult life with a final

convergence to an aged phenotype. Detailed cellular arborization analysis

revealed age-induced differences in microglia morphology, with mean branch

length and the number of terminal processes changing constantly over time.

Conclusions: Our study provides insight into microglia morphology changes

across lifespan under physiological conditions. We were able to highlight, that

due to the dynamic nature of microglia several morphological parameters are

needed to establish the physiological state of these cells.
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1 | INTRODUCTION

As resident immune cells of the central nervous system
(CNS), microglia continuously survey their microenvi-
ronment.1-4 Microglia are permanently extending and
retracting their processes constantly changing their mor-
phology. This cellular change is rapid. For example,
3-5 minutes of global hypoxia can generate significant
microglia morphology alterations.5 Microglia heterogene-
ity between different cortical regions, as well as within
the same region,6 makes it difficult to establish morpho-
logical difference between physiological and any hypo-
arborization that microglia may undergo under early
pathological conditions.7,8 Except for their role in synap-
tic pruning,9-12 where morphological changes are a con-
sequence of their phagocytic function, little is known
regarding the dynamics of physiological changes of
microglia morphology in the CNS13-15 compared to
inflammatory conditions.

Fundamental questions, such as, what is the mecha-
nism that maintains the microglial population across life-
span and what are the cell proliferation dynamics, are
still unanswered. Until now the general consensus was,
that under physiological conditions, the microglia popu-
lation is sustained via local clonal expansion throughout
life.16,17 However, some studies suggested that the whole
population is slowly renewed several times during one's
lifespan18 by intense cell proliferation with no circulating
monocytes/macrophages infiltration.19 Fate-mapping
studies hypothesized that CNS recruited monocyte-
derived macrophages can differentiate into the microglial
population under certain physiological conditions and
retain their unique identity.20,21 In contrast, after micro-
glial depletion, repopulation is performed by remaining
residual microglia, not by peripheral macrophages.22,23

Depending on the exact way one looks at the microglia
population across the lifespan, the described morphologi-
cal changes generated by age24 can simply be a conse-
quence of slow proliferation and/or renewal of resident
microglia. The age-associated morphological changes
have ranged from simple observations regarding varia-
tions in soma volume and shortening of microglia
processes,25 to the observation that in some parts of the
aged brain microglial bodies move closer together.19,26

On top of these simple observations, more complex mor-
phological changes have been reported in pathophysiol-
ogy. While the motility of microglia in young animals
increase in response to injury up to 3-fold, in aged ani-
mals this increase was not observed.27

Besides morphological alterations, some intracellular
changes add to the plethora of changes found in senescent
microglia. These vary from reports showing accumulation
of lipofuscin granules28 to cytoplasmic fragmentation and

iron storage.29 Other observations also associated with
senescent microglia include a decrease in neuroprotective
functions, an increase in glutamate-induced neurotoxic-
ity30 or an altered antigen expression within aged micro-
glia including a higher number of MHC Class II proteins,
CD4 and macrophage markers ED1,2,3.31 Higher level of
pro-inflammatory cytokines (TNF-alpha, IL-1beta, IL-18)
and lower level of anti-inflammatory cytokines (IL-10, IL-4
or brain-derived nerve growth factor)32 have also been
reported.

A major breakthrough in understanding the level of
microglia involvement in the normal physiology of the
CNS has been the discovery of their dynamics in vivo1,2,33

and their direct contacts with neuronal synapses.34 The
direct visualization of microglia in living animals has
made us understand that the difference in “activated”
and “resting” microglia is much smaller and different
from that we thought.

Here, we explored, in depth, the age-related changes
in microglia morphology of the mouse somatosensory
cortex. We analyzed population parameters such as the
number of cells, microglial aggregates and individual cell
morphologies. We also provide a detailed analysis of the
(1) total length of branch tree, (2) number of branches,
(3) mean branch length, (4) number of each branch order
and (5) mean area surveilled by each microglia cell. We
also compare our results with data generated by a semi-
automated method in order to have proper controls. As
such, we aimed to define, as accurately as possible, the
morphological features of microglia at the analyzed time
points.

2 | RESULTS

2.1 | Basic cortical microglia
characteristics change with age

As we gain deeper knowledge about microglia physiol-
ogy, it becomes clear that microglia density, number of
microglia with cell bodies in close proximity to one
another (indicative of division), area of each cell (quanti-
fied as surface area occupied by the cell body and
branches as observed from the middle of the cell body)
and surveilling area are parameters that are changing
constantly under physiological conditions. Moreover, by
analyzing these parameters, we can get a better under-
standing of microglia dynamics across lifespan. Here we
found that microglia density differs across lifespan
(Figure 1A) (P < .0001), with a rapid increase in density
in the first 3 weeks of life and a decrease to the lowest
number at 20 weeks (8300 ± 2500 cells/mm3). From
58 weeks of age onwards, microglial density remained
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relatively stable, with no difference between 58, 84, and
110 weeks of age. Microglia cells do not contact one
another under physiological conditions2,3 and as such,
we considered any two microglia bodies close together as
signs of apparent division (confirmed by Ki67 staining
[Figure 2]). This phenomenon was observed at all ana-
lyzed time points with no differences between each age
group (Figure 1B) (Table 1). However, the lowest number
of microglia cell bodies found in close vicinity was seen
at the age of 58 weeks with only 0.5 ± 0.5/mm3 compared
to 2.33 ± 0.76/mm3 in P5 or 2.22 ± 0.6/mm3 in
110-week-old mice, indicating age-related proliferation
rates. We also determined the mean space occupied by

each cell. We observed a constant increase in the average
area occupied by the cells over time (Figure 1C)
(P = .0107). With microglia cells in the brain of P5 mice
occupying on average an area of 222.84 ± 77.22 μm2 and
reaching 417.35 ± 101.54 μm2 at 84 weeks of age. In very
old animals (110 weeks of age), this number started to
slightly drop to around 405.18 ± 53.38 μm2. While the
average space occupied by each cell was constantly
increasing, the mean area surveyed by each cell seems to
vary more. Cortical microglia from P5 mice had the low-
est surveilled area (1264.07 ± 489.77 μm2) as compared to
microglia analyzed from 58 week-old mice (2814.69
± 539.7 μm2) (Figure 1D) (P = .0158).

FIGURE 1 Basic microglia characteristics change in an age dependent manner. (A) Microglial density quantified immediately after

birth reveals an approximate 3-fold increase in the first 21 days after birth, with decrease in young adults (20 weeks of age) followed by a

nearly 2-fold increase in older adults and aged animals. The multiple comparison Turkey test revealed differences between different time

point on early life, early and adult life and between different time points of adult life (ANOVA, P < .0001, Table 2). (B) Over the analyzed

lifespan we observed minimal signs of microglia division, with a slight increase in aged individuals (ANOVA, P = .0437, Table 2) suggesting

equal proliferation rates. (C) Over time microglia tended to hypertrophy with their bodies and processes occupying larger areas (ANOVA,

P = .0107), but (D) the average surveilled area for each cell seems to be relatively constant, except directly after birth, where the occupied

area was smaller (50% reduction) (ANOVA, P = .0158). Each colored circle represents an animal, and the same colored dots represent de

analyzed cells from that animal.
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2.2 | Microglia morphology is subjected
to fluctuating changes with age

By closely tracing the arbor of individual cortical micro-
glia, we were able to evaluate microglia morphology
changes that occur in the healthy mouse cortex over
time. The parameters used in these detailed analyses are:
(1) the total length of the branch tree, (2) the number of
branches, (3) the mean branch length, and (4) cataloguing
the number of each branch order. They revealed an age-
related morphology of microglia, with dynamic changes
appearing in early life but also during different ages in
adult mice (Table 1). Immediately after birth, microglia
display a rather small arbor, with a total length of 178
± 53.22 μm. However, this increases fast, reaching
562.15 ± 171.23 μm around 21 days of age. This total
length is kept almost constant until one and a half years
of age (84 weeks), the lowest length of adult life (418.14
± 28.53 μm). At 2 years of age (110 weeks), the arbor
starts to increase again to 507.93 ± 48.14 μm (Figure 3A)
(P = .0002). A similar trend was observed when the

number of microglial branches was evaluated. The high-
est number of branches was reached around 20 weeks of
age (126.27 ± 15.14) (Figure 3B) (P = .0002). With the
total length of the branch tree varying over time, the
mean branch length was relatively constant around 5.64
± 0.6 μm (Figure 3C). The only change in the mean
length of a microglia branch seems to be between youn-
ger and older adults, with younger animals having
shorter (4.76 ± 0.2 μm in 20 weeks of age mice) mean
branch length than aged ones (6.4 ± 0.37 μm in 84 weeks
of age mice) (Figure 3C) (P = .0014).

Aging induces different changes in the number of
microglia branches according to their branch order.
Visual inspection of the isolated cells revealed a differ-
ence between microglia branches at different ages
(Figure 4). By classifying each branch within a cellular
tree, we were able to identify morphological differences
across lifespan. The number of primary microglia
branches remained stable throughout the lifespan of a
mouse (Figure 5A; 3.1 ± 0.2 primary branches;
P = .1025). The most important morphological

FIGURE 2 Example of Ki-67

staining in the cortex of a 20-week-old

animal highlighting microglia division

in the cortex. (A) Microglia of

CX3CR1-EGFP mice overlap partially

with Ki-67 (B) and perfectly with Iba1

(C) staining. (A-D) Yellow arrows

indicate Ki-67 positive microglia in

different stages of division. The white

arrow indicates microglia bodies

abnormally close, probably in the G1 or

G0 phase, for which Ki-67 has a low

affinity. (E-H) Magnifications of Ki-67

positive and negative microglia

highlighted the respective arrows in

A-D. Scale bar in A-D: 50 μm, in

E-H: 20 μm.
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distinction, that is, that the microglia arbor undergoes
changes with advanced age, is associated with secondary,
tertiary and quaternary branches. The tendency is the
same in this order of branches, but slight differences can
be observed. For example, the numbers of secondary, ter-
tiary and quaternary branches are increasing in the first
few weeks of life, but the maximum number of each
branch order is reached at different time points. While
the secondary (9.8 ± 1.34) and tertiary (16.27 ± 0.9) ones
reach a clear maximum at 20 weeks of age, the maximum
number for the quaternary branches is already reached at
21 days after birth, remaining high until 20 weeks of age
and slowly decreasing until 58 weeks of age (16.14 ± 0.67
compared to 17.63 ± 3.8 and 18.23 ± 1.36; Figure 5B-D;
Table 1). As expected, the most dynamic order of
branches were the terminal branches. In early life, micro-
glia have a low number of terminal branches, with an

average of 11.18 ± 6.21 branches per cell at P5. However,
the number of terminal branches was the only one
changing in adult life. While a young adult (20 weeks of
age) had around 78.21 ± 17.3 terminal branches, this
number dropped constantly across lifespan, reaching the
lowest value around 84 weeks of age (28.44 ± 4.21).
Beyond this age, the number of terminal branches started
to increase, reaching 56.34 ± 3.89 at 110 weeks of age
(Figure 5E).

2.3 | Automated analysis confirms
manual findings

A manual approach to the morphological analysis
requires lot of work and therefore is often limited in
terms of number of cells that can be quantified and

FIGURE 3 Basic microglia arbor morphology changes across lifespan. By tracking each branch and its order, we were able to generate a

complete and detailed image of the morphological variations that microglia overcome over time. (A) Although the total arbor length of

microglia is stabilized after 10 days of age (around 550 μm), (B) changes in the number of branches generate differences between young

adult and older adult mice, with individual microglia analyzed for young animals displaying a greater dispersion in the number of individual

branches (36.86%) compared with cells analyzed in other adult time points (around 27%). (C) The mean branch length is the parameter that

showed the highest number of differences within the adult life, with the average length of older adults (6.4 ± 0.3 μm) being significantly

larger than both young adults (4.7 ± 0.27 μm) and aged animals ((5.1 ± 0.17 μm) (multiple comparison Tukey P < .01, respectively, P < .05).

(D) Example of confocal cells in maximum projection, (E) from which a single cell was isolated and (F) analyzed by counting the number

and length of each order of branches. The red ones are considered primary branches, as they are leaving the microglia body, the dark blue

ones are secondary, as they are formed from primary ones, yellow are tertiary, purple quaternary and light blue are terminal branches. Scale

bar 20 μm. Each colored circle represents an animal and the same colored dots represent de analyzed cells from that animal.
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FIGURE 4 Exemplification of microglia

analyses across lifespan. Heterozygotes

CX3CR1+/� mice were used in the morphology

study. These animals were randomly chosen to be

analyzed at the age of 5 (n = 3), 10 (n = 3), and

20 (n = 3) days after birth, and 21 (n = 4),

58 (n = 3), 84 (n = 3), and 110 (n = 4) weeks of

age, respectively. All microglia were recorded

using confocal imaging from the somatosensory

cortex of the mice. Individual microglia were

isolated from the original stack, skeletonized, and

the surveyed and occupied area were

manually done.
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FIGURE 5 Legend on next page.
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compared. In addition, the corrections for multiple sta-
tistical tests required, when evaluating numerous
aspects of morphology, restrict statistical power and the
ability to detect smaller effect sizes. By employing an
automated approach (the “Inflammation Index” duo of
packages35) we were able to measure 43 different met-
rics for each cell and combine a selection of these into a
composite metric that simply measures morphological
change. As positive control, we first evaluated the abil-
ity of the automated technique to identify morphologi-
cal differences identified using our manual analysis. We
compared data collected at P5 and 110 weeks, where
differences were found for the number of branches
(Figure 6A), mean branch length, and mean arbor area
(Table 2). With the automated approach, we were able
to construct a composite metric that showed a differ-
ence between P5 and 110 weeks using a TMS (Target

Mask Size) of 300 μm2 (110 weeks n = 4 animals;
P5 n = 3 animals; F (1, 5) = 28.111, P = .003), indicat-
ing a difference in morphology between these time
points. Of note, the automated analysis identified mean
branch length as a good metric for inclusion in the com-
posite value, in agreement with the manual analysis.
While the number of branches was not included in the
composite value, there was an increase in branch
number from P5 to 110 weeks in the automated data set
(110 weeks n = 4 animals; P5 n = 3 animals; F (1, 5)
= 20.381, P = .006). There was no similar measurement
to mean arbor area included in our automated analysis.
Interestingly, cell spread (which measures the average
distance from the center of mass of the cell mask to its
four extremities) was included in the composite metric,
suggesting changes occur in cell polarity between these
time points (Figure 6C).

FIGURE 5 Detailed analysis revealed oscillations in microglia morphology over time. With most of the other branch order suffering

changes over the lifespan of the mice, (A) the first order branch number remains constant across all analyzed time points. (B) The number of

secondary order branches seems to only differ from P5, where the lowest numbers of secondary branches (5.82 ± 0.7) can be seen, compared

to 20 weeks (9.8 ± 1.33) (ANOVA, P = .004) and 110 weeks (8.7 ± 1.24) (ANOVA, P = .049). (C) The highest number of differences between

early and adult life microglia morphology was observed in the number of tertiary branches, with (D) quaternary ones following closely in the

same category (ANOVA, P < .0001). (E) The only difference between the number of branches in the adult life was recorded in the terminal

branches, where cortical microglia quantified in young adult mice presented with more terminal branches (78.21 ± 17.31) compared to

84 weeks mice (28.44 ± 4.21) (ANOVA, P = 0.006). Each colored circle represents an animal and the same colored dots represent de

analyzed cells from that animal.

(A) (B) (C) (D)

FIGURE 6 Semi-automated method quantifying microglia morphology confirms manual findings. Our semi-automated morphology

analysis detected (A) an increase in branch number between P5 (18.13 ± 2.28) and 110 weeks (25.95 ± 2.26) (P = .001). We also observed

that when constructing our composite morphology metric (Inflammation Index) both (B) roundness and (C) the Sholl ramification index

were selected as useful features for discriminating between 58 weeks (roundness 0.071 ± 0.0069; ramification index 3.00 ± 1.02) and P21

(roundness 0.088 ± 0.017, P = .004; ramification index 3.87 ± 1.68, p = .022). Utilizing the Inflammation Index (D), we confirmed a

difference in overall morphology between P5 and 110 weeks (F (1, 5) = 28.111, P = .003) and no difference between P21 and 58 weeks

(F (1, 4) = 4.593, P = .099), agreeing with the results of the manual analyses. However, the presence of difference in individual morphology

metrics between P21 and 58 weeks, coupled with the Inflammation Index P value passing trend level, provided weak evidence there may be

a morphological difference between the two timepoints. Each colored circle represents an animal and the same colored dots represent de

analyzed cells from that animal.
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As a next step, we wanted to see if we could construct
a metric that distinguished between time points where
manual analysis had identified no morphological differ-
ence, to investigate if the lack of difference was due to
the metrics chosen for manual analysis. Here we com-
pared P21 to 58 weeks. In this case the “Inflammation
Index” was unable to construct a composite metric that
showed a significant difference between the time points
at any TMS value, including 300 μm2; the size at which
differences were detected between P5 and 110 weeks
(58 weeks n = 3 animals; P21 n = 3 animals; F (1, 4)
= 4.593, P = .099) (Figure 6D). While on one hand this
signals agreement with the manual approach, the P value
in this analysis did pass trend level, providing weak evi-
dence that a difference may exists but suggesting that this
study may be underpowered to detect it. The metrics
identified to best discriminate between p21 and 58 weeks
were the roundness of the cell mask (Figure 6C) and the
Sholl ramification index. This suggests that if morpholog-
ical differences exist between these time points, they are
perhaps more subtle than what we chose to measure
manually.

3 | DISCUSSION

Under physiological conditions, CNS microglia, unlike
other macrophages, exhibit a ramified morphology, with
each cell covering its own territory which is permanently
scanned a few times per day.2 However, slight changes in
their environment generate significant morphological
changes.5 In order to perform continuous surveillance,
microglia need to adapt their morphology.1-3,36 This
dynamic change takes place constantly over their life-
time37,38 and is under physiological conditions subjected
to both short- and long-term remodeling. Immediately
after birth, the microenvironment of the cerebral cortex
changes from a rapid-developing environment with many
proliferating and migrating cells39,40 to a mature environ-
ment in which microglial characteristics also change.
Microglia are the primary immune cells of the CNS and
even under physiological conditions, their morphology is
linked to changes in their surroundings.1-3 They will dis-
play changes starting from polarized morphologies via
rounded cell bodies all the way to amoeboid shape upon
detecting tissue damage.15,41,42 Also, in the presence of
amyloid beta in the parenchyma microglia can display
less branching and a reduced arborized area7 and will
cluster around blood vessels in case of a blood barrier dis-
ruption.43 As such, determining the exact microglia mor-
phology at a certain age can provide insights into the
overall homeostasis of the CNS, as any change in the
microenvironment of the cells will be detected and a
morphological remodeling will occur. Establishing theT
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microglia characteristics at different ages will help to bet-
ter understand the developmental and aging changes that
these cells will go through with time. Here, we were able
to catalogue detailed morphological changes that micro-
glia undergo throughout their lifetime. By estimating the
cortical density of microglia, we determined a dynamic
shift in microglial number between different age groups
(Figure 1A). Our data show an increase in microglial den-
sity in the first 21 days, consistent with previous findings,
where the density of microglia increased until day 14 in
the brains of mice.44 The 2 weeks peak is followed by a
50% decrease in microglial numbers to around 14 268.83
± 1483 cells/mm3. This drop is also described by other
researchers,45 with reports showing that the density of
microglia remains this low for at least 9 months.46 Our
data support this tendency, showing that the values are
more than two times lower, when comparing microglia
density of young adults (14 268.83 ± 1483 cells/mm3)
with the one found at 21 days of age (30 674.95 ± 6825
cells/mm3) (Figure 1A). After this drop in density, we
confirm previous data showing that the number of micro-
glia tends to increase in older animals,25,26 but maintain-
ing relatively uniform values, with the number recorded
at 58 weeks not different as compared with 84 and
110 weeks of age (Table 1). By tracking the number of
cortical microglia from day 5 to 110 weeks of age, we
identified two turning points in microglia density. One in
the early postnatal development (21 days) with the maxi-
mum microglia density (30 674.95 ± 6825 cells/mm3) and
a minimum number for the adult life around 20 weeks of
age, followed by a steady increase thereafter. There could
be different explanations for the changes in young and
aged animals. In young animals, the early proliferation
might be a consequence of the high number of microglia
needed for synaptic pruning. In older mice, the prolifera-
tion might be an indirect consequence of age-induced dys-
function of the blood-brain barrier (BBB).47 We know now
that BBB changes associated with aged can have also path-
ological causes such as infections,48 lifestyle49,50 or even
neurodegenerative pathologies.51 Regardless of the cause
of BBB disruption in the aged cortex, there is an imbalance
of molecular transport from the parenchyma to the blood,
creating a pro-inflammatory environment that highlights
the need of an increase of microglia density.

Microglia do not contact each other under physiologi-
cal conditions and rapidly retract their processes when
contact is established.2,3 Using mice without any obvious
pathology, we estimated the microglia proliferation rate
by counting the number of cell bodies close to one
another. We were able to confirm that this phenomenon
is relatively scarce, confirming the low proliferative rate
previously reported.38 However, we were not able to find
aggregates of microglia between 18 and 24 months, as

previously described.19,27,52 We only observed a slight
increase in the number of microglia (Figure 1A) and of
microglia with cell bodies close to each other (Figure 1B)
together in the aged cortex.

Certain microglia characteristics such as cellular den-
sity, apparent proliferation and mean area occupied by
each cell, change across lifespan. However, others like
the mean area surveilled by each cell remains relatively
the same across all analyzed time points (Figure 1A-D)
(Table 1). Aged microglia are subjected to all sorts of sig-
naling molecules that change their morphology and func-
tion.53 Although, we expected the morphology of aging
microglia to resemble the one in activated microglia dis-
playing a dysfunctional, altered phenotype, we did not
find any signs of senescence within our data.54

Regarding the complexity of microglial branching pat-
tern in each age group, the increase in the branch num-
ber, observed in young adults, seems to be the outcome
of the increase in second, third, fourth and fifth order
branches. The total number of branches is lowest at
84 weeks of age (65.77 ± 9.04, Figure 3B). Around this
time point, the lowest number of each branch order can
be seen, and the trend is true for all analyzed branch
orders, except the second that reaches the lowest point
already at 58 weeks of age (Figure 5A-E). Between one
and one and a half years of age, microglia had fewer pro-
cesses and a decrease in the total length of the branch
tree (Figure 3A,B), morphologically showing similarities
with microglia branch shortening seen in the early stage
of their activation (Figure 4).55 Our morphological analy-
sis highlighted also changes in the number of branches of
young adults (20 weeks of age) and aged animals
(84 weeks of age) with most microglia in the 84 weeks
old animals appearing almost deramified compared to
young ones, especially regarding the terminal branches
(Figure 5E). However, in very old mice, the mean branch
length is starting to decrease, probably due to the
increase in the number of fifth order processes. The
detailed morphological dynamic of microglia has
revealed insights on how we should view nonpathologi-
cal microglia morphology in different age groups.

While all studies on microglia describe the dense
arborization in microglia, most of them reported these
findings on young adult animals. At this age, microglia
display a distinct ramified morphology, with processes
that allow them to efficiently scan the microenvironment
and with a spatial domain that has reached maturity.
While the total length of this arbor and the mean number
of branches do not change over time after 10 days of age
(Figure 3A,B), the mean branch length seems to display
the greatest differences (Figure 3C and Table 1).

To validate our findings, we used the “Inflammation
Index” semi-automated duo of packages to analyze
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microglia morphology data at four time points: P5, P21,
58 weeks, and 110 weeks. This allowed us to verify the
semi-manual approach. Our results showed an overall
agreement between the two methods and emphasized the
utility of the automated tools particularly considering the
strongly reduced time investment. The metrics identified
by the automated analysis that proved most useful in dis-
tinguishing between microglia morphology at different
time points (including mean branch length and cell
spread) were similar to those that showed significant dif-
ferences in our manual analysis when comparing P5 and
110 weeks. Considering that the automated tool had
43 metrics to choose from, this is an encouraging result.
It is worth mentioning, however, the inconclusive data
provided by the automatic comparison of P21 and
58 weeks. These suggest that more subtle morphological
aspects may differ at these time points, such as the
roundness of cells. This suggests that a follow-up study
should be conducted with larger sample size and a more
comprehensive measurement of morphological changes.

An important point about our automated analysis is
that we used the same data set to train and test our
“Inflammation Index.” This means we built a metric to
be most sensitive to the very data used to build the met-
ric. As such, we emphasize that the automated results are
only exploratory, and a larger confirmatory study,
designed for explicit use with this automated tool, with
separate training and testing data sets as well as a larger
sample size amongst other considerations, must be con-
ducted for these automated results to stand indepen-
dently of the manual analyses they were compared to.

Due to the constant increase in the average area occu-
pied by each cell (from less than 230 μm2 in P5 to more
than 400 μm2 in 84 weeks of age), all observed differences
could be caused by cytoplasmic hypertrophy usually
accompanying activation (documented in a large mass of
studies that implement rodent models of acute CNS
injury).41,56-59 This process has largely been unseen in the
aged human brain where changes like tortuosity of pro-
cesses and cytoplasmic fragmentation are more fre-
quent.7,60-62 For 110 weeks animals, the discrepancy
between decreasing area occupied by each cell (405.18
± 53.38 μm2) and decrease mean total length (507.93
± 48.15 μm), could be interpreted as a sign of microglia
losing their functionality. Subsequently, it has been noted
that this microglial functional loss is likely to represent a
final stage in the neurodegenerative process, with an
extraordinary heterogeneity in its morphological appear-
ance.63 Microglial activation, in response to amyloid pla-
ques, aggravates this process.64 Whether this decreased
ramification alters the potential of microglia to cover the
entire brain parenchyma with subsequent incomplete
immune surveillance in the aged brain, remains to be

determined. Consistent with our findings, age-related
changes in microglia morphology were observed in vari-
ous CNS locations, including the mouse retina,27 mouse
visual and auditory cortex,26 and somatosensory cortex.25

In human studies, the same changes were observed by
analyzing microglial cells in inferior temporal cortical
grey matter with even higher abnormalities in aged AD
patients.7 This increase could be seen as an attempt by
microglia to maintain some homeostatic state, as a signif-
icant decrease in microglia's “spatial domain” was found
in another study focused on the somatosensory cortex.25

This was not the case in our study as the area surveilled
by each cell did not vary across adult life (Figure 1D).

Senescent microglia may be seen as a direct conse-
quence of the aging process and are doubtlessly either
responsible for neurodegeneration, or a consequence of
neurodegeneration itself. Although aging impairs micro-
glia functions63 by altering the expression of different
membrane proteins53 directly impacting their activity,59

it is not clear if this process is age related or it is a conse-
quence of an added neurodegenerative process. Since
age-associated damages in the microenvironment can
lead to enhanced Ca2+ signaling in aging microglia such
molecular changes may be also caused by neurodegen-
eration.65,66 Furthermore, systemic age-related changes
such as metabolic disorders or cardiovascular diseases
may influence microglia behavior with time.67 No cell
escapes the undesirable effect of aging. Our study sup-
ports the idea that microglia are affected directly by aging
and allows a better morphological characterization of
microglia throughout life.

Studying microglia morphology can lead to a greater
understanding of CNS pathologies as microglia is in one
way or another recruited in response to all alterations of
the CNS. However, before understanding microglia
changes in pathology, we need to first establish how
microglia are involved in brain physiology. Due to the
constant remodeling of microglia, their morphology is
changing all the time. By characterizing microglia mor-
phology in different aged mice, we were able to generate
a pattern of the microglia appearance starting with the
postnatal period (5, 10 and 21 days after birth), to young
adulthood (20 weeks of age) all the way to early (58 and
84 weeks of age) and old aged (110 weeks of age)
animals.

4 | EXPERIMENTAL PROCEDURES

4.1 | Animals and experimental groups

In order to obtain the experimental animals, heterozy-
gous transgenic TgH(CX3CR1-EGFP)68 mice were bred.
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The pups of three males and twelve females were used in
this report. All CX3CR1�/� (n = 11) and CX3CR1+/+
(n = 20) animals were excluded from the present study.
Only CX3CR1+/� animals (n = 23) were used for the
morphological comparisons. After confirming the geno-
type CX3CR1+/� pups (age: 5 (2 males and 1 female),
10 (1 male and 2 female), and 21 (2 male and 1 female)
days) were randomly selected for image acquisition. The
remaining CX3CR1+/� littermates were analyzed at
20 (2 males and 2 female), 58 (1 male and 2 female),
84 (2 male and 1 female), and 110 (1 male and 3 female)
weeks of age (Figure 4). For the immunohistochemistry
additional three CX3CR1+/� mice were used. All mice
were maintained in C57BL/6N background and on a
12-hour (h) light/dark cycle at 20�C. Transgenic mice
were housed in individually ventilated cages in the Ani-
mal Facility of the University of Medicine and Pharmacy
of Craiova (UMFCV) and fed standard diet ad libitum.

For microglial analysis, mice were perfusion-fixed fol-
lowed by an overnight fixation to prevent microglial
arborization changes documented in other studies, when
fixation was conducted without a prior fixative perfu-
sion.5 Briefly, after intraperitoneal ketamine/xylazine
(ketamine 100 mg/kg; xylazine 10 mg/kg) anesthesia and
upon cessation of reflexes, mice were transcardially per-
fused with phosphate-buffered saline (PBS) followed by
4% paraformaldehyde (PFA, pH 7.4 in PBS pH 7.4,
0.1 M). Brain extraction was followed by overnight fixa-
tion in PFA 4% at 4�C. All experiments have been con-
ducted according to The Federation of European
Laboratory Animal Science Associations (FELASA)
guidelines and have been approved by the Wellbeing of
Experimental Animal Committee of the UMFCV
(no 1.16/10.10.2019) and renew by the Veterinary Sani-
tary and Food Safety Directorates of Dolj county
(14/29.03.2022), according to Romanian, German and
European laws.

4.2 | Immunohistochemistry and Image
acquisition

After fixation, 40 μm slices were prepared in ice-cold PBS
using a Leica VT1000S vibratome (Leica Biosystems, Wet-
zlar, Germany). The obtained sections were kept at room
temperature for 1 hour in blocking solution (1� PBS con-
taining 0.3% Triton X-100 and 5% normal horse serum).
Sections were washed three times (1� PBS) for 10 minutes
and were placed in a water bath and mounted in Aqua
poly mount (Polysciences, Polysciences, Illinois). Sections
were incubated with a mix of primary antibody (goat anti-
IBA1, 1:1000 and rat anti Ki-67 1:500) in blocking solution
overnight at 4�C. Next day, the tissue was washed three

times for 10 minutes in 1� PBS followed by incubation for
2 hours at room temperature in the dark with the mix of
secondary antibodies, previously diluted in antibody buffer
(2% horse serum in PBS, anti-goat, Alexa 647 (1:1000) and
anti-rat Cy3, (1:500)). Sections were washed three times
(1� PBS) for 10 minutes, placed in water and mounted in
Aqua Poly Mount (Polysciences, Polysciences, Illinois).

In order to obtain an exact morphological analysis on
microglia, stacks of images of the somatosensory cortex
were acquired using a confocal laser scanning microscope
(cLSM, LSM710) for which a 40�/1.0 objective (Plan-
Aprochomat; 4 Oil DIC [UV] VIS-IR M 27) and appropri-
ate emission filters were used. z-Series stacks of ramified
brain microglia were captured at a resolution of
512 � 512 pixels (212.55 � 212.55 μm) at 1 μm intervals
and processed using Zen Software (Carl Zeiss, Jena,
Germany) and Fiji.69 Images were acquired with a pixel
time of 6.2 μs. Each z-series image stack included micro-
glia with complete arbors; those with filaments that
extended over the edges of the z-stack were omitted from
the analysis.

4.3 | Image analysis

Two methods have been applied to quantify microglia
morphology. First, a semi-manual method70 was used for
all time points. Second, a semi-automated method using
the “Inflammation Index” duo of packages35 That can be
downloaded, and contributed to, on GitHub (https://
github.com/BrainEnergyLab/Inflammation-Index) was
used to compare results of the semi-manual approach
across four time points.

For the semi-manual method, images were processed
using Fiji software.70 Only cells with a complete dendritic
arbor were manually selected from the obtained stacks to
be analyzed. A minimum of 25 and a maximum of 59 cells
were obtained for each age group. Morphological analysis
of microglial dendritic structure was made using five
parameters: (1) total length of branch tree, (2) number of
branches, (3) mean branch length, (4) number of each
branch order, (5) mean area surveilled by each cell. In
order to obtain the first four parameters, each microglial
cell was converted to a topological skeleton depiction
(Figure 4). The mean area surveilled by each cell was
quantified by circumscribing the area outlined by the ter-
minals of the longest dendrite in all directions. Besides the
analysis of individual microglia, another two parameters
were analyzed: the number of cells per mm3 (microglial
density-the measurement was performed by manually
counting microglial cell bodies from each z-stack) and the
frequency of microglia cell bodies close together, which we
considered as a marker of proliferation.
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The semi-automated method involved, firstly, format-
ting image stacks captured at the P5, P21, 58 weeks, and
110 weeks' time points for use with the “Inflammation
Index” packages. This involved taking an average projec-
tion of the middle 10 μm of each image stack, before
these were run through the “Microglia Morphology Anal-
ysis” Fiji plugin in order to semi-automatically generate
microglial cell masks. For a full description of the meth-
odology involved in this, please see.35 Briefly, cell bodies
were identified as local maxima before iterative thresh-
olding was used to automatically generate masks around
the soma. These masks were generated for a range of Tar-
get Mask Sizes (TMS; which serve as a guide for when to
terminate the iterative thresholding procedure) and auto-
mated masks of the cell soma were also generated. All
masks generated at all TMS values, as well as soma
masks, were manually approved (ie, visually inspected)
for analysis to ensure they captured the morphology of a
single cell (ie, did not extend onto an adjacent cell) and
accurately represented the cell soma. Finally, these
masks were quantified across 43 different metrics. All
steps were run after blinding ourselves to the animal
identifiers and time points of image stacks using a ran-
dom number generator to assign new values for these
identifiers in order to ensure objectivity. Once mask
quantification data had been collected, it was analyzed
using the “Inflammation Index” R package.35 Briefly, the
R package takes a training data set containing two condi-
tions and uses the area under the curve (AUC) of a
receiver operating characteristic analysis to identify the
metrics generated by the “Microglia Morphology Analy-
sis” Fiji plugin that best discriminate between the condi-
tions, where a larger AUC value denotes better
discriminability. If any of these metrics are highly corre-
lated (a Pearson's correlation coefficient above 0.9) the
ones with the lowest AUC values are dropped, and a
principal component Analysis (PCA) is run on the
remaining metrics. The first principal component of the
PCA is then used as a single composite metric that is best
able to discriminate between the two treatment condi-
tions. This is done for each TMS analyzed. The purpose
of the composite metric is to provide a single value that
represents how far along a spectrum of morphology a cell
lies. In this article, we constructed composite metrics
with the aim of distinguishing between two sets of devel-
opmental stages (P5 and 110 weeks, and P21 and
58 weeks). This provides advantages over choosing N
metrics to use to compare the time points against one
another for two main reasons. The first is that there is no
bias introduced by requiring us to identify the metrics we
want to analyses a priori as we instead consider all
43 automatically generated cell measurements for inclu-
sion in the composite metric. The second advantage is

that by outputting a single value for each comparison we
reduce the risk of false positives resulting from multiple
statistical comparisons. While we could apply post hoc
corrections to account for this increase, this would reduce
our statistical power to detect real changes.

We used receiver operating characteristic (ROC) ana-
lyses in order to identify which source metrics to include
in the composite metrics. We ran an ROC analysis on
each of the 43 source metrics and selected those with the
highest area under the curve (AUC) values. The AUC
value illustrates how effective a particular metric is at
separating two conditions as we alter the metric's value.
For example, in order to identify the source metrics to
include in our composite metric comparing P5 and
110 weeks, we ran an ROC analysis on the “mean branch
length.” To do this we iterated through all of the possible
“mean branch length” values, and for each value, com-
puted the true positive rate (the number of cells below
the value that were from P5) and false positive rate (the
number of cells below the value that were not from P5).
We then plotted the true positive rate and false positive
rate for each value and then computed the AUC of this
plot as a measure of how effective “mean branch length”
is at identifying cells from P5 vs 110 weeks. We did this
for each of the 43 metrics and chose the 5 with the great-
est AUC values for inclusion in our P5 vs 110 weeks com-
posite metric. We took the same approach for the P21 vs
58 weeks composite metric.

4.4 | Data analysis

For each mouse and each parameter, an average value
was imported in GraphPad Prism 9.3 and/or Microsoft
Excel to analyze the obtained parameters. One-way anal-
ysis of variance (ANOVA) test, with multiple compilation
corrected by Tukey, with a 95% confidence interval was
performed. In all figures the mean and SD (SD) are dis-
played. We used super plots to display the data, with
large colored circles representing the mean obtained for
each animal, while small points represent the values
found for each parameter for individual cells analyzed for
the animal in the same color. Statistical significance is
depicted as follows: *P < .05, **P < .01 and ***P < .001.
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